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CHAPTER 1

INTRODUCTION TO MASS SPECTROMETRIC INSTRUMENTATION
AND METHODS

BACKGROUND

Analytical chemistry is the discipline that iddi@s and quantifies matter. One
method to identify and measure matter is throughutte of instrumentation. The instrument
used for this research is the mass spectromete). (M$1S measures the mass-to-charge
ratio (m/z) of anything that is a charged partmiéon. The key is to take a sample and
convert some of it into ions. These processesl@seribed in this introduction.

The application of MS has grown tremendously mphast 100 years. At least six
Nobel Prizes in either physics or chemistry havenbewarded for research that has become
integral to the development of MS. Several Nolbv&@ddPwinners integral to mass
spectrometry have been discussed.[1, 2] One N in chemistry, awarded to Fenn and
Tanaka in 2002, honored the development of elgutayy3-5] and matrix-assisted
laser-desorption [6, 7] as novel “soft” ionizatiorethods. As Fenn remarked, we've made
elephants fly. These “elephants” are large mokscthat prefer decomposition
to volatilization. The “soft” ionization methodsed in the papers presented in this
dissertation are direct analysis in real time (DARBL 9], laser desorption ionization (LDI)
[10] using non-traditional matrices such as grapfiitl, 12], and electrospray ionization
(ESI). These ionization methods were applied tcateysis of coal, plant metabolites,

and proteins

lonization Methods
DART MS
Direct analysis in real time (DART) ionization lizes an electrical discharge in the

presence of helium atoms and a heated gas stre200(3C). The discharge forms [FI}?

ions, which are accelerated due to voltages ors gl collide with other helium ions



to form metastable, neutral HE'®) atoms. Most of the free electrons and chargéidrh
atoms are kept within the DART apparatus. Thedtkeghas stream that exits the DART
source contains some electronically excited netitea{2’S), the balance composed
of ground state helium gas. The electronicallyitexi¢ neutral He (5) atoms react with
ambient water molecules to form charged water elggdB] A proposed mechanism is
shown below.
He (2S) + nBO = [(H:0n1)H]" + OH + He (1S) (1)

Negatively charged water cluster ions can be senelbusly created as well. Analyte
molecules, either as a gas or desorbing off a sahmgibter in the heated gas stream, undergo
proton transfer with the charged water clustersis 15 one of the primary methods analyte
becomes ionized via the DART source. Analyte witjreater proton affinity than a
positively charged water cluster will abstract pineton from the water cluster to become
[Analyte + H]". For negative ion mode, negatively charged weltesters with a greater
proton affinity than the analyte will pull off aqton, forming [Analyte — H] The external
ion source of the MS then guides the charged amaiytinto the MS vacuum system
for mass analysis. The addition of atmospheriegastrogen and oxygen, in addition
to certain DART parameters, to the helium gas streathe presence of ambient ammonia
gas expands the range of analyte ionized by the D#Rhon-polar compounds, such as
branched alkanes.[9] DART is amenable to analyzegas, liquid, and solid. Its use has
exploded since its introduction in 2005. Eighty sapers, of which at least 39 have come
in the past year and a half, use the DART ionizatieethod for applications that vary from
determining counterfit drugs [13] to analyzing carapds from well-behaved
(i.e. stationary) fruit flies.[14] One more papkatured in this dissertation, will be added
to the list with the identification of coal degraida products by DART MS (Chapter 2).

LDI MS

Karas and Tanaka developed the laser desorptimzaiton method using a matrix
(MALDI) in the early 1980s.[15, 16] In MALDI, anleer material that strongly absorbs the
laser light coats or co-crystallizes with the atalyf interest. Organic molecules, such as

2,5-dihydroxy benzoic acid or sinapinic acid, temongly absorb the laser light are mixed



with analyte in a ~1000:1 ratio and allowed to dky][ Once the laser fires at the sample,
some of the material rapidly heats and ejectssptaxe. Only the top few molecular layers

in the crystal absorb the laser light, but a mugatgr portion of the sample sublimates. The
volatized analyte that did not absorb the lasdrtirgmains intact. The analyte interacts with
the matrix to become either positively or negatnaiarged ions, via the primary ionization
mechanism of proton transfer. Some analyte becaomé=ed through other mechanisms as
cation (e.g. positively charged Naand anion adducts (e.g. negatively chargépdah be
formed. Voltages within the mass spectrometerctlitee ions for mass analysis. It is well
suited for analyzing large biomolecules such aseme.[18] Some MALDI reviews are
available.[19-21]

While MALDI works great for the analysis of larp@molecules, it is not as well
suited for metabolite analysis and imaging. Margtaholites are hydrophobic and do not
associate with the hydrophilic organic acid matrbhe matrix crystals formed by the
organic acids have dimensions on the order of >h0 fthese crystal sizes yield “sweet
spots” during imaging. Thus not all laser shotdd/signal. Another downside to traditional
MALDI for metabolite analysis is the mass-to-chaogerlap. lon signal originating from
the MALDI matrix can overwhelm the signal from aytal Finally, MALDI MS instruments
do the analysis in an intermediate (200 mbar) gh iacuum (100 pbar) environment.
Volatile metabolites quickly evaporate away (withifew minutes) before analysis is
complete.

One solution to some of these problems with usiadjtional MALDI matrices
with metabolite imaging is to use colloidal graphit1, 12] with laser desorption ionization
at atmospheric pressure [22, 23]. Some researchéihe graphite LDl method GALDI
(graphite assisted LDI). A paper showing the asialgf metabolite standards and plant
samples by atmospheric pressure GALDI is showngpehdix 111.[24] Atmospheric
pressure LDI analysis was a logical next step ahinthe imaging of metabolites because
one can don situ plant imaging and retain volatile metabolites.

ESI MS

The electrospray ionization (ESI) method interf&aggéth nearly every commercial

mass spectrometer produced today. The first Egdnsd3, 25-27] describe an ion source



that produced multiply charged ions. Incidentalhye multiple charges per analyte ion
produced mass-to-charge ratios within the masserahgnost mass spectrometers of the late
1980s. This ionization method is commonly couptetiquid chromatography [28, 29] as
well. The ESI process became miniaturized withitti@duction of nano-ESI.[4, 30, 31]

Electrospray ionization [5] can work over a widage of flow rates
(20 nL/min to 1 mL/min) and solvents (100% wated @®% organic solvent such as
chloroform). Detection limits can be as low as paer trillion. Both positive and negative
charged ions can form.[32] Nano-ESI was used priynfor the work in this dissertation. A
voltage is applied via a thin stainless steel worsolution inside a pulled glass capillary tip.
The electric field and the solution at the tip foaraylor cone [33, 34], which emits a spray
of fine water droplets (Figure 1). The dropletjatr contain charged analyte, dry. Upon
reaching the Rayleigh limit, which is the point wia¢he potential energy of like charges
repelling each other equals the surface tensiaheo$olvent holding the droplet together, the
droplet deforms and explodes into smaller chargegldts. The excess charge quickly is
expelled via the formation of these smaller drapleEhis process repeats until the analyte is
desolvated.[35] Proteins and other large biomdéscmost likely follow this ionization
mechanism, which is known as the charged residudemo

Nano-ESI is the primary ionization method for nmekthe ions measured in this
dissertation on the three ion source — ion tragn-mobility — TOF MS as described in
chapters 3 and 4 and Appendix | and II.

ION MOBILITY — MASS SPECTROMETRY
The mobility of a gas-phase ion is a measuremienow quickly it moves through
a buffer gas under the influence of an electric{i86] The mathematical relationship

to describe this effect is as follows:
vd = KE :L/td (2)

The mobility, K, is an intrinsic property of an iovy denotes the velocity of the ion under a
certain electric field, E. By definition, the velty, vy, equals the displacement or length

of the mobility cell, L, divided by the timey, that it took to travel through the cell. The t
value is called the drift time.[37] An ion withélsame charge but more compact shape will



have fewer collisions with the buffer gas and tausgher mobility than the same ion with a
more elongated shape. In this manner, ion molséfyarates ions based on their
size-to-charge ratio. Under certain conditiong oan determine the average collision cross
section of the measured gas phase ions. The speaifdition regime is described next.

Mobility measurements are dependent on the priegest the buffer gas system, as
well as the length and electric field applied te thift tube. A reduced mobility, JKfactors
in the pressure and temperature of the buffer gémsnathe drift tube. Rearranged to solve
for the reduced mobility, & and account for STP conditions, the relationssip

L 2732 p

= (3)
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The pressurey, is in Torr, and the temperatuii,is in Kelvin. The electric field, E, is Volts
per centimeter.[36]

The measured cross section values depend ontib@f#he electric field (E) to gas
number density (N).[36, 38] All experiments andasurements employed in this
dissertation occur in the low field regime. Fog ffressure used in our drift tube, the gas
phase protein ions undergo at leastddllisions per centimeter. The ion velocity irases
proportionally to an increase in electric fieldetbfore the collisions with the buffer gas
become more energetic. Above the low field litlie energy gained by the ion due to the
collisions with the drift tube buffer gas is graatean the energy dissipated by the
collisions.[36] Some of the excess energy convertgeat, changing the shape of the ion.
High-field asymmetric waveform ion mobility speatnetry (FAIMS) uses this principle
under the high field regime to separate ions.[89, Also, the dipole of the gas phase ion
under the high field limit may align to some exteuith the electric field in the drift tube.[41]
The low field limit, on the other hand, is the B fegime where the collision energy gained
by the ion is dissipated by the same collisiondhe buffer gas. The protein ions
thermalize to the buffer gas temperature, freelgteg and ‘tumble’ through the drift tube.
Thus, the drift time accounts for the collisiongs®ection averaged across all orientations.

In the low field limit, the ion mobility is indepelent of the electric field, but
dependent on the cross sectin,of the ion. The mobility of the ion is expresdsadthe
relationship [36, 42]:
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Solving the relationship (4) f&e, simplifying the terms, and using the correctestee drift

time, 4, the equation becomes:
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Equation (5) was used to calculate all rotationallgraged collision cross sections. The
reduced mass is p using the mass of the ion [kdjjhaass of a buffer gas molecule [kky,is
the Boltzmann constant, Q [coulombs] equals thegeha is the number gas density,
U [volts] is the voltage drop across the drift tued L [cm] is the length of the drift tube.
The initial ion and buffer gas collisions expeded by the ion entering the drift tube
are quite energetic. Once the ion enters the tdii, it collisionally cools by the subsequent
collisions with the buffer gas. In general Clemrftamd that ions in some charge states
unfold as they're injected into the drift tube. &exception was reported by Shelimov
and Jarrold.[43] Upon injecting the apomyoglob#ién with increasing energy
(300 to 1800 eV), the ion folded to a compact canfer using the higher injection energy.
Measurement of Non-Covalent Protein Interactions
lon mobility mass spectrometry (IM MS) measuresdbsolute collision cross
section of gas phase ions, which is a low resatutilk shape measurement compared
to NMR and X-ray crystallography structure measwgets. A strength of IM MS lies in its
ability to measure large biological systems, inalgdhose as large as viruses.[44, 45] Few
IM MS instruments have investigated protein / protmmplexes because no commercial
counterpart existed until recently, other than hdouit instruments. Counterman and
Clemmer [46, 47] were among the first to measurecmvalent complexes; they
investigated peptide multimers using their pulsedinjection — IM — MS. Bowers followed
suit with his own home-built IM — MS instrument.[|38ernstein and Bowers used that
instrument to report thatsynuclein, a monomer in a solution with a pH r@az 2, forms a

dimer when it is electrosprayed out of a denatubuaffer at pH = 7.[48] Loo’s group uses



their own version of IM — MS [49, 50] to measure #ize of protein complexes based on the
gas-phase electrophoretic mobility molecular arelyGEMMA).[51] Last, Wright

and Douglas used their own version of an IM — MSeldaon a triple quadrupole to measure
the collision cross section of hemoglobin monordener, and tetramer.[52]

The recently introduced commercial Synapt instminty Waters uses an ion
mobility process called traveling wave ion mobil5s, 54] The traveling wave method,
also known as the t-wave ion mobility, does noegaw absolute collision cross section like
traditional ion mobility does. Rather, one carlrale the t-wave ion mobility using
proteins with known collision cross sections.[5Hje t-wave works with either electrospray
ionization or MALDI.[56] Scarff and Scrivens hareeasured the collision cross sections
of well-characterized proteins [57] and protein pbemes like hemoglobin [58] using the
t-wave ion mobility Synapt instrument. The ion mlitypmeasured cross sections are
comparable to those deduced from x-ray crystatsiras of the same proteins. Other
non-covalent protein complexes have been studied) tise Synapt.[59-61] The only other
commercial traditional ion mobility mass spectroaenehstrument is sold by lonwerks, and it
is used primarily for lipid and peptide imagingngia MALDI source.[62]

The home-built three ion source — ion trap — iabitity — TOF MS instrument [63]
built by Badman et al. was used to analyze theeprdtprotein interactions in the YbhB
protein fromEscherichia coli and the YbhB protein homolog from tAeabidopsis thaliana
plant. The extent of dimer formation and collismoss section for the YbhB proteins are
discussed (Chapter 3). Dimer ions are dissociat@ionomers and adducts are removed due
to more energetic injection conditions. lon mdpitross section measurements were also
used for the time-resolved protein ion heating gti@hapter 4).

Pulsed Injection — lon Mobility — Mass Spectrometes

The designs of other similar ion mobility massapametry instruments, which
utilize a short pulse of ions (referred to as anpacket), are of interest to the time-resolved
protein ion heating paper (Chapter 4). Since #ryd 990s, ion mobility mass spectrometer
instruments evolved to measure the shape of biaul@s.[64-70] Early reduced pressure
ion mobility instruments injected a 30 to 50 psseubf ions into the mobility cell through an
80 um i.d. aperture, containing 2.5 to 6.5 mbaiunelas.[37, 71-75] A quadrupole



performed mass analysis for these injected ion hitpbistruments. The next iteration of
ion mobility mass spectrometry instruments add8@® ajuadrupole ion trap [76-79] or 2D
linear ion trap [80-82] to collect and cool thesdrefore injecting them into the mobility
cell. lons in the 3D trap were stored and cooteddns of milliseconds. A 40 to 400 V
square wave DC pulse, applied for 0.2 to 4 us ere#it lens, extracted the ions out of the
ion trap. The mobility cell had either 80 or 16@ jud. entrance apertures, containing 2.5
to 6.5 mbar helium gas. One variation of the 3Dtrap ion mobility instrument by Creaser
[83] extracted ions out of the trap using a fas2,t0 1 us attractive DC pulse (3 to 95 V).
The 3D ion trap — IM MS instruments built by Clemmaad Creaser are similar to the one
featured in this dissertation.[63] The 2D lineaps needed a long (100 us) extraction pulse
because the ions spread out along the entire ol ion trap. In subsequent

2D IT — IM — qTOF MS instruments the entrance aperbf the mobility cell was enlarged
to 1000 um i.d. [80-82, 84].

Subsequent designs of trapping — IMS — gTOF M8ungents led to tandem
IMS-IMS [85, 86] and the traveling wave (T-wave$trument [87]. The IMS / IMS
instrument continued to use the 1000 um and 250@girantrance and exit aperture for the
mobility cell, respectively [84] and a long (50160 ps) extraction pulse. The pressure
remained 2.6 to 6.5 mbar in the mobility cell. Th&ave instrument uses 2000 um i.d.
for the entrance and exit aperture, containingnbar of helium gas [87]. To handle the
extra gas leaking out of the larger apertures emthbbility cell, the IMS cell was placed into
a separate chamber that is pumped out using atiaddiroughing vacuum pump or
turbomolecular and roughing vacuum pump combination

Our instrument design follows the 3D ion trap —HWOF MS built in Clemmer’s
group [37, 77, 78, 88], but to our knowledge thel/ribt notice the effect concerning the
extraction duration and voltage magnitude, nordrasother research group. It may be that
i) they did not use long (> 9 us) extraction pulieghe 3D ion trap instruments, and ii) they
used large injection voltages $0 V) that would suppress compact conformers.yEtated
investigating the ion trap extraction conditiond dot appreciably broaden the width of the
measured ion packets.[76, 77] Their ion mobilitperiments involving the 3D ion traps

used a short pulse (0.2 to 4 us) to extract a ssloatp ion packet. A dense ion packet would



not diffuse as much in the drift tube as a broadgacket. Once the instrument designs
started using the longer 2D ion traps, much lorgg@érto 100 us) extraction pulses were
needed to extract the trapped ions. This resudtesafirmed with our home built 2D linear
ion trap.[89] Further discussion about the protemheating due to specific instrument
parameters follows in the paper “Time-Resolved gatnd Unfolding of Protein lons Due
to lon Injection Conditions in an lon Trap — lon Miity — Time-of-Flight Mass

Spectrometer” (Chapter 4).

DISSERTATION OVERVIEW

The focus of this dissertation is two-fold: dey®ig novel analysis methods using
mass spectrometry and the implementation and deaization of a novel ion mobility mass
spectrometry instrumentation. The novel mass sp@ettry combines ion trap for ion / ion
reactions coupled to an ion mobility cell. Thedderm goal of this instrumentation is to use
ion / ion reactions to probe the structure of gasse biomolecule ions.

The analysis of the degradation products in cBakfter 2) and the imaging plant
metabolites (Appendix 1ll) fall under the methodsrdlopment category. These projects use
existing commercial instrumentation (JEOL AccuTOB ind Thermo Finnigan LCQ IT,
respectively) for the mass analysis of the degradedproducts and the plant metabolites,
respectively. The coal degradation paper discussesgse of the DART ion source for fast
and easy sample analysis. The sample preparairmisted of a simple 50 fold dilution
of the soluble coal products in water and plachegliquid in front of the heated gas stream.
This is the first time the DART ion source has based for analysis of coal. Steven Raders
under the guidance of John Verkade came up witledhédegradation projects. Raders
performed the coal degradation reactions, workethegroducts, and sent them to me.

I, Gregg Schieffer, developed the method and wittégpaper demonstrating the use of the
DART ion source for the fast and easy sample arsalys

The plant metabolite imaging project extends tbe af colloidal graphite as a sample

coating for atmospheric pressure LDI. DC Perdiaah leclosely worked together to make

this project work. Perdian focused on building ititd setup whereas Schieffer focused
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on the MS analysis of the metabolites. Both Perdian amdk the data featured in the
paper. Perdian was the primary writer of the paperused it as a chapter in his dissertation
(Chapter 5, page 100). Perdian and Schieffer webtigether to address the revisions and
publish it in Rapid Communications in Mass SpecetyJournal.[24]

The IT — IM — TOF MS instrument and ubiquitin paf&ppendix 1), cytochrome
paper (Appendix 1), YAP and YBHB protein complexegper (Chapter 3), and the time
resolved protein ion heating paper (Chapter 4)uatler the characterization and use of
novel ion mobility mass spectrometry instrumentatio probe the structure of biomolecules.
The ubiquitin and cytochroneprotein ions were chosen to characterize the IN — TOF
MS instrument because the gas phase ions of thasprbteins are well-characterized and
understood. Matt Soyk, Qin Zhao, and | closelykedrtogether under the guidance
of Ethan Badman, and then Sam Houk to build andenttaé IT — IM — TOF MS instrument
to work. Soyk, Zhao, and Schieffer performed ekpents on the instrument. Most of the
mass spectra featured in the ubiquitin and instrirpaper were taken by Zhao. Soyk, Zhao,
and Houk were the primary writers of the paper.ttMaed the instrument paper as
chapter 3 (page 71) in his dissertation. Qin ukedpaper as Chapter 2 (page 38). | helped
finish the revisions with Dr. Houk and get it puhled in the Journal for the American
Society for Mass Spectrometry.[63]

Most of the experiments discussed in the cytoclerormpaper were done by Zhao.
Zhao, Soyk, and Houk wrote the paper. Zhao usedgtper as Chapter 3 (page 79) in her
dissertation. Soyk used this paper as chapteage(f00) in his dissertation. Schieffer
worked up the data listed in the tables, acquinedcytochrome data shown in figure 5,
and addressed the revisions with Houk to publightihe Journal for the American Society
for Mass Spectrometry.[90]

The YbhB protein paper applies the analysis amdatdterization of protein
complexes by the IT — IM — TOF MS. Libuse Brachexarks for Basil Nikolau. Brachova
expressed and purified all the YbhB and YbhB homggmotein. Schieffer took all the nESI
mass spectra on the IT — IM — TOF MS. Joel Noguaed the MALDI data. Schieffer

wrote the paper with Houk’s help. Brachova wroteipas of the introduction
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and experimental sections concerning the YbhB aptiBrhomolog proteins. We plan to
publish the YbhB protein paper in a mass spectronetirnal.

Last, the time-resolved protein ion heating pdpeher explores the unexpected
heating effect due to the duration and magnitudd®gxtraction pulse on the exit endcap
of the ion trap through a series of experimentsquikin, as well as other proteins, were used
to investigate this heating effect. Zhao, Soyk] Schieffer first noticed this effect in 2005.

It wasn’t until 2007 or 2008 that Zhao noticed itves “refolded” due to a long extraction
pulse. In 2008 and 2009 Houk and Schieffer sotmgbkplain and characterize the heating
effect due to the extraction and injection condisio Derrick Morast investigated the heating
using carbonic anhydrase and lysozyme. MorastSahieffer also worked together to keep
the instrument working well. Houk and Schieffeioter the time-resolved protein ion heating

paper together. We plan to submit it to the Iraional Journal of Mass Spectrometry.
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ABSTRACT

Direct Analysis in Real Time (DART) mass spectromémMS) is used for the first
time for the rapid identification of coal degradatiproducts. DART ionizes the
water-soluble, liquid and water-insoluble, solichkdegraded samples without additional
sample preparation. The high mass accuracy dirtteof-flight MS enabled tentative
elemental composition assignments of the produts foom the coal degradation reactions.
The method described herein is a fast way to asodtie products from coal degradation
reactions without additional sample preparatiohe DART MS analysis revealed that the
i) 150 °C coal degradation reaction using trimedlgopane phosphite compared to the 37
°C reaction and ii) higher pressure coal degradataction using pyrocatechol compared to
the atmospheric pressure reaction liberated laagémore abundant compounds from the
coal.

Keywords: direct analysis in real time (DART), maggctrometry, coal degradation,
trimethylolpropane phosphite, pyrocatechol

INTRODUCTION

Lignin is a complex, heterogeneous [1] substahaegrovides structure
and protection to plant cells. Lignite coal is finst stage in the metamorphic conversion
of degradation resistant lignin in peat into c&@l.Roughly half of the world’s coal reserves
are lignite coal.[3] However, its high water arshh @ontent, poor energy value, and storage
instability make lignite coal an undesirable optfonuse in power plants.[4]

Since the beginning of the 20th century, reseaschave sought to extract
compounds from coal to determine the different congmts or to convert the lignite into a
better fuel source. For example, pyridine is ohne best solvents and dissolves 10 to 20 %
(w/w) coal. Other solvents (e.g., acetonitrile)yodissolve two to four percent (w/w)

coal.[5] Further work on extracting compounds ireo a) oxidation reactions [6] to degrade
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coal via nitric acid, dichromate, or other oxidigiagents, b) halogenation, [6] or c) reacting
the coal with ampholytic solvents above 100 °C.fonore recent oxidative hydrolysis
method uses cupric oxide and steam at 170 °C &h lstanbs to hydrolyze lignite coal.[7, 8]
An advantage of this process is that the origingding blocks of the coal are retained.
Analysis by gas chromatography electron impact M& @apillary electrophoresis yielded
details concerning the amount, quality, and stdgkegradation of the lignin in the coal.[9]

Mass spectrometry (MS) is a recent entrant fol analysis. Early work in the 1950s
identified the volatile thermal degradation prodguat coal via electron impact MS.[10, 11]
Newer ionization methods such as fast atom bombantiid2] electrospray ionization,[13]
and laser desorption ionization [14] experimentgegdahe way to liberate and ionize
non-volatile molecules from coal. Marshall etued electrospray ionization with Fourier
transform ion cyclotron resonance mass spectronfeirfCR MS) to resolve 10,000 distinct
polar components in pyridine soluble coal extrfts. Recently Linford et al. [16] analyzed
the organic and inorganic ions in coal samplesrog-of-flight secondary ion mass
spectrometry (TOF SIMS) using a 69Ga+ ion beam.

The use of Direct Analysis in Real Time (DART) wMS has grown quickly since
its introduction in 2005.[17] Samples analyzechgdDART range from drug tablets,[17, 18]
drug discovery,[19] chemical warfare agents [20jn@nitoring pheromones from well
behaved (i.e., stationary) fruit flies.[21] Sampleparation for analysis is minimal so long
as the sample encounters the DART gas stream arah#lyte readily accepts or loses a
proton. Another competing ionization mechanisnolags a reactive DART specie
removing an electron from the analyte.[22] Vokatliquid, or solid samples are all
amenable to analysis. The DART ion source couplesy MS that accepts an external ion
source such as single and triple quadrupoles,[23hR250rbitrap,[26] FTICR,[27] and a field
portable ion trap.[28High spectral resolution is particularly valuablghaADART because
the samples are mixtures and the resulting massrap=an be complex.

In the present work, aqueous solutions of trimiefpyopane phosphite
(EtCage, Drawing 1)[29] and pyrocatechol [5] wesedito degrade lignite coal. The cost
and disposal expenses of organic solvent wastebaseavoided. The products were divided

into two portions, water-soluble or insoluble, fapid characterization by MS. This report
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mainly emphasizes the use of the DART ion sourcgtiick analysis and qualitative
characterization of the degradation products frath Ibhe water-soluble and the insoluble
coal samples. The high mass accuracy and elenwntadosition software of the
time-of-flight MS (JEOL AccuTOF) facilitate tentag assignments of the primary
components from the degraded coal. The overalladiegion efficiency of the various

reagents and different conditions can be assesseklyjby DART MS.

EXPERIMENTAL

Sample Preparation

All samples were prepared in house by grindingh&swof a particular piece
of Louisiana lignite coal to 106 to 125 mesh.

Coal Degradation Using EtCage

To a 15 mL pressure tube was added 1.7 gramsahdrcoal, 7.14 grams (44.06
mmol) of the solid EtCage and 1 mL of water. Thespure tube was sealed and placed in a
37 °C oil bath for one month. The result was at@ntolored oil with solid coal residue
particles. The vessel was then allowed to coobton temperature, methanol was added
to mobilize the soluble compounds and make it edsiseparate the oil from the insoluble
residue. The sample was filtered, and the remgimsoluble particles were removed
by centrifugation. The method using the methao@egregate the soluble and insoluble
portions was repeated until the amber color disapgekin the solution. All solutions
containing the soluble portion of the degraded @&k combined. The methanol used
to segregate the soluble coal supernatant wasdmeoved by evaporation, resulting in a
viscous liquid. This liquid was diluted 50 fol/(v) with water for analysis. The
remaining insoluble solids after the segregatiorevgzied in an oven and weighed. This
reaction scheme was also used on additional chointmal at 80 and 150 °C in an oil bath.

Soluble Coal Using Pyrocatechol

To a 15 mL pressure tube was added 1.7 gramsahdrcoal and 11.28 mL of a
stock solution (43 g pyrocatechol / 100 mL watdmpyrocatechol (44.06 mmol). The
pressure tube was sealed and placed in a 37 Hathilfor one month. The vessel was

allowed to cool, solids were filtered, methanol vaasled, and solid residue removed
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by centrifugation and weighed, as described abd¥e water-soluble portion formed a solid
after the methanol was evaporated. This procedaaserepeated at elevated pressure
(83 bar) using a Parr bomb reactor.

Sample Analysis

The methanol derived water-soluble coal degradéadiens from the above
procedures were diluted 50 fold (w/w) with watemasessary. A clean glass melting point
tube from Fisher Scientific (Pittsburgh, PA) wasrtldipped into the solution containing the
soluble coal and held within the heated DART sog&® stream about 5 mm from the
AccuTOF orifice. The DART gas stream evaporatedrésidual liquid off the glass melting
point tube. Solid samples were held in the DARUIree gas stream at the same position
using clean stainless steel tweezers. Data wepgrad at a rate of two mass spectra per
second for at least 90 seconds for every samphe. nfass range was m/z 60 to 800.

lon Source / Mass Spectrometer

The DART 100 ion source[17] (lonSense, Saugus, Bi#J orthogonal acceleration
single reflectron TOFMS (AccuTOF, JEOL USA, Inceadody, MA) in positive ion mode
were used for all the experiments. The AccuTOF B&n orthogonal acceleration
single-reflectron time-of-flight mass spectromet&he instrument was tuned using the
[(H20)2H]+ dimer from ambient air to determine thatage settings for the best ion signal.
Table 1 lists the conditions used for the coal yses.

Analysis by Elemental Composition Software

Mass calibration was performed before each sebalf analysis runs. Each mass
calibration spectrum was averaged and the m/z sadilerated using protonated ions from
liquid PEG1000 as external standards. The measufedalues for the PEG1000 ions
always agreed within 2 ppm or better with the clali@d PEG1000 mass values. The typical
resolution of the TOF was ~ 6000 ().

The elemental composition software associated thighAccuTOF MS software
generated the best elemental compositions usindefiweed parameters for all ions with
signal above the set threshold, typically 2% ofrtiast intense peak. All the elemental
composition parameters included carbon, hydrogeygen, and nitrogen atoms. For the

EtCage samples, phosphorous was also included mébke difference tolerance was
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10 mTh. Many tentative elemental composition assignts agreed within 20 ppm. Some
tentative elemental compositions from the insolydagions only agreed within 110 ppm,
making their assignments quite uncertain. Tlggested elemental compositions reported
below were verified manually using the appropri2€ isotope peaks. Generally, the more
intense the peak (i.e. more counts) and the gré@enass-to-charge ratio, the closer the
tentative elemental composition compared to theutaled mass.

Only qualitative information was determined frone tmass spectra as no internal
standards were added to the coal before the dagradaactions. The AccuTOF lacks an
additional mass spectrometer stage, excludinggbeoticollision induced dissociation

to further confirm the identity of the measured|abegradation products.

RESULTS AND DISCUSSION

Analysis of Unreacted Coal

The unreacted coal proved amenable to analysiBART mass spectrometry
(Figure 1). All the ions from unreacted coal aedolv m/z 650. Note that the abundant ions
continue above m/z 300. These high mass ionsoane 8f the compounds degraded by the
reagents in experiments described below. The sis®is an expanded view of one region
to illustrate the peak shape and resolution. TWéiM for the m/z 377 peak is 75 mTh, for a
resolution (mAm) of ~ 5000.

DART MS Analysis of the Water-Soluble Fraction fran Degraded Coal.

Aqueous solutions of pyrocatechol and EtCage (rg) are effective reagents
for degradation of coal; they dissolve 60 % or mafrthe lignite coal sample used. The
results of a few such experiments are shown belamlyto illustrate the value of DART
MS for this analysis. The discussion is not meaite a complete evaluation of different
reagents.

In one such experiment, the effect of reactionperature was assessed. Sections
of the same coal lot were treated with aqueous gg¢@a 37, 80, and 150 °C for one month.
The resulting DART mass spectra for the solubletioas are shown in Figure 2. The
reagent ([M+H]+, m/z 163) reacts with itself in wato form various condensation products,
which account for the most abundant peaks. Thedmyaved ions are at lower abundance.
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In general, these coal-derived ions indicate materesive degradation

(i.e., heavy, water-soluble compounds are genenadlse abundant) at 150 °C (Figure 2d)
than at either 37 °C (Figure 2b) or 80 °C (Figucg 2A few of the coal product ions contain
phosphorous, such ag#;4,0P (15 ppm error, nominal m/z 217) anghd;g011P (3 ppm

error, nominal m/z 489), meaning the phosphite gifoom the EtCage attacks the coal. A
detailed evaluation of the use of phosphite esterdegradation reagents on lignin is found in
a paper by Oshel.[29]

Coal was degraded with the other reagent (pyrobateDrawing 1) at two pressure
values (1 bar and 83 bar) for one month at 37 Fle degradation reaction via pyrocatechol
at 1 bar dissolved 41% of the coal; 61% of the disdolved at 83 bar. The mass spectra
from the resulting water-soluble fractions are showFigures 3 and 4. For the reaction
done at 1 bar, most of the water-soluble ions ateviom/z 350. For the high-pressure
reaction, there are more ions up to m/z ~ 450. higje-pressure reaction also contains more
ion peaks than the reaction done at 1 bar. Thuget and more numerous compounds are
solubilized from coal when the reaction is donkigher pressure. The * and **
designations refer to the protonated pyrocatectwwiomer ions (C6H702) and protonated
pyrocatechol dimer (C12H1304), respectively. Tbeusate masses listed for the reagent
ions are within 10.8 and 9.1 ppm, respectivelye TH denotes an interference ion
from protonated dioctyladipate (nominal protonatesks 371), which is a plasticizer from
the melting point tube packaging.

Nearly all of the ions are singly protonated, [MHF, confirmed by tentative
elemental compositions (Tables 2 through 5). Ndétiply charged ions were made
by DART. The tentative elemental compositionsmitentain oxygen atoms, suggesting
that the species generated by our DART source nexgtially ionize polar molecules through
proton transfer reactions.[17, 22] To verify thigoothesis, a solid sample of pure
naphthalene (eg. non-polar) was analyzed undesaime DART conditions (Table 1) used
for all the featured experimentsp signal was observed (data not shown). Rec@&diyin
et al. measured large, insoluble polycyclic aromatimpounds (five rings and greater)
by DART MS in positive ion mode.[30] The polycychromatic compounds preferentially

formed protonated species with a small amountdited cation present. This suggests that
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either polycyclic aromatic compounds need to haaeynrings to readily accept a proton or
that the DART conditions used for this paper ditlgenerate appreciable amounts of proper
reactive species, such as Qto ionize a non-polar compound like naphthale@edy

reported specific DART source conditions for a @a@ratmospheric pressure interface

that generated abundant, odd-electron ions froorataid alkanes and other non-polar
species.[22] These alternate experimental comditja2] were not employed for the
experiments featured in this paper.

Suggested elemental formulas for the more aburmtaduct ions from the
water-soluble pyrocatechol degraded coal are showiables 2 and 3, respectively. All the
ions are protonated and most contain oxygen. Thevatues for the indicated elemental
compositions for the water-soluble portions arendtlhin 30 ppm of the measured
m/z values.

For the ions identified in Table 2, the double beqdivalence[31] (DBE) increases
as the mass increases. For the reaction donbat tompounds two through fifteen are
mostly aromatic because the DBE is greater than(ftable 2). Many of the higher mass
compounds liberated from this coal sample at thl pressure lack aromaticity and may be
fatty acids (Table 3), which are thought to be conmemts of this coal in general.

DART MS Analysis of the Insoluble Fraction from Degaded Coal.

The dried, solid insoluble portion of the degraded| was also amenable to DART
analysis. The coal solids from the pyrocatechayesmts were brittle; some grains crumbled
in the DART gas stream during analysis. In gendinal coal residues were more fragile the
more extensive the degradation reaction.

Mass spectra from coal residue after treatmertit pytocatechol solutions are shown
in Figures 5 and 6; elemental assignments are givéables 4 and 5, respectively. Again,
coal-derived ions from the solid residue stop & mA60 when the reaction is done at 1 bar;
these ions progress to higher m/z values (~ 550l reaction is done at higher pressure.
Comparison of Figures 5 and 6 indicates that teeloe from the high-pressure degradation
reaction yields fewer peaks than that from the poessure reaction. Mass spectra from the

insoluble residues (Figures 5 and 6) generally maoee peaks than those from the



27

water-soluble fractions (Figures 3 and 4). Alée, ibns seen from the residues (Tables 4 and
5) are less likely to contain oxygen than theiubt# counterparts (Tables 2 and 3). It seems
that the presence of oxygen in the coal degradatioducts enhances their solubility in

water and methanol. The proposed insoluble comgwunTables 4 and 5 range from small
fatty acids to large polyaromatic hydrocarbonse phesence of fatty acids in this coal was

determined using another mass spectrometer (dathown).

CONCLUSION

DART MS is a fast and easy method, needing orfigmeminutes per sample,
to characterize both the water-soluble and inselploktions of degraded coal. The use
of liquid chromatography MS, may take one hourdmplete a run and is limited
to analyzing the water-soluble portion. The highalution and mass accuracy of the TOF
MS and the instrument software enables tentativeraienation of the elemental
compositions from the complex spectra. The DART $hiBws that reactions using EtCage
at a higher temperature degrade more of the cahyigids more abundant larger compounds
than the lower temperature reaction. The coalatiggion reaction at high pressure using
pyrocatechol also yields higher mass ions in blo¢ghwiater-soluble and insoluble portions
than the same reaction at atmospheric pressure.
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REAGENTS
OH

OH  pyrocatechc
0
DH ) ;j/D
trimethylolpropane phosphite / EtCi

Drawing 1) These are the chemical structuof the two reagents, EtCage and pyrocatec

used to degrade and wasalubilize coa

TABLES
Table 1) Instrumental Operating Conditic

DART

Parameter Value

99.999% pure He gas 3.25 L/ min (measured with an external flow me
He gas 250° C

Needle 3500 V

Discharge 650 V

Grid 150V

TOF MS Conditions

Parameter Value
Ring lens 3V
Orifice 1 80°C, 20V
Orifice 2 3V
Bias 27V
Pusher bias -0.75V
Focus -0V
Focus lens 10V
Quadrupole lens 20V
Right / Left lenses 8.0V
Top/Bottom lenses 0.2V
Reflectron 990V

Detector 2500 V
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Table 2) Suggested elemental compositions forymbidns identified in Figure 3. The coal
was degraded by pyrocatechol at 37 °C and 1 bamfermonth.

Peak Elemental

Number m/z Composition Error, ppm
1 83.0860 GH11 16.8
2 93.0313 eHsO 28.5
3 127.0412 6H703 9.4
4 155.0370 @H;04 16.7
5 161.0646 @HyO, 4.4
6 169.0500 eHgO4 0.1
7 179.1056 @H150, 1.6
8 221.0697 GHO; 9.5
9 223.0697 &H110, 6.2
10 233.0587 HqO, 1.5
11 249.0580 &@HOs 2.8
12 263.0579 ©H1106 2.4
13 267.0548 ©H1:07 4.3
14 293.0669 @H1307 0.8
15 327.2110 ¢H3105 6.1

Table 3) Suggested elemental compositions forymbidns identified in Figure 4. The coal
was degraded by pyrocatechol at 37 °C and 83 bami® month.

Peak Elemental

Number m/z Composition Error, ppm
1 83.0861 GH11 12.5
2 93.0352 eHsO 12.4
3 127.0420 6H-:0Os3 21.0
4 135.1020 6H1503 1.9
5 137.0600 eHyO; 1.8
6 169.0510 eHoOy 3.8
7 179.1080 @H150, 2.2
8 255.2370 GH310, 17.0
9 257.2440 GH330, 17.3
10 283.2680 GH350, 13.6
11 391.3010 esH30 3.3
12 425.4040 &7H5303 11.3
13 439.3750 &Hs5104 8.4
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Table 4) Suggested elemental compositions foin@uble coal residue product ions
identified in Figure 5. The coal was degraded yappatechol at 37 °C and 1 bar for one
month.

Peak Elemental

Number m/z Composition Error, ppm
1 75.0368 GH7O; 103.8
2 75.0714 GH1.0 127.2
3 85.0592 GHO 71.5
4 87.0397 GH,O, 55.8
5 87.0756 GH1.0 61.6
6 89.0552 GHyO, 56.9
7 97.0664 eHO 10.9
8 99.0436 GH;O, 9.9

9 101.0720 6HoO, 116.2
10 115.0790 €H110; 26.9
11 117.0906 6H130; 8.0
12 123.0497 &¢H,0, 41.7
13 125.0998 gH130 20.7
14 127.0975 gH150 115.9
15 129.1264 gH; 70 114
16 131.0827 6H1103 90.8
17 147.1024 @H1503 2.1
18 161.1101 gH1703 47.1
19 163.1298 gH1903 21.9
20 169.1217 @H170; 6.8
21 177.1145 gH1704 10.8
22 199.2010 &H.0 25.8
23 269.2714 &H3,0 48.3
24 271.2373 ¢H3103 37.0
25 273.2560 €H3303 47.7
26 325.2836 GoH3703 29.0
27 327.2891 @oH3903 2.4
28 329.2976 eoH4103 24.2
29 339.2814 @H3903 24.9
30 341.2767 GoH3704 22.2
31 343.2825 €oH 3904 6.5
32 345.2933 @oH4104 20.6
33 375.2972 @aH3903 19.4
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Peak Elemental

Number m/z Composition Error, ppm
34 377.3200 @H 4103 38.3

35 379.3233 @H4303 55

36 381.3453 @H 4503 22.2

37 383.3482 @H4703 11.0

38 407.3392 &H4706 5.0

39 409.3631 esH 4903 12.1

40 411.3785 &H5103 12.7

41 423.3733 &H40 25.1

42 425.3819 €oH490 8.4
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Table 5) Suggested elemental compositions folul® coal residue product ions identified
in Figure 6. The coal was degraded by pyrocateah8¥ °C and 83 bar for one month.

Peak Elemental

Number m/z Composition Error, ppm
1 83.0869 GH11 10.4
2 85.0751 GHO 115.7
3 89.0610 GHyO, 8.5
4 91.0397 GH;O3 2.3
5 117.0913 6H130, 1.7
6 135.1017 6H1503 2.6
7 143.1367 6H10 48.1
8 157.1545 @H210 29.7
9 173.1540 @H210, 0.5
10 185.1618 GH2:0, 41.6
11 201.1850 GH250, 2.3
12 211.2049 @H.0 6.1
13 225.2347 GH20 57.0
14 229.2176 @H290; 3.7
15 239.2408 ¢H310 13.9
16 243.2345 GH3107 8.8
17 255.2361 H3107 14.8
18 257.2471 €H3302 3.6
19 275.2635 H3503 17.8
20 283.2668 &H350, 10.9
21 285.2813 &H3/0, 6.9
22 299.2787 &Hss 16.3
23 369.3543 &7Has 6.1
24 391.2903 @aH390, 14.1
25 411.4044 GoHs1 12.9
26 481.4963 6Hgs02 4.5
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Figure 1) Mass spectrum of unreacted, solid cdak vertical scale for the inset is
magnified 2X.
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Figure 2) Mass spectra from water-soluble prodattsaged phosphite reacted with coal
for one month at 37 °C (a and b), ¢) 80 °C andad) C. The spectrum in b) is the same as
that in a) with the vertical scale magnified 3Xstwow the less-abundant ions derived

from coal. Asterisks * designate ions from thegesa and products of condensation
reactions between reagent molecules.
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Figure 3) Mass spectra from water-soluble prodattal reacted with aqueous
pyrocatechol at 37C and 1 bar for one month. The two primary peakelled * and ** are
due to protonated pyrocatechol and a protonatedadime of pyrocatechol. The spectra are
plotted with different vertical scales to facilgabbservation of the less-abundant ions from
coal. The numbered peaks are identified in Tabla)2n/z range to ~ 270; b) m/z range 245

to ~ 470.
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Figure 4) Mass spectra from water-soluble prodattal reacted with aqueous
pyrocatechol at 37C and 83 bar for one month. Same notation as &igurThe spectra are
plotted on different scales to assist the obseyuaif the low abundance ions. The numbered
peaks are identified in Table 3. a) m/z range 266, b) m/z range 245 to ~ 500.
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Figure 5) Mass spectra from insoluble coal resafter reaction with aqueous pyrocatechol
at 37 °C and 1 bar for one month. Numbered peak&lantified in Table 4.
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Figure 6) Mass spectra from insoluble coal resafter reaction with aqueous pyrocatechol
at 37 °C and 83 bar for one month. Numbered paskglentified in Table 5. a) m/z range
to ~ 260; b) m/z range to ~ 600.
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ABSTRACT

The YbhB protein fronk. coli and theArabidopsis thaliana homolog of the YbhB
protein were analyzed by ion mobility mass specatwyand matrix assisted laser desorption
ionization mass spectrometry to determine the éxtemultimer formation. Collision cross
sections were measured for each protein charge satg native electrospray ionization
(ESI) conditions in ammonium acetate buffer. Farnative ESI mass spectral experiments,
the YbhB protein fronk. coli preferentially formed dimer compared to th&bidopsis
thaliana homolog. Native gel electrophoresis confirmedphesence of YbhB dimer and
monomer. The cross section for the dimer E2¢oli andArabidopsis homolog of the YbhB
protein YbhB protein was 2480°&nd 2560, respectively. THeabidopsis homolog of the
YbhB protein was analyzed under acid denatureditiond. TheArabidopsis homolog of
the YbhB protein formed more dimer and the crostiaes for each charge state under the

denatured conditions were greater than under n&t8le

INTRODUCTION

Understanding protein structure and non-covalemtibg is critical to determining
protein function. Many reviews have been publisimetthe past fifteen years describing the
utility of mass spectrometry (MS) to characterioeftovalent biomolecular complexes.[1-
11] Combining MS with ion mobility (IM) provides Vo resolution structure details for non-
covalent biomolecule complexes.[10, 12-15] lon itikgkmass spectrometry, which
measures the collision cross section for each ehstaje, is complementary to other methods
that analyze proteins and protein complexes, ssc¢tualear magnetic resonance (NMR), X-
ray crystallography and circular dichroism.[16] mastudies show good agreement between
the collision cross section deduced from ion mgbdnd those calculated from X-ray and
NMR structures.[14, 15, 17-22] NMR [23-27] and &rcrystallography have atomic
resolution and are considered the best standaketermining protein structure.[1, 28]
However, these other techniques i) require relbtiigh quantities (milligrams) of
homogeneous and pure protein sample and ii) take @inours) and thus are not easily

amenable to high throughput analysis. X-ray ctimjeaphy is a technique that only allows
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a static view of proteins and some proteins arfgcdif to crystallize. Solution state NMR is
currently limited to proteins weighing less thankia,[4, 27] although this is improving.

Analyzing protein complexes by mass spectrometmthe other hand, has the four
“S” advantages: speed, sensitivity, specificityd atoichiometry. Mass spectrometry is
amenable to high throughput analysis and commersaiuments have femtomole detection
limits. The mass spectrum yields stoichiometryhef non-covalent protein complex and
provides an estimate of the extent of substratdibgn Time-of-flight mass spectrometers
(TOF MS) can theoretically measure protein and oraotecular ions of any size.[12, 29-31]
In some cases the mass spectrometric method, ingltite vacuum and desolvation process,
does not irreversibly destroy biomolecules becausteins [32] and viruses [30] convert
back to viable forms after mass analysis.

Electrospray ionization (ESI) is the acceptedzation method to probe protein
complexes under native solution conditions. Fotgins with a neutral pl (pl = 7), the
solvent consists of an aqueous, buffered solutitim asneutral pH (between pH 6 to 8).
Ammonium acetate at 5 to 50 mM is the buffer oficeo The introduction of
nanoelectrospray ionization [33] (nESI) expandedapplication of mass spectrometry to
studying the structure of non-covalent protein ctax@s under native solution conditions.
The initial droplets via nESI are smaller, it cafetate a moderately high level of
contaminants, salts, and less sample is consuntat/ecto conventional electrospray.[34]
The low flow rate for nESI generates smaller drtgylehich are more likely to contain only
one protein or biomolecule complex.[8] This redauttee chance to artificially form
oligomers during solvent evaporation; a proteincamtration less than 30 uM is
recommended. Under certain conditions, nESI cem la¢ more gentle in preserving protein
complex ions than conventional ESI.[35] Common MAlconditions often denature
complexes or yield artificial, non-physiologicalgimers.[36]

This work studies two related proteins, the YbhBt@n ofEscherichia coli [37] and
its Arabidopsis thaliana homolog, the protein encoded by thabidopsis gene locus,
At5g01300. Amino acid alignment of these two pirggNCBI database BLASTp) revealed
that they belong to a highly conserved family oftieaial/archial phosphatidylethanolamine-
binding proteins and also to its eukaryotic homdRaj Kinase Inhibitor Protein (RKIP).
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E. coli ybhB gene is located within the biotin biosynthesisropebut its exact biochemical
function is unclear. ThArabidopsis gene encoding the YbhB homolog is located on the
fifth chromosome; its function is also unknown.

Here we report and discuss the results from ooreabuilt ion mobility TOF MS
[38, 39] and a MALDI TOF MS to characterize tBecoli YbhB protein and ité\rabidopsis
homolog. This is the first publication detailifgetcharacteristics of this particular plant
protein. The focus of the discussion covers algimanasses, b) extent of multimer
formation under different solution conditions, leg tcollision cross sections for each charge
state, and d) comparison of the gas-phase resutsalogous data derived from the

published crystal structure of thecoli YbhB protein dimer.[37]

EXPERIMENTAL

Sample Preparation

Arabidopsis YbhB homolog

BLASTP analysis of thArabidopsis genome database, using the YbhB amino acid
sequence as the query, detected a single geneQ360) encoding a protein that shares
31% identity and 49% similarity in amino acid segee (E value 3e-14) with the query. An
EST cDNA clone derived from the gene locus At5g@BNAP157T7, ABRC, Columbus,
OH) was PCR-amplified with Taq polymerase and atbimo the expression vector
(Invitrogen, Carlsbad, CA). The resulting constiwas transformed intB. coli TOP10 One
Shot competent cells (Invitrogen, Carlsbad, CA) expression was induced during growth
in Laura Broth medium by the addition of 1 mM isopyl 3-thiogalactoside (IPTG). Cells
were collected by centrifugation after 5 hoursmafuction and lysed with BugBuster Protein
Extraction Reagent (Novagen/EMD Chemicals, San ®@i€\). TheArabidopsis
recombinant protein was purified by standard nig&hity chromatography, using the
His.Bind kit (Novagen, EMD Chemicals, San Diego,)CA

Briefly, 20 ml of solubilized and cleared cell eadt was loaded onto 500 pl
of His.Bind resin. The column was washed with @umn-volumes of binding buffer and

6 column-volumes of wash buffer. The bound proveas eluted with a buffer containing
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0.3 M imidazole. The purified protein solution wdialyzed against 10 mM Tris-HCI buffer
or 1 mM ammonium acetate buffer, both with pH 7The average yield of affinity purified
protein was 5 mg / 500 mL of culture.

E. coli YbhB

The E. coli genomic DNA fragment encoding the YhBtein was PCR-amplified
using two genomic primers (5-CACCATGAAACTCATCAGTAZ-3 and
5-TCACTCTGCCAGATGGCGCA-3). The PCR product wdsrmed into the pTrcHis
TOPO TA expression vector, and transformed intodi. TOP10 One Shot competent cells
(Invitrogen, Carlsbad, CA). Protein was over-espesl by induction with 1 mM IPTG, and
purified as described above for the Arabidopsis dlog

Native gel electrophoresis

Monomeric/dimeric states of the purified YbhB @ios were analyzed by native gel
electrophoresis. Electrophoresis was conducted?@% polyacrylamide gradient gels,
buffered with Tris-HCI, pH 6.8 (Hercules, CA). Eagdimple, containing 50 pg of purified
protein was subjected to electrophoresis in Trygige buffer, (pH 6.8) for 40 hours at 4C.

Proteins were visualized by staining the gels wlidbmmassie Brilliant Blue.

Mass Spectrometers

MALDI-MS

Two mass spectrometers were used to charactbezevdo YbhB proteins. A
Perseptive Biosystems Voyager DE-PRO (FramingtoA) MALDI TOF MS used a 337
nm N, laser. A 0.5 pL portion of solution containing tanalyte was mixed with 0.5 pL
of sinapinic acid solution and dried on a stainkgsel plate. The sinapinic acid was at a
concentration of 10 mg/mL in 70% acetonitrile/wated% TFA. Three amounts of protein,
2.5, 1, and 0.2 pg of the YbhB protein was spotfEide mass range was m/z 70,000,
calibrated using bovine serum albumin.

nESI-IM-MS

The ESI experiments used our home-built ESI-IM-M3\e three ion source - ion

trap - ion mobility - gTOF mass spectrometer (IM— TOF MS) instrument is described
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elsewhere.[38] The instrument parameters usethése experiments are listed in Table 1.
Briefly a 1 mM ammonium acetate buffer containihg protein was ionized by nESI. The
buffer needs to be kept at the lowest concentrgtassible or too many buffer ion adducts
are seen. The ion source is unheated and hassupgeof about 1.1 mbar. The ions were
trapped for a short time (20 ms) to avoid extengweconformation rearrangement
[21, 40, 41] and then injected by an extractiorspyl7 to 12 us) into the stacked ring DC
drift tube (DT). The separated ion packets weteaeied and mass analyzed by a
guadrupole time-of-flight mass spectrometer (Tokyd@hun, Switzerland). The data
acquisition and processing software (lonwerks, aouysTX) measured the ion mobility
data. Each mass spectrum was collected for a mmmiwf ten minutes. Positive ion mode
was used by all instruments to analyze these prstanples.

Collision cross section calculation

Each protein collision cross section was manualgulated using the ion
measurements and instrument parameters, subtralc@ngprrected flight time from the

nested drift time,¢t The following equation is used to calculate ¢b#ision cross section
(€2):
3 2w QtqU
16 | ukgT n L2

(1)

The mobility equation variables are listed in TableThe number gas density,is

calculated using the pressure and temperatureeafdh in the drift tube. The mobility drift
time, t, for the protein ions is between 1800 @00 pus. The correction to the drift time is
calculated using TOF equations, accounting fottithe the ion spends outside the mobility
cell between the ion trap and mass analysis. dhection to the total flight time ranges
from 100 to 200 ps.
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RESULTS AND DISCUSSION

Recombinant YbhB proteins

TheArabidopsis andE. coli YbhB proteins were recombinantly produced and
purified using the identical production systemlboth proteins. For convenience in
purification, we used the expression vector pTrehisich introduced the identical
N-terminal His-tag sequen¢®ISYYHHHHHHLESTSLYKKAGSAAAPFT) to each
protein. This provided a simple means of achieyuadfication with nickel-ligand affinity
matrix. The resulting preparations were over 98¥epas judged by SDS-PAGE,
in which the recombinant proteins were overloadedb( g protein per lane; data not
shown). The resulting. coli YbhB “tagged”-protein contained 186 amino acid&wtine
calculated molecular weight of 20276.65 g/mole dpted pl = 6.00). The recombinant
Arabidopsis YbhB homolog contained 190 amino acids with tHewdated molecular weight
of 21014.94 g/mole (predicted pl = 6.10). The gquadry organization of these two
homologous proteins were analyzed and compared anesriety of solution conditions.
The amino acid sequence for tecoli YbhB is listed below. The HIS tag amino acid
sequence is in bold type.
MSYYHHHHHHLESTSLYKKAGSAAAPFT MKLISNDLRDGDKLPHRHVFNGMGY
DGDNISPHLAWDDVPAGTKSFVVTCYDPDAPTGSGWWHWVVVNLPADTRVIPQG
FGSGLVAMPDGVLQTRTDFGKTGYDGAAPPKGETHRYIFTVHALDIERID\DEGASG
AMVGFNVHFHSLASASITAMFES (2)
The Arabidopsis homolog of YbhB protein amino acid sequence tedidelow. The
HIS tag amino acid sequence is in bold type.
MSYYHHHHHHLESTSLYKKAGSAAAPFT MSSEELRLVSPTIDNDGKLPRKYTMA
GQGVKKDISPPLEWYNVPEGTKTLALVVEDIDAPDPSGPLVPWTVWVVVDPPEMK
GLPEGYSGNEDQTTGIREGNNDHKIPGWRGPLLPSHGHRFQFKLFALDDKIRGHTV
TKERLLIAIEGHVLGEAILTCLA (3)

Native Gel Electrophoresis
The native gel electrophorogram of the two profeparations is shown in Figure 1.

This figure shows a typical result, and identiesults were obtained upon analyses
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of triplicate preparations of these proteins. st intense band for these two proteins is
the YbhB monomer. However, in both cases a snoatign of dimers also occurs; no
evidence of trimeric quaternary organization waected. Based upon the intensity of these
two bands, we estimate that 85% of bothEheoli andArabidopsis homolog occur

as monomeric units during the conditions used liecteophoresis (Table 2 and 3).

Analysis of theE. coli YbhB Protein by nESI — IM — MS Instrument

The IM-MS of theE. coli YbhB protein, at 100 pM concentration, at pH 7.8vea
solution conditions shows a molecular mass of 26260 Da and 40400 * 400 Da for the
monomer and dimer, respectively (Figure 2). Thesraverage and error is the standard
deviation calculated from deconvoluting each protdiarge state to the 1+ charge. The
protein molecular mass also includes the 28 amtiobHis tag. The charge states adopted
by theE. coli YbhB protein from solution are 15+ to 5+ for monaraad 25+ to 10+ for the
dimer. The dimer is estimated to be 80 % of thel tetected protein ion signal, the
20 % balance being monomer (Table 2). The masdrsipe was smoothed by our mobility
and mass spectra acquisition software (lonwerksiskdm, TX) to distinguish charge states.
The non-covalent protein complex was extractecobthe ion trap with a 7 ps, -80 V
extraction pulse and -99 V on the front of thetdrdll. These are “heated” injection
parameters for our instrument.[42] The mass spectollected under gentle injection
parameters produced an unresolvable, broad pea(m/~15, FWHM).

TheE. coli YbhB collision cross section values increase wittreasing charge state
(Table 4), as expected.[17-19, 21, 43, 44] Thesentional explanation is that protein ions
unfold with increasing charge state to reduce Qobloepulsion energy. The collision cross
section for the YbhB dimer 23+, dimer 22+, monorhef, and dimer 21+ are plotted on top
of each other (Figure 3). The collision crossisectiecreases as the charge state decreases.
Determining the cross section for the odd numbéeegl 13+, 15+, etc.) dimer peaks is
simple because the nested drift time mobility peak a unique m/z ratio. For the mass
overlapping monomer and dimer, the mobility dataally contains two peaks (Figure 3). In
this case, the dimer mobility peak and monomer fitplgieaks are not baseline resolved.

The interpretation used to determine the mobilégkpfor the monomer and dimer is as



49

follows. Counterman et al. in Clemmer’s group mégo that peptide multimers have a
shorter § than the monomer.[45] At present, our observatiwith our mobility instrument
and protein multimers follow their observationsheTdimer peaks have a higher mobility
(i.e. shorterd) than the monomer peaks, charge normalized. igtehmobility translates
into a slightly more compact conformation. Fomharge state with overlapping monomer
and dimer protein peaks (i . coli YbhB Monomet**andE. coli YbhB Dimerf?*), the first
mobility peak corresponds to the dimer and the neobility peak is the monomer. The
mobility peaks are converted into cross sectiofise contribution the monomer and dimer
make to the unresolved portion of the mobility peake not known. The shape of the low
cross section portion (< 220¢)Rof theE. coli YbhB Monomet**and the high cross section
portion of theE. coli YbhB Dimef?* (> 5000 X) charge states was assumed (Figure 3).

We followed this procedure of assigning the highebility peak (i.e. shorteg)t
to the dimer ions when calculating the collisionss section for all [monomef]A" and
[dimer 2ri]*™ peaks that overlap in the mass spectrum. For diwsirs, the collision cross
section is less than twice the collision crossisaatf the monomer peak. The signal
for some dimer mobility peaks are low (less tha@ ¢6unts) or the mobility peaks are not
resolved at all, making it difficult to definitivglassign the dimer mobility and monomer
mobility peaks. We assigned an asterisk nextdéedtpeaks in our collision cross section
tables.

The collision cross section f&: coli YbhB monomer is 1220 Zat 5+ charge state
(Table 4). The dimer 10+ collision cross sect®2080 &. This collision cross section is
near the value derived from the X-ray crystal strces of theE. coli YbhB dimer by Serre
[37], the upper limit cross section estimated tabeut 2400 A We estimate the collision
cross section of thi. coli YbhB x-ray crystal (Rutgers Protein Data Bank, }FElither
by hand rather than using a computer calculatiéi @ perform the exact hard spheres-
scattering or projection approximation calculati@tause thg. coli YbhB analyzed
in this paper has the additional 28 amino acid tdtfs The low charge state collision cross
section is likely to be a little more compact thle crystal structure, because the interactions
that persist in the gas phase are different thariso phase. It is thought that hydrophobic

interactions are partially or completely lost ie thas phase, whereas hydrophilic and
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electrostatic interactions maintain or increasstiangth.[47-49] The protein complex
rearranges somewhat to yield conformations withllemstructures in the gas phase
than in solution or in a crystal.

The low resolution cross sections for the lowésirge states of th&rabidopsis
homolog of YbhB andkE. coli YbhB protein provides parameters to improve stngctu
prediction of protein and non-covalent protein céempn molecular dynamics calculations
[50, 51].

Analysis of theArabidopsis Homolog of the YbhB Protein by nESI — IM — MS

Instrument

The IM-MS of the Arabidopsis YbhB homolog, at ancentration of 100 uM,
at pH 7.2, yields molecular mass of 20904 + 2 Dale abundant monomer (Figure 4). The
dimer peaks are broad; the dimer molecular masstisiated to be 41800 + 200 Da (Table
3). The molecular mass includes the 28 amino ld@dag. The non-covalent protein
complex was extracted out of the ion trap withaith 7 ps (Figure 4b) or a 12 ps (Figure
4a), -80 V extraction pulse and injection voltag¥(V), which are “heated” and gentle
injection parameters, respectively for our instratrfd2] The charge states adopted by the
Arabidopsis YbhB homolog protein are 14+ to 6+rfwnomer and 19+ to 12+ for the
dimer. The inset shows the peak shape for the men8+ ion. The FWHM is 1.59 and the
resolution is 1640 (mvm). The dimer is estimated at 18 % and 2% of tha fwrotein
detected using the gentle and “heated” injectiamddmns, respectively. For both
conditions, the extent of dimer formation by #abidopsis YbhB homolog protein is much
less than that measured for thecoli YbhB protein under the exact same instrument
conditions.

The total counts between Figure 4a and 4b ardyntha same, but the peak
intensities are five times greater under the enierddeated” ion injection conditions
(Figure 4b). All the peaks are sharper because/radducts are knocked off and almost all
of the Arabidopsis homolog of the YbhB protein dimer has dissociatee to the higher
energy injection into the mobility cell.[42, 45,]5Zhe dissociation of thArabidopsis

homolog of the YbhB protein dimer follows the obhsgions by Counterman and Clemmer,
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whereby heating their ion source capillary or iasiag the absolute value of the drift tube
injection voltage dissociated peptide ion multimdis)

All of the collision cross sections (Table 5) &rger under the “heated” injection
conditions than those used for the gentle injeatmmditions (Figure 4). Thus the energetic
extraction conditions broke up dimers and slightiyolded the monomer protein ions. One
explanation for the larger cross section is that‘tteated” injection conditions disrupted the
electrostatic protein interactions by driving offunter ions. As the protein ion no long had
some of the constraints provided by the countes,idradopted a more open cross section.

ForArabidopsis YbhB homolog in low charge states, we expect tikson cross
section values to be near the collision cross @ecterived from the crystal structure.

As of yet, no crystallographic data exist for thabidopsis homolog of the YbhB protein.
For many other, well-characterized proteins, tlisgisections of the gas-phase cations
in medium to low charge states are similar to thegqeected from the crystal structure.
[14, 15, 17-22] The cross section farabidopsis YbhB homolog M* is 1360 & and 0 is
2560 A. The measured cross section forEheoli YbhB dimer 12+, 2480 A is smaller
than the same chargédabidopsis homolog of YbhB protein dimer ion. This likelytise
case because tiAgabidopsis homolog contains eight more amino acids thartthesli
YbhB protein dimer.

The 1 mM ammonium acetate was the highest corat@rirused where distinct
protein peaks were seen. The ion source is unthestat doesn’t drive off adducts nor
dissociate multimers as well as using a heatedlagpj45, 53] Unfortunately our
instrument also has poor ion transmission dueart fo the high pressure (0.7 mTorr),
measured absolutely with a Baratron capacitancemater (MKS Instruments, Andover,
MA, 690A 01TRC) in the quadrupole immediately prdiog the TOF source region.[54, 55]
The firstArabidopsis homolog of the YbhB protein mass spectra, spraygaf 10 mM
ammonium acetate and 20 mM sodium phosphate, kad/droad peak (data not shown),
resolution ~15 (mXm) suggesting that it was complicated by adductsmanltimers. This is
consistent with other non-covalent protein struesuthough at the extreme of having many
adducts, in the gas phase [56-59]. We follow tfanation offered by Loo and Robinson

here. Water molecules and counter ions criticihéocomplex are retained when it leaves
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the solution phase and enters the gas phase.atksl ¢iefore, the ion source in our ion
mobility instrument is gentle and does not knodknaény adducts, operating at about
1.1 mbar and at room temperature. It seems lovecontdr weight substances, such as water
molecules and counter ions, get trapped in thefadial regions of the protein complex.
Fewer adducts are seen on protein monomer peakss®ethey have less surface area than a
dimer.

Arabidopsis Homolog of YbhB, nESI — IM — MS Instrument, Denatued

Conditions

The Arabidopsis homolog of the YbhB protein (75 uM) was also anatyin 0.05 %
acetic acid solution (10 mM, pH 3.4), on the IM Mi& nESI (Figure 5). This mass
spectrum needed smoothing by our mobility softwnewerks, Houston, TX) to distinguish
charge states. Under the acid denaturing conditiaoout 60 % of tharabidopsis homolog
of the YbhB protein is dimer compared to 18¥abidopsis YbhB homolog dimer
when electrosprayed out of the native buffered g ¥ mM ammonium acetate solution
(Table 3). This suggests denatufedbidopsis YbhB homolog more readily forms dimer
than the native conformations. The monomer ancedineigh about 20940 + 60 Da and
41900 + 500 Da, respectively. The cross sectionthe monomer and dimer peaks range
from 4360 & for the dimer 25+ ion to 2020%&or the dimer 10+ ion (Table 6). The cross
sections from the denaturédabidopsis YbhB homolog protein are the largest for all clearg
states compared to those from Arabidopsis YbhB homolog protein sprayed via native ESI
(Table 6). This confirms that the protein becomesatured in the acidic solution. Thus, the
collision cross section does reflect the size efrttolecule in solution, at least when extreme
changes are considered.[53]

Arabidopsis Homolog of YbhB andE. coli YbhB, MALDI-MS

Three different amounts @irabidopsis homolog of the YbhB protein arkl coli
YbhB protein, 2.5, 1, and 0.2 pug, were also analyaeMALDI MS. The one ug
of Arabidopsis homolog of the YbhB protein and one pdgeotoli YbhB protein are shown
(Figure 6). The sinapinic acid and trifluoroaceteid in the matrix is quite acidic, and it is
likely that this environment denatures the proteonventional MALDI artificially forms

protein clusters non-specifically during desorptieonization process.[59] That said, the
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Arabidopsis homolog of the YbhB protein forms 24 % dimer add’4 trimer ande. coli
YbhB protein forms 26 % dimer and 15 % trimer aidL(Tables 2 and 3). The multimer
formation for theArabidopsis homolog of the YbhB protein is consistent with goed
denatured electrospray measurements. Arabidopsis homolog of the YbhB protein forms
dimer and trimer at 0.2 pg whereas Eheoli YbhB no longer forms dimer nor trimer

at 0.2 ug. The dimer and trimer are not too muohenabundant at 2.5 pg than at the 1 pg
spotted. The MALDI gives an accurate mass of 2086841931 Da for th&rabidopsis
homolog of the YbhB protein monomer and dimer, eesipely. TheE. coli YbhB weighs
20118 and 40333 Da for the monomer and dimer, otispéy. All of the MALDI peaks of
the YbhB protein contain adducts.

CONCLUSION

In summary, thé&. coli YbhB protein MS result is consistent with Serré][3
in that mostly dimer was formed via native eleghray ionization. The low charge state
E. coli YbhB dimer 10+ collision cross section (208p&etermined by IM is near the cross
section (2400A) estimated from the x-ray crystal structure.[37fder native nESI
conditions,E. coli YbhB protein more readily forms a dimer wher@aabidopsis homolog
of the YbhB protein is mostly a monomer. This segjg that solution phase protein-protein
interactions in thé&. coli YbhB dimer are stronger than thoseAirabidopsis homolog of the
YbhB protein dimer. Under acid denatured condgisnch as MALDI bottrabidopsis
homolog of the YbhB protein artel coli YbhB form dimers and trimers. The cross sections
of the denaturedrabidopsis homolog of the YbhB protein are larger than thesogenerated
from native ESI conditions. The mass of Eheoli YbhB is about 20200 Da and
40400 Da for the monomer and dimer, respectivélye Arabidopsis homolog of the YbhB
protein weighs about 20900 Da.
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TABLES

Table 1) The nESI - IT — IM — TOF MS instrumentisgfs and parameters used to analyze
the Arabidopsis homolog of YbhB andt. coli YbhB protein.

Instrument settings

nESI +1.3t0 2.1 kV
IT, Fill 40 to 50 ms
IT, cool 15 to 30 ms

IT, extraction voltage -60 to -80 V

IT, extraction pulse 7 to 12 us

DT Injection -99 vV
DT Back -546 to -597 V
lon funnel 115 to 150 Y4

TOF, mass range 90to 120 us
TOF, TDC resolution 2 to 4 ns
Mobility resolution  One point every 100us to a pgawuery 130 us

DT parameters

Front aperture 0.5 mm

Exit aperture 1.5 mm

Length 44.45 cm

Pressure 1.45 to 2.0 mbar helium gas
Temperature 23 °C

Buffer gas Helium
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Table 2)E. coli YbhB protein results: molecular weights and ree&atmounts of monomer,
dimer, and trimer for YbhB measured by various radth Experimental conditions for the
NnESI — IM — MS results are as noted in Table le iolecular weights include the 28 amino
acid HIS tag.

[E. coli YbhB protein]

Relative Amounts Molecular Weights (Da)
Method %M %D %T M D T
NGE? - 85 15 - 20000 40000
nESI 100um Unable to mass resolve peak
native
gentl®
nESI 100uM 20 80 - 2020860 4040@400
native
heated
MALDI 1 ug 59 26 15 20118 40333 60516

®NGE = native gel electrophoresis

PhESI-IM-MS, native solution conditions (1 mM ammonmi acetate, pH ~ 7.2), gentle ion
injection conditions

‘nESI-IM-MS, native solution conditions, energeta iinjection conditions
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Table 3) Arabidopsis homolog of YbhB protein resultnolecular weights and relative
amounts of monomer (M), dimer (D), and trimer (@) Arabidopsis homolog of YbhB
measured by various methods. Experimental conditionthe nESI — IM — MS results are as
noted in Table 1. The molecular weights incluce2B amino acid His tag.

[Arabidopsis homolog of YbhB protein]

Relative Amounts Molecular Weights (Da)
Method %M %D %T M D T
NGE* - 85 15 - 20000 40000
nESI 100uM 82 18 - 209042 4180@200
native
gentl®
nESI 100uM 98 2 - 2089%4 -
native
heated
nESI 75uM 40 60 2094860 41903500
denatured
heated
MALDI 1 ug 62 24 14 20963 41931 62985

®NGE = native gel electrophoresis

PhESI-IM-MS, native solution conditions (1 mM ammom acetate, pH ~ 7.2), gentle ion
injection conditions

‘nESI-IM-MS, native solution conditions, energetia iinjection conditions

YNESI-IM-MS, denatured solution conditions (acetilapH ~ 3.4), energetic ion injection
conditions
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Table 4) Listed are the collision cross sectiom&Etaoli YbhB protein monomer (M) and
dimer (D) measured by nESI-IM-MS under native sotutonditions and with heated ion
injection conditions. The cross sections inclutke28 amino acid His tag.

[E. coli YbhB protein]

Species & Measured Cross Section$) (A
Charge State Monomer Dimer
M*>* 3240, 3450

M4 3040

M3 2820

D®* 5540
MDD 2670 4860

D% 4780
MD* 2590 4660

D 3920, 4630
M10D% 2140 3860

D 3780
M3*/D8* 1870 3700

D" 3630
M8*/De 1750 3400

D 3180

M7 /DM 1550 3080

D" 2640, 3010
M®*D2 1390 2480

D 2390

M>*/D1o* 1220 2080
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Table 5) Measured collision cross sectionsAiabidopsis homolog of YbhB protein
monomer (M) and dimer (D) measured by nESI-IM—M8armative solution conditions but
with different ion injection conditions. The crassctions include the 28 amino acid His tag.

Species &
Charge State

[Arabidopsis homolog of YbhB protein]

Measured Cross Sections
Monomer (3

Gentle
2630
2410
2320
2130
2000

1570, 1850

1540

1490 1550

1360

Heated
2730
2620
2560
2470
2130 2430

1560 2000

1540

1520

Measured Cross Sections

Dimer (&)

Gentle

3180 3530
3130
3060, 3470
3060
2860
2660
2630 2930
2560

Heated

3890%, 4360*

3100*

3020*

2560* 2950*
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Table 6) Collision cross sections férabidopsis homolog of YbhB monomer (M) and dimer
(D) measured by nESI-IM-MS, native solution corahs, heated ion injection conditions,
native (pH ~ 7) vs. denaturing (pH ~ 3.4) solutionditions. The cross sections include the
28 amino acid His tag.

[Arabidopsis homolog of YbhB protein]

Measured Cross Sections Measured Cross Sections
Species & Monomer (3 Dimer (&)
Charge State native denatured native denatured
M8 3560
ML 3490
M6 3370
M 3280
M4 2730 3090
M3 2620 2950
D** 4360
M2 D 2560 2830 4260
D** 4080
MD 2470 2670 3890
D3 3660
M*D0* 1560 2430 2340 3630
D% 3840* 4360* 3520
M /D8 1560 2000 2130 3370
D" 3100* 3270
MDD 1540 1940 3200
D 3020* 3030* 3800*
M7 /DM 1520 1870* 2900*
D 2560* 2950* 2960*
M /Dt 1450* 2600*
D* 2020*
M>*/D 1430* 2020*

* denotes a broad drift time peak. It is diffictotdetermine the center of the peak.
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Figure 1) Native gel electrophoresis of thecoli YbhB and theArabidopsis YbhB homolog
proteins.
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Figure 2) 100uME. coli YbhB protein MS on the nESI-IM-MS instrument. MdaD
denotes monomer and dimer, respectively. Many @ddemain even though the mass
spectrum was taken under “heated” ion trap extvacind drift tube injection instrument
conditions. The MS is smoothed to better distisguhe peaks.
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Figure 3)E. coli YbhB protein MS cross sections{for the dimer 23+ (m/z 1757), dimer
22+ (m/z 1837), dimer 21+ (m/z 1924), and the mosioii+ (m/z 1837) charge states. The
mobility for eachE. coli YbhB charge state was measured by our nESI — Ni&—

instrument. The plot on the left shows the raw wgzmobility data. This is an example of
mobility peaks corresponding to partially resolvednomer and dimer conformations. The
higher mobility peak (i.e. shorter drift time) isssgned as dimer and converted to a cross
section, as shown on the right plot.
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Figure 4) 1001 MArabidopsis homolog of YbhB protein mass spectrum, native nESI
condition, using the nESI — IM — MS instrument @s&) gentle injection conditions and b)
heated injection conditions. M and D denotes magraamd dimer, respectively. The total

counts are the same in a) and b).

The inset shows the peak shape for the monomesr8+The FWHM is 1.59 and the

resolution is 1640 (nvm).
The peaks are not smoothed.
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Figure 5) AcidifiedArabidopsis homolog of YbhB protein mass (75 uM) spectrum yred

on our nESI - IM — MS instrument. M and D denatemhomer and dimer, respectively.

The MS is smoothed. Many adducts ions are stdlcaed, despite taking the mass spectrum
under heating ion trap extraction and drift tulgedtion conditions.
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Figure 6) MALDI MS of a) 1 pdirabidopsis homolog of YbhB protein and b) 1k coli
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the monomer (M), the dimer, (D), and the trimer. (T)
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ABSTRACT

Our ion trap — ion mobility — TOF MS instrumentshexhibited unexpected ion
heating. Heating and unfolding of protein ionstesytare extracted from a 3D quadrupole
ion trap and injected into an ion mobility driftoe are studied. The square wave extraction
pulse on the ion trap exit induces extensive uiigldor ions in certain charge states with a
range of available conformations. The extent doblaing differs for even 1 us differences
in extraction pulse duration. This negative squeage on the ion trap exit induces as much
unfolding as some 500 electron-volts DC applietheofront of the drift tube. Various
proteins unfold to a maximum extent at a commotialgaosition about 0.9 cm in front

of the entrance to the drift tube.

INTRODUCTION
lon mobility spectrometry (IMS) coupled to magectrometry, can quickly provide

low resolution structural information on gas-pheses. Low electric field IMS separates
ions by shape-to-charge measurement, based omibéhey take to drift through an inert
gas under a weak electric field in a mobility ¢&ll. The drift times from the low-field IMS
measurements are readily converted to collisiosxsections. The IMS measurement is
orthogonal to MS, which measures the mass-to-chatge (m/z or Th). The cross-section
provides coarse shape and structure informatio8][farticularly if it is combined
with simulations [3-6] or other experimental dake|H/D exchange.

In 2009 we published a paper describing a homk-luitrap — ion mobility — time-
of-flight mass spectrometer (IT — IM — TOF MS) witle capability for ion / ion
reactions.[7] During experiments to characterizé anderstand this instrument, we came
across the unexpected result that the magnitutieeofoltage and duration of the square
wave applied to the ion trap exit endcap can gredtect the measured cross section values
and relative abundances of different protein canfms. This effect is particularly noticeable
for protein ions in charge states that have sewam@ssible conformations with substantially
different cross sections.

This effect, in addition to the injection voltage the front of the mobility cell, was

shown (Figure 5 in [7]) using the ubiquitin 7+ i@bq). A few ps difference in the duration
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of the extraction pulse changed the Ubq 7+ ion@onétion from compact to elongated.
The explanation offered in that paper suggestedadhna closer to the entrance of the drift
tube experienced more heating from collisions endhs plume leaving the drift tube
entrance when the extraction voltage returned fto trean ions just exiting the trap. As the
extraction voltage returned to zero, collisiongwitie background buffer gas are more
energetic. Thus the collisions experienced byidhegpacket converted some of the kinetic
energy into heat and unfolded the protein ionsnil&r effects were reported for cytochrome
c.[8, 9]

All ion mobility instruments use an attractive, DGltage on the entrance of the
mobility cell, called the injection voltage, to @raons into the cell. The magnitude of the
injection voltage and ion charge state (electroftsyaetermine the kinetic energy of the
collisions that the ions experience with the buffas (usually helium or another inert gas)
that is leaking out of the drift tube. These @ins occur in a high electric field (E/N)
regime where some of the imparted energy activeteédns before being dissipated by
subsequent collisions with additional buffer gas.other words, ions entering the drift tube
rapidly heat before their kinetic energies arertradized by subsequent collisions with the
buffer gas.[10, 11] Further collisions within ttieft tube cool the ion to the buffer gas
temperature; it is estimated that protein ions upald @ collisions per centimeter once
inside the drift tube filled with helium buffer gas 1 mbar. lons can unfold,[7, 10, 12-17]
dissociate,[11, 18-23] and have protons strippethbyhelium) buffer gas [12, 20, 24]
by manipulating the injection energy.

Our instrument design follows the IM — TOF MS bl Clemmer’s group
[12, 20, 21, 25], but to our knowledge other grodjaknot recognize the effect concerning
the extraction duration and voltage magnitude. apgr discussing an early design of a
IT — IM — MS instrument in Clemmer’s group statkattvarying the extraction pulse
duration between 0.2 and 4 us [18] did not chahgegtality of the ion signal. The
motivation behind lengthening the duration pulseaninstrument beyond 4 ps and using
an extraction voltage more negative than the eotraf the drift tube was the need
to increase signal for protein ions in low chargges (1+ and 2+) made by proton transfer

ion/ion reactions from more highly charged prectsso



73

Further discussion of this injection heating efifes well as other examples
of intermediate protein charge states prone todffiesct, follow in this paper. The unfolding
phenomena shown below may have interest in theirroght, as protein unfolding
sometimes provides clues to protein folding.[26, Earthermore, rapid unfolding events are
believed to occur as electrosprayed protein ioaslasolvated and extracted into a mass
spectrometer.[3, 28] These phenomena are of greaést in the projected use of ESI mass

spectrometry to study the three-dimensional strestof biomolecules.

EXPERIMENTAL

Protein Samples

The protein samples used are bovine heart cytaohedSigma C3131), porcine
trypsin (Sigma T0303), bovine ubiquitin (Sigma UB23ysozyme (Sigma L7651), carbonic
anhydrase (Sigma C7025), bovine insulin (Sigma 0358nd bovine pancreatic trypsin
inhibitor (BPTI, Sigma T0256 ). The YbhB protesdescribed here.[29] Each protein was
electrosprayed from a 3M 1% aqueous acetic acid solution using nanoelsgtay tips
(~ 20 um i.d.). The nanoelectrospray tips were niiaae capillary tubes
(2.5 mm o.d., 0.86 mm i.d.) via a tip puller (PStter Instruments, Novato, CA).

Instrumentation

The design and general instrument details fohtirae built three ion source - ion
trap - ion mobility - gTOF mass spectrometer aporied here [7]. Briefly we
electrosprayed the protein solution, collected ionthe trap for 20 ms, and cooled them for
another 30 ms. lons were extracted from the triéip an attractive, square wave voltage
using a pulse generator (PVX-4150; Directed En€ggp.; Fort Collins, CO, USA, applied
to the exit endcap) and injected into the drifteubobility cell (Figure 1). The electric field
across the drift tube was 11.2 V/cm, which showddrthe low-field regime. The TOF mass
range was as short as possible (70 —i€)@o measure the maximum points across the ion
mobility peaks. The ion trap extraction voltage{V extraction voltage pulse duration, and
drift cell injection voltage (V) were varied to understand this heating effecguife 1

shows a schematic diagram of the ion trap and ik entrance. The distance from the trap
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center to the trap exitdgis 0.707 cm, and the distance from the traptexihe drift tube
entrance (g is 1.30 cm, as indicated. lons are extracteohfiloe trap with a negative
voltage pulse of amplitudegy on the exit end cap. The duration of this puksees from 1
ps to as long as 15 ps. The fall and rise timeegwie on the pulse amplitudes but are less
than 40 and 60 ns, respectively, so they do ntdrdihe square wave extraction pulse
appreciably. The DC voltage on the drift tuber@mte is \; and is varied from zero to —
100 volts; -50 to -100 are typical values.

The drift tube contains He gas at 1.5 to 2.0 misagure 1 also shows a depiction of
a small gas plume flowing out of the drift tuberante orifice (0.50 mm diam.). lons from
the trap must travel through this plume to get thdrift tube. The dimensions of and
conditions in the He plume are not known precisttlg; pressure and number density of He
are assumed to be intermediate between that idrittiéube (1.5 to 2.0 mbar) and that in the
external vacuum chamber (~1 pbar).

The collision cross sections of the protein iomsewcalculated using:

3 2T 2 M

O =— 1
16 | ukgT n L2 S

whereQ = rotationally averaged cross section of the ibmirest, u = reduced mass,

ks = Boltzmann constant, T = temperature, Q = iorr@dan = number density of buffer gas,
calculated using the pressure and temperaturesidrift cell. Other parameters are nested
drift time, {4, voltage across the drift cell, U, and drift dethgth, L. Thedis corrected

for time spent between the drift tube exit and T¥DHrce region, as described.[7]

lon Flight Times During Extraction from lon Trap a nd Injection into Drift Tube

Examination of the mobility spectra indicates tthet time and amplitude of the
extraction voltage pulse ¢, Figure 1) can have a strong effect on the condofsh
observed and their relative abundances. Analydisese observations shows that the
position of the ion when the negative extractiotiage returns to zero is important.

This position is estimated as described below.
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Figure 1 shows a schematic diagram of the iondrapinjection region just before
the drift tube. Upper case Z is used for positmavoid confusion with ion charge z.
Consider an ion at rest in the center of the treipe potential in the center is ground.
A negative voltage (saye¥ = -50 volts) is applied to the right endcap eledt to extract
the ion. While this voltage is on, the ion traviéle distance = 0.707 cm in a time.t
Here the ion is accelerated through a field gradiegion with potential from zero tog¥.
The time required it
o _ 2mZ§ _ 2mZ§
O QAV  QVext

(2)

To get into the drift tube, the ion must next glthe distance = 1.30 cm. Suppose
Vinj = Vext = -50 volts. In this simple case, the secondoregs field-free, so the time s
given by the familiar time-of-flight equation:
2 _ mz{
L 20Vext

®3)

For ubiquitin 7+, m = 1.42x18 g, t, = 5.0ps, & = 4.7us
and the total time t t+ t; = 9.7ps.

Next consider the more common case wheri¥ more negative thanyy. Typical
values used in this study would bgg~ -100 volts and }; = -50 volts. The time to the trap
exit is still given by Equation 2; in this cage=t3.6us for ubiquitin 7+. The ion is then
decelerated as it continues toward the drift tublee considerations below are derived
from those used to calculate flight times and vigleg in a reflectron.[30, 31]

Let Vi exit and V4t entbe the ion velocities at the ion trap exit andtduabe entrance.
These values are given by the following equations:

2 _ 2QVext 2 _ 2QVinj

p ., = ,, = — 4
it exit dt exit m 4)

%
m

The average velocity.y in this region is just the mean of these two vgjishown
with this relationship:

Vit exitTVdt entrance

1% = 5
avg 2 (5)
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The distance gis then merely:

Zn = (Vavg) X (time between trap and drift tube) zg(tn — to) (6)

Thus, using the duration of the ion trap extratpalse, , the approximate position
Z, of the ion, from the endcap electrode, when tHsegeturns to zero can be estimated
from Equation 6. For the example under considenatitbiquitin 7+, \dx = -100 volts,
Vinj = -50 volts), 1 = 3.8us and t = 7.4is. Thus, ubiquitin 7+ is just leaving the ion trap
for an extraction pulse 4s long; for a pulse longer than aboyts§ the ubiquitin 7+ ions are
already inside the drift tube when the ion trapaotion voltage returns to zero.

These estimates neglect several factors: aptisedre not at rest in the trap,
b) the ions lose kinetic energy due to collisiathsscribed below), and c) the outside surface
of the endcap electrode is curved, which makegdtiential not quite linear over the entire
distance between the exit and the drift tube entrarkor the present purposes, approximate

values of ion velocity and position are adequate.

RESULTS AND DISCUSSION

Effect of Extraction Pulse Time

The basic result has been shown for ubiquitin iaresprevious paper [7]
and for cytochrome ions in a dissertation.[9] The initial observascare summarized as
follows. lons in high charge states remain unfd|dend ions in low charge states remain
folded, regardless of extraction and injection a¢bods, unless extreme values are employed.
For charge states that have a range of accessibfermers of widely different cross
sections, e.g., ubiquitin 7+ and cytochrootet, the mobility spectra vary substantially
with the duration of Vi, especially if \& is more negative thanyy(see Figure 1).

Most other proteins studied here show similar barasuch charge states are listed
in Table 1. A detailed example is shown for caib@mhydrase 21+ in Figure 2. With the
shortest pulse (3 ps) the ions are mostly in cotngadformation(s), with some patrtially
unfolded conformers. With the longest pulse (1)lthe ions are almost all compact.
Between these extremes, intermediate behaviorserebd. The ions are mostly unfolded
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if the extraction pulse lasts for 7 us. Changhmgeéxtraction pulse length by only 1 us yields
a substantially different distribution of conforraen the time regime shown, which indicates
that the unfolding events occur on or faster thastime scale.

Extraction conditions used for these and otherréguare given for various proteins
in Table 2. Note that a variety of conditions weneployed. In some experiments, the intent
was to reproduce the spatial position of diffeqgmutein ions, so the extraction and injection
conditions were varied as appropriate, based anriass and charge.

Consider the cross-section distribution shownigufe 2 for carbonic anhydrase 21+
at extraction time of 6 us. These ions are masifplded. Use of slightly longer extraction
times does not generate much more elongated coefernThe various proteins studied
show a similar effect; there is an extraction tvakie when the extent of unfolding is at or
near the maximum. Table 3 lists these experimignddiserved time values. Table 3 also
lists the actual distance Z travelled by the protens in these extraction times. Although
the times vary from protein to protein, the totstances are similar; all are about 1 to 1.2 cm
from the ion trap center, or about 0.9 cm in frofithe drift tube entrance. This observation
shows that this unfolding phenomenon has reacmea@mum at a common spatial position
for a variety of proteins. It is related to sonfmaiege that occurs when the ions are between
the trap exit and drift tube entrance. Note dted these unfolding effects occur at less
negative values of f than those described by Jarrold and Clemmer,[@Dall2-17, 32]

Initial Explanation of Unfolding

The effect shown in Figure 2 and Table 3 is ex@diwith the diagram in Figure 3.
The figure assumes the ions are folded and stagsain the center of the trap. With a short
extraction pulse (Figure 3a), the ions are baralgide the trap when the voltage on the exit
electrode returns to zero. Unfolding occurs toy@émall extent in this case. With a long
extraction time (Figure 3c), the ions are alreatdyde the drift tube when the ion trap exit
electrode voltage returns to zero. Obviously,dh@nge in ¥y can no longer affect these
ions. Thus, long extraction times yield spectrthwie highest abundances of compact
conformers.

The most extensive unfolding is observed when #ti@etion time is selected such

that the ions are between the trap exit and drifetentrance whengy returns to zero. Such
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a condition exacerbates the amount of unfoldingeokesd. This is illustrated in Figure 3b;
the ion has unfolded partially, and then unfoldserextensively in the second part of its
travel. lons that unfold here are then stabilimedpen conformations by the many cooling
collisions that occur in the higher pressure regish inside the entrance to the

drift tube.[10, 32]

Suppose a relatively low value of,Ms used, -50 V. If the ions are between the trap
exit (ground) and the drift tube entrance wheneiaction pulse returns to zero, the electric
field is roughly 50 V/1.3 cm = 30 V/cm. Such awels well outside the low-field regime
for IMS and heating is expected. The time framsuih heating and unfolding events is a
few us, also comparable to the time frame of suokgsses in high-field asymmetric ion
mobility spectrometry (FAIMS).[33, 34]

The time-resolved protein ion heating has no ddpece on the shutting down of the
RF voltage on the center ring electrode on thdriap. The I'ke voltage at full amplitude
(Vo-p = 5000) shuts off in 15 ps. Ubiquitin 6+ and @#s unfolded under the injection
conditions described in this paper 60 us aftenmgyoff the ITzg voltage (data not shown).

Heating and Unfolding Observations with Ubiquitin 7+

To further test the above explanation, instrunpamémeters were varied with
ubiquitin as the test protein. Figure 4 shows flatahree charge states of ubiquitin
measured with the same extraction voltage (-8Gyaltd injection energy (260 eV =zV.

The extraction time is varied and selected to peations at about the same position when the
polarity of Vex: changes. We call this position Z in the followitigcussion.

For Z > 2 cm, the ions are inside the drift tubeewithe extraction voltage changes,
and these ions are mostly folded for all three ghatates. Some partially elongated ions are
seen from ubiquitin 8+, as expected for a morellgigharged species with greater
electrostatic repulsion between charged groups.

For short extraction times, Z = 0.5 cm, a distridmutof compact, partially elongated
and unfolded conformers is seen. Again, the 8+@msthe highest abundance of unfolded
conformers. For intermediate extraction timessaeld so that Z = 1.8 cm in each case, all
three charge states yield mostly unfolded confosmém the latter case, the ions are heated

enough to entirely remove even the compact forms.



79

In another experiment, the unfolding and energgdfer caused by the change in
extraction voltage are compared to that observedadre conventional experiments, where
unfolding is induced by use of a large negative\idfage on the drift tube
entrance.[10, 12-17, 32] Here one set of experisnare done with an extraction pulse
duration timed to change when the ions are in tstijpn shown in Figure 3b; these results
are termed “heated” conditions. Then “gentle” datads, (i.e., conditions selected so that
the ions are inside the drift tube when the eximactoltage changes, Figure 3c) are used.
Vinj is then made more negative to match the ext¢éninfolding seen under “heated”
conditions. In a sense, the mobility spectra olestunder “gentle” conditions are titrated
to the same values as those seen under “heateditioms, with the DC injection voltage
being the titration variable.

The results are shown for ubiquitin 7+ in FigurePart a shows that the drift tube
injection energy has to be as high as 518 eV teimisie unfolding induced by the extraction
pulse with the drift tube entrance at ground. danfres b and c, the DC value of the injection
energy needed to produce similar unfolding as #teetion pulse are again some 550 eV
higher than the trap exit voltage under “gentlefiditions. Something happens to impart a
lot of energy to the ions when the injection voltadpanges under the “heated” conditions.

Another indication of the energy imparted to thes by the extraction pulse is
depicted in Figure 6. Here the drift tube entraisdeept grounded and a short (1 ps), very
negative (-500 V) extraction pulse is used. UHigu+ is seen in a range of conformers;
ubiquitin7+ and 8+ are unfolded, even though thalgst injection voltage is used.
Comparison with Figure 5 shows that an injectioargy of 500 eV or more are need
to unfold the ions like this if the effect of theteaction pulse is not used.

Observations on Trypsin and BPTI

The importance of the ion’s position when the &atibn voltage changes was
observed for other proteins as well. The relatiakeies of extraction voltage and injection
voltage are also important. For example, crostegecfor trypsin 11+ are shown in Figure
7 when the ion extraction voltage and time andcimp@ voltage are selected to reproduce the
ion position. In Figure 7a, the ions are at Z5 &mn for all three sets of extraction

conditions; the mobility spectra are similar andwlall or mostly compact conformers.
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In Figure 7c, the ions are inside the drift tulbred all are compact. In Figure 7b, the
conditions are such that the ions are at Z = 1.2acoondition where unfolding is expected.
For the solid line, the extraction voltage equhésihjection voltage, and the ions remain
compact. There is less ion heating when there igoftage gradient between the trap exit
electrode and the drift tube entrance during theaetion pulse. In the remaining two plots
in Figure 7b, injection voltage is made more negatio - 75 and -150 volts. This heats the
ions and unfolds them more extensively as the etitravoltage is made more negative.

Bovine pancreas trypsin inhibitor (BPTI) is a sina8 amino acid, protein that is
highly constrained by three disulfide bonds. Ciesstion results are shown for BPTI
in Figure 8 under both gentle and heated injeatmmditions. Three charge states
(4+, 5+, and 6+) are observed. Under gentle ¢cmmdi, BPTI 4+ is mostly compact
conformer(s) with cross-section ~ 626. Aunder heated conditions, this ion expands
to ~ 800 K. BPTI 5+ is almost all in an open conformatiomeneas BPTI 6+ has two
conformers. The cross sections for the open cordos shown in Figure 8 agree well
with those reported by Shelimov with fairly eneigeétjection conditions.[16] It is likely
that the cross sections reported by Shelimov etetle for ions that were all in the more
open state.

Estimates of Collisions and Kinetic Energy Lossdsetween lon Trap Exit and
Drift Tube Entrance

Figures 1 and 3 show a plume of helium gas flovitog the drift tube entrance
toward the ion trap exit. Presumably, the colhisidhat excite the ions and unfold them
occur in this plume. These collisions will also sathe ions to lose some of their kinetic
energy, which could play a role in their unfoldipghavior. Thus, an estimate of the number
of collisions and the corresponding kinetic endagpges is of interest.

The discussion below is derived from Douglas’ papekinetic energy losses in a
guadrupole collision cell.[35, 36] The entranceréyre diameter is 0.50 mm. Conditions
in the He plume are not known exactly; for the pregliscussion it is assumed to have
length L, temperature T = 300 K, average pressugegnd average number densitygn

The drift tube is 1.3 mbar, the vacuum chamber3s10* mbar,
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SO Puwgis (1.3 + 1x10)/2 ~ 0.65 mbar andapis ~1.6 x 16° cmi®. The subsequent mobility
separation measures the cross secdaf the protein ion. It is the compact conformers
that unfold the most. UbiquitirfX= 900 A = 9x10™ cn¥) is taken as the protein of interest.

These ions have a mean free gatfiven by equation (7).
—1
A=/q ()

For compact conformers of ubiquitin~ 7x10* cm. The number of collisions N is just L /
L. If the plume persists back for a distance 1@srthe orifice diameter, then L = 0.5 cm and
N = 0.5/7x10" = 700 collisions. Thus, hundreds of collisions expected before the protein
ions enter the drift tube. Compact conformerstb&pprotein ions have cross sections
of = 1000 &, not much larger than that of ubiquitin.

If the ions have initial kinetic energy,Bheir energy after one collision is:E
Ey mzzarotein+m121e

a=—= 8
Eq 2 (8)

where Myoein= 8600 Da = 1.43xI8 g for ubiquitin, nye = 4 Da = 6.67x16" g, and M =
Mprotein T MHe[35] The value o is 0.9990706 in this caséfter N collisions the kinetic
energy remaining is approximatel}. For N = 700 collisionsy™ is roughly 0.52. Thus,
protein ions in compact conformations are likelyase roughly half of their initial kinetic
energy due to collisions before they enter the tllie.

This large loss of kinetic energy has several icapions. First, much of this initial
kinetic energy is converted into internal energgnde the heating and unfolding. Second,
the ions will actually move through the plume msi@vly than indicated by the time values
discussed above, which do not account for kinetergy losses. Third, assumea\’s kept
more negative than;) while the ions undergo collisions in the plumejahhs the condition
that maximizes unfolding. In this case, the puaslii-charged protein ions will actually see a
net electrostatic force back toward the ion trathay are being slowed down by the
collisions, which is an additional effect that wdlow them further still. Whengy then
changes back to zero, the ions are acceleratedhetdrift tube, the electric field between
trap exit and drift tube entrance is now in thehkiigld regime (as noted above), and perhaps

these “slow” ions are now highly prone to heating anfolding.
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CONCLUSION

The magnitude and duration of the extraction palséhe ion trap exit endcap can
induce extensive protein ion heating and unfoldorgntermediate protein charge states
having a wide range of accessible conformations@&ally when the extraction voltage is
more negative than the voltage on the entranceeoditift tube. Experimental results
confirm that simple time-of-flight equations (Eqsthrough 6) estimate the time and
position of the ion packet when the ion trap elateode returns to ground. Generally,
protein ions unfold to the maximum extent ~ 0.9 anfront of the drift tube entrance when
the extraction voltage returns to ground. All pins tested are prone to this effect. BPTI, a
protein about the size of ubiquitin, is constraibgdhree disulfide bonds and does not
unfold as extensively as ubiquitin during “heategéction conditions.

The protein ion heating may be due to the higllfiegime formed by the voltage
on the entrance to the drift tube when the exiactioltage returns to ground. About half
of the ion kinetic energy is lost between the i@ptexit endcap and the drift tube entrance
due to collisions in the helium buffer gas plungme of this energy converts to internal
energy, resulting in heating and unfolding. Alsede ions are caught in a high-field regime
and unfold, similar to FAIMS experiments. Prot&ns already inside the drift tube are not
perturbed by the extraction voltage returning tmugd. These ion conformers remain the
most compact and only the voltage on the drift teibieance dictates the extent of heating

and unfolding.
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Table 1) The protein ion charge states listed belmprone to the ion heating effect

described in this paper and analyzed on the IT-@FTMS instrument. This list is not

exhaustive.

Ubiquitin 8+, 7+, 6+, 5+
Trypsin 11+, 10+
Cytochromec 9+, 8+, 7+

Carbonic anhydrase 21+

Lysozyme 10+, 9+
Insulin 3+, 4+
YbhB 10+, 9+

BPTI 6+, 4+



Table 2) Listed are the ion extraction conditiossdifor various figures. A positien2.1 cm means the ion packet is fully inside the

drift tube when the extraction voltage returns 1.0

Figure Extraction [V]

2, CA 21+ -80

4a, Ubiquitin 6+ -80

4b, Ubiquitin 7+ -80

4c, Ubiquitin 8+ -80

5a, Ubiquitin 7+ -80

5b, Ubiquitin 7+ -80

5¢, Ubiquitin 7+ -80

6, Ubq 6, 7, 8+ -500

7a, Trypsin 11+ -50, -75, -150
7b, Trypsin 11+ -50, -75, -150
7c, Trypsin 11+ -50, -75, -150
8a, BPTI 4+ -80

8b, BPTI 5+ -80

8c, BPTI 6+ -80

Extraction time [us]

3-11
3,8,12
3,8,12
3,7,12
6, 12
6, 12
6, 12
1
54,3
98,6
14,13, 11
6, 12
6, 12
6, 12

Injieen [V]

KE [eV] position [cm]

693 variable, @216
260 0.8,2.9
260 0.9,B.1
260 0.5,18.1

0, 518 1,85
49, 595 .2,13.6
133,679 1.2,3.7

0 0.4

054 0.5

054 12-13
540 2.3

200 11,27

250 1.3,3.1

300 15,35

.8
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Table 3)Axial position of maximum unfolding and correspamgliextraction conditions for
several proteins. The position, Z, includes thetrap, 4, 0.707 cm distance. Z £ Z,

Experimental Conditions

Protein Position of max Extraction ¥ Vi

& chg state (m/z) unfolding (Z, cm) Time (us) Vol ts)
Ubiquitin 7+ 1225 1.1 6 -100 -26
Cytochrome ¢ 8+ 1530 1.0 6 -100 -26
BPTI 4+ 1630 11 6 -80 -49
Carbonic anhydrase 21+ 1383 1.2 6 -80  -33
Trypsin 11+ 2133 1.3 8 -75  -49

Trypsin 11+ 2133 1.0 5 -150 -49
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IONTRAP DRIFT TUBE

el

Zn‘: 7, = |
0.707 cm 1.30 cm

Figure 1) Schematic diagram showing the ion trapa@ce of drift tube, applied voltages, and
the distances pertinent to the injection of molesuhto the drift tube. The total distance,

Z = Zy + Z; from the center of the ion trap to the entrancthefdrift tube is 2.01 cm. A square
wave (Vexs typically ~-80 V) applied to the exit endcap loé tion trap draws ions out of the
trap. The voltage on the entrance of the drifet(My;, typically -50 V) helps entrain ions into
the tube. In the data shown below, unfolding istextensive when /4 is more negative than

Vinj.
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Figure 2) Collision cross-sections for carbonicyalrhse 21+ (m/z 1383) at indicated extraction
times. See Table 2 for other experimental details.
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91

DRIFT TUBE

a)
Short ext
time

b)
Medium ext
time

Long ext
time



92

100

%

100

b)
%

100

%

-3
(.*

a

Y " ’

00 1000 1300

Cross Section [A?]

Figure 4) Cross-sections for ubiquitin ions in geastates a) 6+ (m/z 1429), b) 7+ (m/z 1225),
and c) 8+ (m/z 1072) at three positions along thath into the DT when the extraction voltage
returns to 0 V. The solid line denotes the CC&mine ion packet is fully inside the DT, the
short dashed line denotes the CCS when the iorepa&R.5 cm (inside IT), and the long dashed
line denotes the CCS when the ion packet is 1.8rimetween the IT and DT) from the center
of the ion trap. The ions were injected into the & -260 eV. The CCS counts are normalized
to each other. Instrument conditions pertinerthi® experiment are listed in Table 2.
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Figure 5) The cross sections for ubiquitin 7+ (1225) ion analyzed under gentle (solid line)
and heating (dashed line) injection conditiongnitir Ubq 7+ cross sections are compared in a),
b), and c). The injection voltage is a) 0 eV, kdab18 eV, gentle, b) 49 eV, heated; 595 eV
gentle and c) 133 eV, heated; 679 eV gentle. Whditerence for a) 518 eV, b) 546 eV,

and c) 546 eV is the energy imparted to the Ubaqfder the heating injection conditions.
Instrument conditions pertinent to this figure Bseed in Table 2.
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Figure 6) The cross section of ubiquitin ions ibgelcusing 0 V (grounded) on the drift tube
entrance. The extraction pulse is -500 V for 1 flike solid line is Ubq 6+, the short dashed line
is Ubg 7+, and the long dashed line is Ubqg 8+trimsent conditions pertinent to this figure are
listed in Table 2.
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Figure 7) The cross section of trypsin 11+ (m/z318hen the ion packet is a) 0.5 cm
(inside IT), b) 1.3 cm (between IT and DT), an@@ cm (inside DT) from the center of the
IT when the extraction voltage returns to zerdhe §olid line used -50 V, the short dashed
line used -75 V, and the long dashed line use \88 the extraction voltage on the exit
endplate of the IT. The CCS counts are normaliaezhch other. Instrument conditions
pertinent to this figure are listed in Table 2.
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Figure 8) Cross-sections for BPTI a) 4+ (m/z 168))%+ (m/z 1304), and c) 6+ (m/z 1087)
under gentle (solid line) and heated (dashed limjegtion conditions. Instrument conditions
pertinent to this figure are listed in Table 2.
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CHAPTER 5
GENERAL CONCLUSION AND OVERVIEW OF FUTURE DIRECTIONS

The projects discussed in this dissertation agtbgether using mass spectrometry.
One project focused on extending the mass spectricmeethods to quickly ascertain coal
degradation products using DART (Chapter 2). Tigh mass accuracy coupled with the
elemental composition software enables tentatigmehtal composition assignments for the
coal product ions. The pyrocatechol reaction ab&3solubilized the coal the best and
released the largest water soluble ions. Anothgept involved imaging plant metabolites
by laser desorption ionization at atmospheric pnessThe basic technique was proven
using colloidal graphite to analyze metabolitesg@pdix 111). That paper discusses the
findings by analyzing standard metabolites andtgiaaue. Implementing the plant
metabolite imaging with a commercial AP — LDI sairs in the works.

The IT — IM — TOF MS instrument allows for the nfaration and measurement of
the shape of biomolecules (Chapters 3 & 4 and Apipdn& Il). Characterizing the
instrument using well known proteins, ubiquitin @gndix I; Zhao and Soyk, JASMS 2009)
and cytochrome (Appendix Il, Zhao JASMS 2010), resulted in twgees. Briefly, the
specific gas phase protein shape for each chaatgeadopted after proton transfer ion / ion
reactions is not dependent on the original prateerge states nor the solution conditions,
with some mild exceptions (Figure 6, Cytochroon@ppendix Il). The analysis of the YbhB
proteins expanded the use of the instrument toygtuotein complexes under native solution
nanoelectrospray ionization (native ESI). Eheoli YbhB protein was found to have
stronger gas phase protein-protein interactions theArabidopsis homolog of the YbhB
protein. E. coli YbhB, it primarily exists as dimer in an ammoniagetate buffer solution.
The Arabidopsis homolog of the YbhB protein was primarily monomadar native ESI
conditions, but was 60 % dimer in an acid denatsdtion. Finally, the time resolved
protein ion heating paper (Chapter 4) addressecapidined the phenomenon involving the
duration and magnitude of the extraction pulse lglivig protein ions. The number of
instruments utilizing the ion mobility and mass apemetry interface will rapidly grow next

twenty years, especially for the separation andsoregnent of the shape of biomolecules.
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Most of the chapters in this dissertation are tksydo the implementation and use of
the IT — IM — TOF MS instrument. In turn, in orddrimportance and ease of
implementation, | have suggestions for future desngdifications for the instrument:

1) Fix the switch that sets which voltages are iggo that ion / ion reactions can resume.
2) More points are needed across the mobility pgaknterleaving! Interleaving is a
specific time delay developed by lonwerks to getaeraata points across a mobility peak.
The Argos is the master instrument controllerseltds an external trigger to start the
mobility and TOF flight-time measurements by lonkgMDC. Unfortunately this
arrangement prevents interleaving. To perfornrieéeing, the TDC needs to trigger the
Argos when to start its scan function. This wonkddl, except that the Argo has a “walking”
incremental step that is invisible to the scan fiamcbut is preserttetween each scan. Thus
the mobility peak “walks” in discrete steps as nueed by the lonwerks mobility software.
There must be a way to stop or disconnect the ‘wglkstep from the Argos box, and thus
allow interleaving.

Talk with Griffin Technologies (part of ICx Techlogies) to remove and / or account
for this “walking”, incremental step. In Woodshlathe lonwerks TDC trigger
communicates to an external laser to fire. The Tigger has enough power to trigger the
Argos, too. The laser does not have the capabdityn an additional scan step. Tom Egan
(lonwerks) recommends using an interleaving stéywdxn two and five. If the interleaving
increments are too high, then the amplitude ohtlobility peak signal is spread too thin and
shot noise takes over, reducing the smoothnesseahbbility peak.

3) Place a functioning 2D, linear ion trap in plaé¢he 3D ion trap. Young Jin Lee, circa
2003, was the first to implement this to an IM — MStrument. Matt Soyk’s and Qin Zhao'’s
dissertations thoroughly discuss this proposition.

4) Valentine and Clemmer published a split drifigwdesign in 2003. A skimmer cone and
three vacuum connections are placed at the battieafrift tube. The ions are directed
through the skimmer cone and the vacuum connectimplumbed to their own vacuum
pump. This design reduces the gas flow througletiteaperture into the main vacuum

chamber. All of Clemmer’s current instruments #mel T-wave use this design.
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5) If the pressure in the chamber is still too higi decreasing the size of the drift tube exit
aperture from 1.5 mm to 1.0 mm. Ideally a highet tlbe pressure,
3 to >6.6 mbar, would be accessible.
6) Add another, small vacuum chamber, with add#iggumping, between the quadrupole
and TOF MS region.
7) Future mobility cell designs will incorporatedral focusing along the length of the cell to
focus ions in the xy direction. An RF voltage, Isas that used with the ion funnel, will
probably work best for radial focusing.

Last a list of future experiments for Bender isrfd here. It is not exhaustive.
1) Electron transfer dissociation (ETD) — IM of pidps and proteins. Some of instruments
built by Thermo and modifications to ABI Sciex all&ETD reactions. ETD combined with
traditional CID enables top-down protein analydis short, top-down proteomics bypasses
solution phase digestion. Proteins can be brokant,amass analyzed, and characterized in
the gas phase, speeding up analysis. IM is anptiege of separation and low-field IM
measurements give low resolution collision crossige (CCS) measurements. Thus, the
sequence information of the protein fragments areliined with details about their shapes.
2) Catalog the shape of well characterized proteirtee 1+ charge state. Compare the low
charge state CCS to x-ray crystallography and NMfsarements. Note the charge state
the protein will likely be in solution. This papesn be submitted to the Journal of Physical
and Chemical Reference data.
3) Measure the temporal development of the foldihg protein after a proton transfer
reaction. Time resolution of 1 us should be pdssib
4) Measure the shape of amyloids free of metal amtswith metal ions attached. This
research would be a continuation of work startedldaytz.
5) Protein ion heating due to injection conditiaiséng “temperature” peptides characterized
by Remes and Glish. The fragmentation patteribexfe peptides will give some insight
into the energy imparted during the injection psscePerhaps the “temperature” peptides
can be internal calibrants with protein exposethéosame instrument conditions.
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ABSTRACT

This instrument combines the capabilities of iom/ieactions with ion mobility (IM)
and time-of-flight (TOF) measurements for conforimatstudies and top-down analysis
of large biomolecules. Ubiquitin ions from eitledrtwo electrospray ionization (ESI)
sources are stored in a 3D ion trap (IT) and relwiéh negative ions from atmospheric
sampling glow discharge ionization (ASGDI). Theton transfer reaction products are then
separated by IM and analyzed via a TOF mass amalyethis way, ubiquitin +7 ions are
converted to lower charge states down to +1; the in lower charge states tend to be in
compact conformations with cross sections down886-A2. The duration and magnitude
of the ion ejection pulse on the IT exit and thamce voltage on the IM drift tube can
affect the measured distribution of conformersubiquitin +7 and +6. Alternatively, protein
ions are fragmented by collision-induced dissocra{CID) in the IT, followed by ion/ion
reactions to reduce the charge states of the GdByat ions, thus simplifying assignment
of charge states and fragments using the mobgispived tandem mass spectrum.
Instrument characteristics and the use of a newwragncontroller and software modifications

to control the entire instrument are described.

Keywords: ion trap, ion mobility, time-of-flight ass spectrometry, protein conformation,

ubiquitin

INTRODUCTION

Despite the widespread use of mass spectromd®y {or biological analyses,
further improvements in MS instrumentation are iddse, particularly in areas like
proteomics [1] and characterization of large raawslecular complexes [2, 3] . These
instrumentation improvements provide analyticalatalities that enable new biological

studies not envisioned previously.
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lon mobility (IM) [4, 5] has become a very useteithnique for analysis of biological
ions in the gas phase [6]. IM provides informatédoout ion size and structure [7], as it
rapidly separates ions based on collision crossesecgather than just m/z ratio. The use of
IM to disperse a mixture of ions in time prior toadysis via a time-of-flight (TOF) MS, i.e,
nested drift (flight) time measurements, is an intgot recent advance. These experiments
were pioneered by Clemmer and coworkers in the 18@’s [8] and have now been used
by several other groups [9-13]. The recent Syn&IEIS-MS by Waters Corp. provides a
commercially available instrument for gas-phasedonformation study by IM using a

novel travelling wave approach [9].

In a series of instrumental designs, the Clemmenghas made various
modifications to the initial ESI-IM-TOF, includintdpe insertion of a collision cell between
the IM drift tube and the TOF for mobility labelimxperiments [14, 15], and the addition of
an IT prior to the mobility drift tube to improvle duty cycle from the continuous ESI
source [16, 17]. One publication demonstrated MSAd@abilities with an ion trap prior to
IM-TOF [18], but the entire instrument was not undemputer control. Therefore, only

relatively simple experiments were possible.

IM has been used to analyze the products of iolecnte reactions [19] including
proton transfer [20, 21], H/D exchange [22], anly&on [23-26]. In these studies the
desired reactions take place either in the atmagppeessure ion source interface region or
in the drift tube itself. Thus, only short reactibmes and certain reagent ions can be used.
In addition, performing reactions in the IM celihcaake spectral interpretation difficult
because the analysis and chemistry occur at the 8ara. In the current experiments, the
ion/ion reaction is decoupled from the subsequestiility and mass analysis. Therefore, the
reaction time and chemistry of reagent ions ardrobed more effectively, including a wider

selection of reagent ions from independent ion cEgir

Gas-phase ion/ion reactions provide another dimarfsir bioanalysis. Pioneering
work by Smith and coworkers [27, 28] was followadabcontinuing series of experiments
by McLuckey’s group [29]. lon/ion reactions areigprersatile, and can be controlled via

various ion manipulation schemes. The most commoa of reaction has been proton
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transfer to manipulate the charge states of myltplarged ions [30] and simplify complex
MS/MS spectra [31, 32]. Use of product ions in ldvarge states can improve mass accuracy
and resolution, especially with low resolution masalyzers. Various instruments
specifically for ion/ion reactions include oneshwito [33-36], three [37], or four [38]
independent ion sources arranged around an ITqugthuse of pulsed sources and a single
ion extraction system is also possible [39, 40¢cEbn transfer is another useful process,
especially electron transfer dissociation (ETD),[88, 42]. ETD is now becoming widely
used in proteomics and for determination of pastgltational modifications. Several
instruments combine an IT for ETD reactions withigh resolution mass analyzer, for
example, the modified QSTAR/TOF MS spectrometaviaLuckey’s group [43, 44] and the
hybrid linear IT/Orbitrap MS by Coon’s group [45%]4

Here we describe the first instrument to includpabilities for both ion/ion reactions
and IM-TOF-MS measurements. Initial experimentd @strument characteristics are
described, including use of a new ion trap corgradind software to control the entire
instrument. Ubiquitin is used as a test compounzbtapare the new results with the

extensive previous studies of this protein [21 527 -

EXPERIMENTAL

Bovine ubiquitin (Sigma-Aldrich, St. Louis, MO) wased without further
purification. Protein concentrations were 20 tq30 in 1% agueous acetic acid for positive
ion mode. Nano-ESI emitters were pulled from gleegsillaries (1.5 mm o.d., 0.86 mm i.d.)
by a micropipette puller (P-97, Sutter Instrumentgyato, CA). Nano-ESI was performed
by applying +1 kV to +1.2 kV to the protein solutivia a stainless steel wire through the
back of the sample capillary. Negative ions froenflporo-1,3-dimethylcyclohexane

(PDCH, Sigma-Aldrich , St. Louis, MO) were usedfas proton acceptor reagent.
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Instrumentation

General. The instrument is shown to scale in Figure 1.ofttains three independent
ion sources: two for ESI and one for ASGDI [58)ns from these sources are stored in the
3D quadrupole IT for reaction. The products agasated by the IM drift tube, followed by
a quadrupole-time-of-flight mass spectrometer (d=J.O

The vacuum chamber consists of an 8” Conflat culbéch houses the three ion
sources, ion optics, and turning quadrupole deftg@Q, Extrel, Pittsburgh, PA). The cube
is evacuated by a turbomolecular pump (Turbo-V5%@&idTorr, 550 L/s B Varian Inc.,
Palo Alto, CA) backed by a mechanical pump (SD\&frjan, Palo Alto, CA) and is
attached to a custom built rectangular chamber §B&idless steel, 35.6 cm wide x 76.2 cm
long x 33.0 cm high) that also houses the IT, IMt dube, and quadrupole collision cell. The
TOF is in an aluminum housing (8.90 cm x 25.4 c66x/ cm) attached to the back of the
chamber; the TOF tube is oriented vertically. fen vacuum chamber (i.e., the chamber
that houses the drift cell and quadrupole collisieh) is evacuated by two diffusion pumps
(Diffstak 250/2000M and 160/700M, BOC Edwards) tky mechanical pumps (E2M40
and RV12, respectively, BOC Edwards, Wilmington, MA'he TOF is pumped by a
turbomolecular pump (Turbovac 361, 400 L/s Neybold Inc., Woodbridge, Ont.), backed
by a mechanical pump (RV12, BOC Edwards). Coneacand ion gauges (Series 375 and
358, Helix Technology Corporation, Mansfield, MAgasure the ion source and chamber
pressures (all are uncorrected). The base presagds5x18 mbar in the main chamber
and 3.3x10 mbar in the TOF when the sources are closed. imaloperation, one ESI
source and the ASGDI source are open, and heliwatdded to the drift tube (~1.3 to 2.0
mbar) through a precision leak valve (Model 203rtville Phillips, Boulder, CO). The
main chamber pressure is then ~1%hibar and the pressure in the TOF region is 9x10

mbar.

lon Sources. The basic design for a three ion source interfeagufe 1) has been

described previously [38]The three sources are arranged around three faties 8
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Conflat cube. One source is on the ion optical ekibe IT and IM drift tube and the other
two are orthogonal to it. The two ESI sourcesideatical. The interface region, which is
5.08 cm in diameter and 1.59 cm deep, is machinédfcan 8" ConFlat flange. A 254m
diameter aperture separates the interface regoom itmosphere, and a 3gth diameter
aperture separates the interface region from tile Vvacuum region. Two lenses between the
apertures focus ions through the interface regeach ESI interface region operates at ~1
mbar during the experiment and is pumped by a nmecalgpump (E2M40, BOC Edwards).
The nano-ESI voltages are provided by 5 kV powepseas (ORTEC 659, Oak Ridge, TN).

The ASGDI source interface region has the samedesid dimensions as the ESI
sources but without the interface lenses. It mped by a mechanical pump (E2M40, BOC
Edwards). PDCH headspace vapors are sampledovétam diameter Nylon tube
connecting the sample container and the outeraeeptate. The source pressure (~0.79
mbar) is regulated by a bellows valve (SS-4BMW, §skak) inserted in the tubing between
the compound headspace and the source region. $&®RAsource uses a 3 kV power
supply (ORTEC 556, Oak Ridge, TN) and a high vatpglser (PVX-4150, Directed
Energy Corp., Fort Collins, CO) that is trigged&¥ TL pulse from the Argos IT controller
(Griffin Analytical Technologies, West Lafayett®&)l to apply a ~ -420 V pulse between the
outer and inner (grounded) aperture plates. TR&BI pulse lasts for the time required to

add reagent anions to the IT, typically 5 to 20 ms.

Each ion source has three cylindrical lenses agthth the vacuum side of the flange
to focus the ions from the exit aperture of therseunto the TQ. The second lens is split in
half with distinct voltages applied to each halflaerves as a deflector for direction
focusing. The TQ was modified by severing the elegt connection between diagonally
opposing rods and by applying four independent D@mtials to the four TQ rods. This
allows ions to either be deflected°@to the axis of the instrument or to be passeigit

through.

After the TQ, three lenses focus the ions intolThdwo home-built high-voltage
switches, controlled by TTL signals from the Argdscontroller, switch the voltages applied

to the TQ and three subsequent lenses to allowfionsthe desired ion source into the IT.
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Six nine-channel DC power supplies (500 V, TD95B0ectrum Solutions, Russellton, PA)

generate the potentials for the ion optics fromdberces to the ion trap.

lon Trap. The 3D quadrupole IT (ideal geometry=r1.0 cm, g=0.707 cm, RM
Jordan, Grass Valley, CA) is attached to the tlilbe; the exit aperture is 1.3 cm from the
front plate of the drift tube. During ion trappitige end caps are at ground, except during
resonance excitation and mass selection, and thpddtial on the ring electrode is zero to
prevent any asymmetric fields. The 665 kHz ionpirag voltage is generated by a home-
built LC circuit that provides up to 500G} The maximum low mass cutoff value is ~m/z
1220 (calculated assuming an ideal ion trap geomeditor the work presented here, the low
mass cutoff is typically ~m/z 200 to allow for cordment of the PDCHeagent anions from
the ASGDI.

A 0 to 10 V dc control signal from the Argos IT ¢aoller determines the rf trapping
voltage. A custom control generates the initialdewel RF voltage, measures feedback to
stabilize the RF voltage, and contains calibratiata. The initial RF voltage is first
amplified to O to 200 ¥, by a 50 W commercial amplifier (AG1020, T&C Power
Conversion Inc., Rochester, NY) and finally by thustom LC circuit to the full 0 to 5000
Vop. Measured stabilities of the full RF voltage aettér than 1%. A TTL input allows the
RF wave to be shut off in ~15 ps at any RF amplitubiee shutoff is not locked to the RF
phase.

The ion trap timing and voltages are controllecahyArgos IT controller and
software (see block diagram in Supplementary In&drom). The Argos provides the master
clock for the entire instrument, as well as twoepedndent arbitrary waveform outputs,
digital TTL triggers, and analog control outputd@® V). One arbitrary waveform output
provides the 0 to 10 V dc control signal for the teap RF; the other is applied to the front
endcap electrode (after being amplified by x1730/8,) to perform mass selection and
resonance excitation. The TTL triggers are useslad the ASGDI source, control the high

voltage switches for the ion sources, and stariathénjection pulse for the mobility
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experiment. A custom 8-channel driver is used todase the power of the TTL signals to
enable them to trigger 50 loads. The ion injection TTL pulse enables thénhigltage
pulser (PVX-4150, Directed Energy Corp., Fort Gd|iCO, applied to the exit endcap) to
eject ions from the ion trap. Typically the ejeatjoulse for positive ions is -100 to -150 V
applied for 3 to fus to the trap end cap closest to the drift tubguifé 1). Two analog

signals are used to control the quadrupole cotlisill, described below.

Drift Tube. The drift tube (modified from a design provided\tglentine et al. [54,
55]) consists of alternating 12.7 cm diameter 3@éhtess steel lenses (0.16 cm thick, 12.7
cm o.d. 4.40 cm i.d.) and Delrin insulating rif@<27 cm thick, 12.7 cm o.d., 8.26 cm i.d.).
The drift tube is 44.45 cm long (together with tbe funnel) with a 0.5 mm diameter
entrance aperture. A chain of XMesistors connects the lenses, creating an elditidl
(typically 12.4 V/cm) down the drift tube. Unlegdated otherwise, the voltage applied to the
front of the drift tube is typically -30 to -100 Ve., more negative than the grounded IT.
Thus, the injection voltage into the drift tubehe voltage on the entrance, and the injection
energy in the lab frame is charge x injection \gdta A capacitance manometer
(690A13TRC, MKS Instrument, Methuen, MA) measufesitde pressure inside the drift
tube, which is typically 1.33 to 2.00 mbar, coriedlvia another precision leak valve.

lon Funnel. To improve ion transmission efficiency, an ionrel [54, 56] is
integrated into the back of the drift tube (Figlije The funnel is based on the device
described by the Smith [56] and Jarrold groups.[Biter the last ring of the drift tube, a
series of 25 stainless steel electrodes (0.07%mk,t12.7 cm 0.d.) with circular apertures
whose inner diameters decrease linearly from 4t@@8483 cm is attached. The ion funnel
electrodes are sealed together using 0.318 cm Bebiln spacers and Viton o-rings giving a
funnel length of 11.11 cm. Thus, the helium presso the drift tube and ion funnel are the
same. The electrodes are connected to each ottleaweries of resistors (Vishay, 50@k

0.6 W,%£1%). One voltage is applied to the entrance ofitiifetube, and a second voltage is



110

applied to the exit of the ion funnel to set theabglectric field down the drift tube-ion
funnel assembly. The electrode spacing and resisttages in the ion funnel are selected so

that the axial electric field is the same as thahe rest of the drift tube [57].

In the ion funnel, alternate lenses are capacitigeelpled (Vishay, 1000 pF, 1.5
KV ms, £20%) to form two lens chains. RF voltages (ArdaFad@wer supply, # PSRF-100,
Ardara Technologies, North Huntingdon, PA) that B8& degrees out of phase from each
other are applied to each chain with amplitudes @t 360 kHz. A capacitor to ground
decouples the RF voltage from the drift tube len$bsre is one DC only electrode after the

exit of the ion funnel with a pressure-limiting ajpee (1.0 mm diam).

In this instrument, the ion funnel increases theral total ion signal by a factor of
~7. Here, the basis of comparison is to a drift twiith the same overall length (44.45 cm)
and exit aperture, but all electrodes have the 48n{é.40 cm), spacing (1.27 cm), and DC
electric field (typically 12 V/cm) with no RF volga. In this experiment, total ion signal is
measured by extracting ions from the TOF extraatdrigh repetition rates into the flight
tube and reflecting them to the TOF microchannalgpg(MCP) detectors. The measured
cross sections are the same whether the ion fusmnederted or not.

Another set of three lenses behind the drift tudrefunnel focuses ions into the
quadrupole collision cell (Figure 1). The voltagepplied to the ion funnel dc lens, the
lenses before the collision cell, the entranceexitlenses of the collision cell, and the
lenses between the collision cell and the TOF laadd on the drift tube exit voltage using a

nine-output floating power supply (TD9500HV, SpeatrSolutions Inc., Russellton, PA).

Quadrupole-TOF. The quadrupole collision cell (Figure 1) transmdns from the
ion funnel to the TOF. It also provides for CIDiohs labeled by mobility (i.e., a pseudo
MS/MS step) [14, 15], although this capability @t shown in this paper. The quadrupole
(do = 9.5 mm, 880 kHz, 36000y per pole, Extrel, Pittsburgh, PA) is followed hy a
orthogonal W-reflectron TOF (Tofwerk, Thun, Switzerd). The collision cell and its

electronics are floated using an isolation tramsfar(SIT 30-1000, Stangenes Industries Inc.,
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Palo Alto, CA). The collision cell is mounted dretvacuum side of an 8” Conflat flange
that is attached to the back of the main vacuunmbles. A capacitance manometer (Model
690A01TRC, MKS Instrument, Methuen, MA) measuresghessure inside the collision
cell, which is typically ~8x10 mbar of He from the drift tube. Additional colts gas can
be added via another precision leak valve. The &igacontroller (Figure 2) supplies two O
to 4 V analog signals that are amplified to 0 tovl@nd -200 to 200 V, respectively, and
then used by the quadrupole power supply to cotitelf amplitude and to supply the dc
bias to the collision cell rods to set the collisEnergy.

After the ions exit the collision cell, they arectsed into the source region of the
TOF by a series of 10 lenses mounted in the holthmad out of the 8” Conflat flange
between the collision cell and the TOF, which isumted vertically on the air side of the
flange. One lens is split into half-plates fortieal direction focusing. The ions are
extracted upwards into the TOF drift region by @sZulse and are then accelerated into the
drift region by ~5800 V. The voltages on the TOFt&lmdes and detector are controlled by
the TOF software, which communicates directly vifte TOF power supply. The TOF has a
W-reflectron and can be operated in V-mode or ime. Only the V-mode is used in this
paper; the effective flight path is ~1.5 m.

The ion detector is an eight-anode MCP (lonwerksydtion, TX) that has post
acceleration voltage of ~6000 V. The signal is afieol 100 by two four-channel
preamplifiers (XCD quad amplifier/discriminatornberks, Houston, TX) and then sent to
an 8 channel time-to-digital converter (TDCx8, lamks, Houston, TX). The TOF software
reads the data from the TDC to create 2D datacthvaiin both drift time and mass spectral

information.

The timing of the TOF data acquisition (Figure 8yimilar to methods described
previously [8, 16]. As shown by the bottom thresees in Figure 3, the TOF timing
controller gets signals from the software and aerel trigger and sends TTL triggers to the
TDCx8 and to the TOF extraction pulser. The maopditquisition is started by the ion
injection pulse (a trigger from the Argos), aftenieh the TOF timing controller starts

sending TTL triggers—at specific intervals depegdim the mass range being acquired—
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simultaneously to the TDCx8 and the TOF extractiora typical experiment 100 TOF
extractions are taken within each 10 ms mobilitycspum, up to a maximum m/z value of
2400. Mass spectra could be measured to highevates, but there would be fewer such
mass spectra over the duration of the IM peakseradtively, interleaving [58] could be
used to improve the number of points in the IM $@e@lthough this makes the data files

larger.

Measurement of Cross Sections. lon cross-sections can be determined from the IM
drift times [59]:

(1)

o8 7 [1 1 "1 tE760 T
16 (kT)Y?|m m | N((@O) L P 2732

where z = ion charge (+1, +2, ...), e = charge ooteda, m = ion mass, m= mass of the
buffer gas particle, E = electric field throughfgri. = length of the drift tubept= flight time
through the drift tube, N(0) = gas number densit3 8P, P, T = pressure and temperature of
the buffer gas.

The instrument provides the time between the gerqgiulse from the IT and the start
pulse of the TOF. For Eqgn. 1, the measured tgrshould be only the time spent inside the
drift tube. Therefore, the ion flight times betwebe drift tube and TOF source region (i.e.,
through the quadrupole and the ion lenses justdadetft of it in Figure 1) are calculated from
the lens dimensions and applied voltages and subttdrom the total time between IT and
TOF extractor. The calculated times through timsés and quadrupole range from 187
for ubiquitin +8 to 36Qus for ubiquitin +1, i.e., the ions with the shottasd longest drift

times. About 70% of this time is spent inside gli@drupole collision cell.
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Many experimental parameters pertaining to the trife and ion funnel (e.g., axial
electric field, injection pulser voltage, rf vol@gn the ion funnel, etc.) were varied. Under
the experimental conditions used in this work, naffiected the numerical values of the
measured cross sections, confirming that the iobiliiomeasurement is in the low field
regime. Four parameters did influence the numbarability peaks observed and their
relative abundances: the voltage on the firsttedde of the drift cell, the pressure in the
drift cell, and the duration and magnitude of tlétage pulse used to eject ions from the IT.

These effects are described below.

RESULTS AND DISCUSSION

IM-TOFMS after 1on/lon Reactions. In early research on proton transfer reactions
with IM, a basic neutral gas was introduced int® sburce region to create lower charge
state ions through an in-source proton transfesti@a[21, 60]. In the present instrument,
the total reaction time and reagent ion identity ba controlled. The experimental timing
diagram (Figure 3) is similar to those previousipwn for ion/ion reactions [38], except the
usual IT mass analysis step is replaced by injeaifgroduct ions into the IM drift tube.
The experiment scan function shown in Figure 3udek acquisition of nested drift (flight)

time mobility data.

These capabilities are illustrated using chargacton reactions of multiply charged
ubiquitin ions with PDCH anions. The reagent asiare mainly [M-F] and [M-CK]" ions,
as seen from a similar ASGDI source in another pegeently published from our group
[61]. The signal ratio [M-F] [M-CF3] is approximately 1.5 in the present device.

For a typical ion/ion reaction-IM experiment, ubiguions are injected for 50 to 100
ms, PDCHions are injected for 5 to 50 ms, and both potaanhs are trapped in the IT to
react for 20 to 150 ms, depending on the productlarge states desired. An extraction
pulse (-100 V for 3 to 10 us) is then applied to black end cap of the ion trap to inject ions
into the drift tube. For the IM separation the Hegsure in the drift tube is 1.4 mbar, and the

electric field applied is 12.4 V/cm across thetdeéll, with various injection voltages.
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Figure 3a shows a 3D mobility-m/z spectrum of uliiqubefore proton transfer
reactions. The main charge state observed for iiriqunder these solution and source
conditions is +7 with a small but measurable amafirt8. The mass resolution shown is
m/Am = 1000 at m/z 1224.6. Mass accuracies are Wa8ippm, using cytochrone+8 and

+9 ions as external calibrants.

Figure 3b, ¢ and d show spectra after ion/ion ahaeguction reaction of ubiquitin
with PDCH. Ubiquitin +8 and +7 ions are converted to lowfearge states than those
produced directly by ESI, using longer fill andctan times. The ions in lower charge
states are better resolved in the IM dimensionhgloty because a) fewer conformations are
available at lower charge state, and/or b) at losh@rge states the conformations are more

folded and have more uniform cross sections.

Previous attempts at analysis of protein mixture€D after IM separation suffered
because protein ions in high charge states wereesotved in the mobility separation [62].
Thus, mobility labeling for proteins is not as udefs for peptides. lon/ion reaction
combined with IM separations provides a new teamaip improve the performance of
mobility labeling (for on-the-fly MS/MS) for top-ahen analysis of intact proteins.

The various drift time vs m/z plots in Figure 3 shdense “bunches” of ions at the
expected m/z values and diffuse “streaks” at al walues. These streaks have the same
drift time as the expected ions; this is especialiylent in Figures 3c and 3d for the ions in
low charge states. Thus, it is believed thatlkiskground is caused by protein ions that get
into the TOF region at times other than the TOFastion pulse.

Cross-Section Measurements. Observed values for ubiquitin ions using three
injection voltages are depicted in Figure 4. Nuoarcross section values from the plots in
Figure 4 are listed in Table 1, and conditions scale values are given in Table 2. IM
spectra and the resulting cross sections obtainkel@er injection voltages do not differ
appreciably from those measured at -50 V and arshuwn.

First, consider the +8 and +7 ions, which comeatliydrom the ESI source. The +8

ions are unfolded at all injection voltages, wiile +7 ions are observed in up to three IM



115

peaks, as noted above. The +6 to +1 ions come frobon transfer reaction, mainly with
the +7 ubiquitin ions originally present. Reducthg charge state converts the ubiquitin
ions to more compact conformers. For ions in tveek charge states, the single IM peak
gets narrower as charge state is reduced. Fouitibiet1, the FWHM of the ion mobility
peak (~500 us) is still a factor of three wider thize FWHM of the diffusion limited peak
(~175 ps, calculated as described in the litera{@@p5]. Thus, we suggest that the single
IM peaks for ubiquitin in low charge states are posed of contributions from several

unresolved conformers [49], and fewer such confosrmaee present at lower charge states.

Numerical data for cross sections are given in &4abl Multiple entries indicate
values from several discernable peaks in the IMtsp€Figure 5). The ions in low charge
states have essentially a single value of crogsgsewmorresponding to folded conformer(s) of
ubiquitin, even though the original ubiquitin + h&have a variety of conformations before
the ion/ion reaction. In general, the measuredszgections of +8 to +4 ubiquitin ions are in
the range of the literature values [21]. Thihis first report of cross-sections for ubiquitin

+3, +2 and +1 ions.

Most of the numerical cross section values in Tabd® not vary much with injection
voltage. For the 5+ ions, the cross section shawvithe table does appear to change, but
examination of Figure 4 shows that this is mainkg ¢lb changes in peak structure and width

from various conformers induced by the changegjection voltage.

This device also provides reasonable IM spectr#ofws injected at very low kinetic
energy, although the transmission and sensitivaynaturally lower at very low injection
voltage. Apparently, some ions in the trap are mgvoward the drift tube before the
negative injection pulse is applied to the endo@gherwise ions could not enter the higher-
pressure drift tube (~1 mbar) at a nominal injectioltage of zero.

Effects of Drift Tube Injection Conditions on Folding of Ubiquitin Ions.
Clemmer’s group [21] studied how injection enengffuences mobility spectra of ubiquitin

ions and the apparent number and relative abundsrmetein conformers. At low injection
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energy (385 eV, or 55 V for ubiquitin +7), diffetesonformers were observed and the

distributions were expected to reflect the disthitou of conformers from the ion source [21].

Similar effects were seen in the present work faquitin ions in certain charge
states, as shown in Figure 4, which includes resltower injection voltages (i.e., 0 volts)
than those reported by Clemmer. The relative aburetaof various peaks in the IM spectra
do not change further as injection voltage is helgove 50 V (data from -60 V to -150 V
are not shown). Briefly, Figure 4 shows that H#&ioemain unfolded, and +5 to +1 ions
remain folded, regardless of injection voltageor the intermediate charge states +6 and +7,
lower injection voltage generally favors formatieihmore folded conformers. More open
conformers for the +6 and +7 ions are also lessddmt at lower pressure inside the drift

tube (data not shown).

In general, these observations are consistentianithbeing heated and unfolded
initially by collisions in the short space (1.3 ch®tween the trap exit and drift tube. lons in
intermediate charge states have various foldedsstatcessible and may refold when further
collisions cool the ions, either during extractmminside the drift tube. Differential
scattering of larger ions outside the acceptandéeeo$mall entrance aperture (0.5 mm diam.)

of the drift tube may also contribute to these olsBons.

The duration and magnitude of the negative volfagee applied to eject ions from
the IT can also affect the number of peaks in hepectra for the +7 ions, i.e., those ions
that are prone to folding changes. Such effe@srast pronounced if the ejection pulse is
more negative than the voltage on the entrandeetaltift tube. Figure 5 depicts an extreme
example; the ejection pulse amplitude is -100 \d toe drift tube entrance is at -30 V.
Ubiquitin +7 ions are mostly folded using the shettejection pulse (1 pus). A variety of
conformers are seen at 3 us, while the ions a@ded when the ejection pulse lasts for 5 or
7 pus. Curiously, the ions are folded if the e@ttpulse is extended further to 9 or 10 ps.
The drift time changes corresponding to the varimoss sections shown in Figure 5 are
substantial (~ 100 us), much longer than even thgest injection times, so the observed
cross section changes are attributed to real clsang&otein conformation, not just

differences in injection time.



117

We have not found descriptions of effects quite likose shown in Figure 5 in
previous literature involving injection of ions M drift tubes. A long ion ejection pulse is
of use mainly because it improves signals for ionsw charge states, as if ~ 18 are
required to draw the less highly charged ions éthh@trap. Fortunately, the ions in low
charge states remain folded anyway, and a longe&n pulse is generally not needed to
obtain adequate sensitivity for the ions in therimtediate charge states that are more
susceptible to folding changes. Use of an extragbulse that is less negative than the
entrance to the drift tube also reduces the magmitd these folding changes.

Varying the injection voltage and duration of tbe kjection pulse also induces
similar changes in conformations of cytochromespeeially the +7 and +8 ions. [66] We
offer the following tentative, qualitative explarmat for these observations. It seems like the
location of the ions when the pulse polarity chanigamportant. Consider the plots in
Figure 5 with an ejection pulse amplitude of -10@¥various times. A ubiquitin 7+ ion at
rest in the center of the trap would take 3.6 utsaeel the 0.707 cm to the trap exit. Some
ions are moving toward the trap exit and get tise@er, others take longer. For short
ejection pulses (1 us), the ejected ions have oie dar past the trap when the ejection pulse
goes back to zero. If the trap exit remains a0-¥Qong enough, the ions go through this
1.3 cm long region and are all inside the driftetidefore the trap exit voltage changes. At -
100 V this transit is estimated to take 4.2 psaftotal time of ~ 8 us. The longest ejection
pulse used (10 us) exceeds this transit time,estréip exit remains at a constant voltage (-
100 V) until all the ions are inside the drift tub€hus at either short (1 us) or long (10 ps)
ejection times, most of the ions remain folded, gredmobility spectra in these two cases are

similar.

With -100 V ejection pulses for times between 3apg 9 us, many of the ions are
between the trap exit and the drift tube entranibennthe voltage on the trap exit returns to
zero. As the ejection pulse duration increasa® f8do 5 to 7 us, the ions are expected to be
closer to the drift tube entrance, where the dgmdiHe gas escaping from the drift tube is
higher than it is closer to the trap exit. Thistage change and the accompanying collisions

with gas induce the observed folding changes.5Hos and 7 s, the ions are mostly
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unfolded. The unfolding effects are more extensaiviémes where the bulk of the ions are
still between the ion trap exit and drift tube antre when the voltage on the trap exit returns

to zero.

At an ejection time of 9 us, some of the ejectets iare already inside the drift tube
when the voltage on the trap exit changes, so sonseare not affected by the voltage
change. The resulting mobility spectrum shows iarsrange of conformations, like that
observed at 3 us. There are still collisions wis for either short or long ejection pulses;
apparently these collisions are most effectivehanging the conformations of the ions if the
ions are closer to, but not inside the drift tudeewthe trap exit voltage changes.

Badman et al. [67] and Myung et al. [48] obsenrvet the folding and unfolding of
cytochrome c¢ and ubiquitin ions in intermediatergkastates occurred while ions were
stored for ~ 100 ms in a 3-D ion trap. In the pnéseork, changing the duration of the
extraction pulse from jks to 10us can also affect the observed conformations, s®so

folding and unfolding events apparently can oceuthee microsecond time scale.

The underlying causes of the changes reporteddoelld be related to recent work by
Shvartsburg et al. [52], who studied conformatibargges in ubiquitin ions during field
asymmetric waveform ion mobility spectrometry (FAB)Y They attribute such
conformation changes to heating induced repetitidering the high voltage segments of the
FAIMS waveform. Each high voltage segment lastsl-u®; during many FAIMS cycles,
the cumulative conformation changes induced onuitigions in intermediate charge states

(especially +7) as a result of many such excitétieating events are substantial.

The charge states where folding changes are exppoibably vary between
proteins, so these effects should be evaluatedoaisexby case basis. So far, ions in the
higher and lower charge states are less proneete ttolding changes. Even for these charge
states, there may still be subtle changes in thteilglitions of closely-related conformers
hidden by the relatively low IM resolution in ouwperiments, compared to the much

narrower peaks seen in Clemmer’s tandem IM work ¢88.
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CID on Intact Proteins followed by Charge Reduction. This instrument also has
potential value for top-down proteomics measures)eat indicated by the following
exampleFigure 6a shows a spectrum obtained after isolatngthe +7 charge state of
ubiquitin in the ion trap. Mass selection was perfed by applying first a 30 kHz 12,y
AC waveform to the entrance endcap of the ion toagsonantly eject lower mass ions
during an RF ramp. Then a 20 kHz 1p\AC waveform ejected higher mass ions during
another RF ramp [38]. The IM peak in Figure 6aasrower than that in Figure 3 because a

higher injection voltage (-150 V) was used for Fe6a.

In a subsequent experiment, ubiquitin +7 ions veéoeed in the ion trap for 20 ms
and activated for 100 ms at 50 kHz, 23,VThe fragment spectrum (Figure 6b) shows CID
product ions in a variety of relatively high chasjates that are only moderately resolved in

the IM dimension. Thus, it is not easy to assigmthat first.

Figure 6¢ shows the spectrum resulting from chegdaction of the fragment ions in
the ion trap with PDCH anions (injection for 20 mesaction for 100 ms). The spectrum
shifts to higher m/z, and the dispersion in thedidhension is greatly improved. Many of the
charge-reduced CID fragments can now be assignedroparing the observed m/z values
with those of fragments generated from the knowgueece of ubiquitin. The mass tolerance
for these assignments is 0.6 Th. The assumptidrtttbdragment ions in Figure 6¢ are in
low charge states greatly simplifies these assignsneMost of the fragments observed here

are b and y ions;jband yg are abundant fragments, in agreement with otlieliest [38, 70].

The IM plot for the charge-reduced fragments (Fegbir) shows distinct groups that
fall along slanted lines of different slopes foppée fragment ions in +1, +2 and +3 charge
states, as noted by Clemmer and co-workers. Traagrhenon provides additional evidence
to help assign charge states. These groups merger tbgether at higher charge states [17],

which is one reason they are poorly resolved infegb.

Armed with the identities of the charge-reducedfnants (Figure 6), many of the
original, more highly charged fragments in Figurea® now be assigned. For exampig’'y

is in the charge-reduced spectrum. Thus, a mggyhcharged version & in this case)
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should appear in the original CID spectrum (Figgirealong with the complementarysb'

ions. Note that the charge states of these twpnfesnts add up to the original +7, as
expected. Here we assume that the peptide fragomento not dissociate further during the
charge reduction reactions, as shown by McLuck&y. |8 number of other, similar cases

are identified in Figure 6.

CONCLUSION

This is the first instrument that combines ion/fieactions and IM separations with
full computer control of all functions. It shoytdove useful for study of the effects of
protein charge state on conformation, which istkethe general question of the relation
between gas-phase conformation and that in sol{ifibsv3]. Protein ions in solution
generally have lower net charges than those obd@nvhe gas phase after ESI; this
methodology provides a way to access ions in tpagsiologically relevant charge states.
Other types of ion/ion reactions, such as ETD, firom of protein-metal, protein-ligand and
protein-protein complexes, should also be possialkh, the added benefit of the ability to
also manipulate charge state. Finally, manipulatibcharge state of CID products facilitates
high throughput top-down protein analysis. A numifieémprovements in the
instrumentation, such as use of a linear ion tnagead of the 3D ion trap, CID at higher
energy, CID of mobility-selected ions using the dyugole collision cell, and multiple
reflections in the TOFMS for higher resolution, areler investigation in our laboratory.
Also, a more detailed study of conformation changdbleus time scale between the ion trap

and the drift tube may prove interesting in its avgt.
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TABLES

Table ) Measured cross-sections for ubiquitin ions inetéht charge states. +7 and +8
ions are from the ESI source, ions with chargeestab to +1 are made from mostly +7 ions
by ion/ion reaction. See text for conditions. Thess-sections are determined from the
apex of the various mobility peaks (Figure 5) adowg to Equation 1. Uncertainties are

estimated to be approximately 56 Based on many repeated measurements over several

months.
Charge Cross-Section(A?) at Indicated Injection Voltage
state oV 30 V 50 V -100 V
+8 1428 1430 1430 1428
+7 1393 1394 1394 1393
+6 863,1056,1314 863,1056, 1314 1314 1312
+5 872,979 979 1033 1031
+4 904 861 904 902
+3 855 813 814 814
+2 854 856 857 857

+1 882 861 882 861
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Table 2) Reaction conditions and vertical scaleesfor cross-section plots in Figure 5.
Other conditions: ubiquitin fill time 50 ms, exttaon pulse from ion trap -100 V for &

except for +1 ions, which were pulsed out forutat -150 V.

Time Values (ms) Full-Scale Signal (counts/s)

Charge PDCH At Indicated Injection Voltage
State Fill  Reaction ov -30V -50V

+8* 60* 38 137 83

+7* 60* 189 546 380

+6 20 60 33 154 116

+5 20 60 136 522 373

+4 20 60 26 191 81

+3 45 150 258 642 873

+2 45 150 350 182 114

+1 50 180 18 320 159

*These ions were observed directly from the ESksewithout ion/ion reaction.
To keep the total trapping time constant withoudiuicing ion/ion reactions, the

ASGDI source was turned off while these ions weeasured.
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Figure 1) Scale diagram showing overall instrumemuding two ESI and one ASGDI
sources, ion optics, quadrupole deflector, IT, INMtdube with ion funnel and g-TOF. The
ion source cube is 20 cm wide
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Figure 3a)3D mobility mass spectrum of ubiquiti 3D moblity mass spectrum of ubiquiti
after reaction with PDCH negative ions: b) PDCIHtiime 20 ms, ion/ion reaction time ¢
ms; c¢) PDCH fill time 45 ms, ion/ion reaction tirhB0 ms; d) PDCH fill time 50 m
reaction time 180 ms. The ions in lower cle states are more readily resolved by |
Conditions: 0.30 mg/ml ubiquitin aqueous solution with 1% aceitid, drift voltage-30 V
to -5680 V, drift pressure 1.39 mbar, IT fill time fobiquitin 50 ms, data acquisition time:
s for (a), (b), (c), an@0 s for (d)
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ABSTRACT

Positive ions from cytochronmeare studied in a 3-D ion trap/ion mobility
(IM)/quadrupole-time-of-flight (TOF) instrument waithree independent ion sources. The IM
separation allows measurement of the cross seatithre ions. lon/ion reactions in the 3-D
ion trap that remove protons cause the cytochromesto refold gently without other
degradation of protein structure, i.e., fragmentatr loss of heme group or metal ion. The
conformation(s) of the product ions generated loyiom reactions in a given charge state are
similar regardless of whether the cytochrome c emesoriginally in +8 or +9 charge states.
In the lower charge states (+1 to +5) cytochranmens made by the ion/ion reaction yield a
single IM peak with cross section of ~ 1110 to 1&8peven if the original +8 ion started
with multiple conformations. The conformation exgarslightly when the charge state is
reduced from +5 to +1. For product ions in thea68 charge states, ions created from
higher charge states (+9 to +16) by ion/ion reactmvoduce more compact conformation(s)
in somewhat higher abundances, compared to thoseiped directly by the electrospray
ionization (ESI) source. For ions in intermediatarge states that have a variety of
resolvable conformers, the voltage used to injeetidns into the drift tube, and the voltage
and duration of the pulse that extracts ions frbenion trap, can affect the observed

abundances of various conformers.
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INTRODUCTION

The determination of protein conformation is impoittin many biological
applications. Of the various methods for thesesueaments, mass spectrometry (MS) has
certain advantages such as speed and the needy@noall amounts of sample. The
variations of MS for study of protein conformatimclude ion mobility (IM) [1-4], H/D
exchange [5-9], and native electron capture dissioci (NECD)[10, 11]. Of these methods,
IM provides a direct way to examine the gas-phasdormation of the ions by probing the
average cross-section of the protein ions viasioltis with buffer gas [3, 4]. Early IM
research on protein folding and unfolding was derik an IM-quadrupole instrument [1].
To study ions in lower charge states than thoseerdaédctly from the electrospray ionization
(ESI) source, a basic collision gas (e.g., acetophe or 7-methyl-1, 3, 5-triazabicyclo
[4,4,0] dec-5-ene, MTBD) [12] was introduced inb@ tsource region. The neutral gas
extracted protons from the protein ion and cre&deer charge state ions through proton
transfer reactions in the source. In these stutheseactions took place only in the
atmospheric pressure ion source interface regidms, control and variation of the reaction

time and extent of reaction were difficult, andyooértain reagent species were available.

Gas-phase ion/ion reactions provide another dimerfsir gas-phase bioanalysis by
MS. To date, these reactions have been mainly tosgichplify complex MS/MS spectra
[13, 14]or generate fragments for structural assignmentI&bby methods like electron
transfer dissociation (ETD) [17-19].

Recent instrumentation improvements have greatigneled the type of structural
information and number of possible experimentslatsta in this area. The development of a
3-D trap-IM-time of flight (TOF) instrument allowime dependent studies of gas-phase
protein ions, including folding, unfolding and sttural transitions [20-23]. A multi-stage
IMS-MS instrument [24, 25] provides two importamw functions. First, a protein ion with
a specific structure can be selected by IMS, tlotivated and separated in the next drift
region. Second, “state-to-state” structural tréamss can be studied Isgructureselection-

activation cycles.
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A three-source-ion trap-drift tube-g-TOF instrumesais recently developdxy our
groupto combine ion/ion reactions with IM-TOF measureisdf6, 27]. The present paper
describes how proton transfer ion/ion reactionsleansed to manipulate charge state and
study the effect of ion/ion reactions thre conformations of cytochronegons. This protein
is chosen so the present results can be compatkdge from extensive previous studies [10,
22, 23, 28-36].

EXPERIMENTAL

The design and general operating conditions fohtirae-built three source
instrument are described in another paper [26)viBoheart cytochrome (Sigma-Aldrich,
St. Louis, MO) was used without further purificatim all experiments. Usually this protein
was dissolved at 20 to 30 uM in water with 1% aaqseacetic acid. Water alone was used as
solvent with 15 uM protein for one set of resulkss lower protein concentration suppressed
cytochrome c dimer ions, which were otherwise alumbhdom unbuffered water solutions.
Another study used 50% methanol/water with 1% aeetid. These samples were
introduced through one nano-ESI source in posimoele.

Positive cytochrome ions were stored in the trap first, then negatwes were added
by switching the voltages on the ion optics. Negsibns from perfluoro-1,3-
dimethylcyclohexane (PDCH,gEis Sigma-Aldrich, St. Louis MO) were used as thet@mo
transfer reagent. Negative PDCH ions were creayeathospheric sampling glow discharge
ionization (ASGDI) in a second source [37, 38].e$& PDCH negative ions were roughly
60% [M-FJ (i.e., GF15) and the rest [M-C§ [38, 39].

Both positive cytochrome c ions and negative PD@#h$ iwere trapped together in
the 3-D trap and allowed to react for times betwg@ms to 200 ms, with the reaction time
selected to optimize the yield of product ion ie tlesired charge states. Thus, the
cytochromec ions spent ~ 100 to 300 ms in the trap. In tineetregime, the mobility
spectra and relative abundances of various cytoohimconformers were not strongly

dependent on trapping time, as seen by Badman [@2al23] and verified by us [27]. These
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time-dependent folding-unfolding effects were seennly for 9+ ions; most of the present

work deals with lower charge states.

The product ions were then injected into the dulfte for IM separation, followed by
m/z analysis and detection by TOF-MS. The drifeetwas 44.45 cm long and contained
helium at 1.3 to 2 mbar. The default operating @omas for ion mobility measurement were
as follows. The ion trap ejection pulse was zerdl00 V for 3 us, and the injection voltage
on the drift tube entrance was -150 V. These d¢md provided the best signal and
minimized variation of IM spectra with durationtbie injection pulse [26]. The injection
voltage was varied for Figure 1, and -50 V was Usedrigure 6, for reasons discussed

below.

The axial electric field in the drift tube was 243 V/cm. Cross sections were
calculated from the mass resolved mobility speasrdescribed previously [3, 26]. In
particular, the drift time is calculated by measgrihe total time between the ion trap exit
pulse and the observation of ions at the TOF datecthe flight time between the exit of the
drift tube and the TOF source region is calculdterh the instrument dimensions, applied
voltages and m/z ratio and subtracted from thd timte to give the actual time spent in the
drift tube [26].

The number of measured points in the mobility sjgeate determined by the time for
the slowest ion to reach the TOF detector, whichlmaas long as 100 us for ions in low
charge states. This limits the ability to resdive structure in the mobility spectra. The
actual number of points in the mobility spectrapimted in representative examples shown
below. For charge states that yield single mgobpiaks, cross section values are
reproducible to approximately 50°&om day to day; this uncertainty value is als@eféd
by the number of points across the mobility peaks.
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RESULTS AND DISCUSSION

Effect of Injection Voltage and lon Trap Ejection Conditions on Conformations
of Cytochrome c +8 lons.In this device, there is a plume of gas leavingdhf tube (~1
mbar) and moving toward the exit of the ion trégns from the trap pass through this plume
as they enter the drift tube. Clemmer’s group fb2jd that collisions with helium in this
plume can heat and unfold protein ions, especiailproteins in intermediate charge states
that have various conformations available. Thesuits mainly deal with the effect of the
injection energy as controlled by the charge statéthe voltage on the entrance to the drift
tube. The effects observed are generally attribtdéheating and unfolding in the initial
collisions. The resulting mobility spectra canrthie affected by cooling induced by
subsequent collisions later in the drift tube.

Clemmer’s group mainly reports results at modet@tagh injection energy, i.e., lab
energy of 385 eV or 64 V for ubiquitin +6 to 38 &f fubiquitin +10 ions [12]. Our initial
paper [26] reports similar effects for ubiquitinciuding results at injection energies as low
as 0 eV, i.e., both ion trap and drift tube enteaatground. As shown in Figure 1, at
extremely low injection voltage, the cytochrometci@ns are all in compact
conformation(s), i.e., relatively low cross sectioAs the injection voltage increases to -30 V
(240 eV lab energy), some of the compact conformsiens to unfold. As injection voltage
increases above -40 V (320 eV) to -70 V (560 eNg,ibns progress through partially folded
to elongated structures, as described in the fitexd22]. Roughly 30% of the 8+ ions do not
unfold completely even at the highest injectiontagé used, -150 V, for a lab kinetic energy
of 1200 eV. This is the value used for most ofrémults presented below.

In our previous work [26], conformation changesimquitin 7+ are described as the
ejection pulse duration changes. Similar effeotsodserved with cytochrome ¢ 8+ and 7+.
As with injection energy effects, these conformathanges are most extensive for those
ions in intermediate charge states with variougssible conformations. If ions in these
“intermediate” charge states are close to, buingitle, the entrance to the drift tube when
the ion trap ejection pulse goes to zero, the aamsunfold. Such changes are also most
extensive if the ion trap exit voltage is more riegathan the drift tube entrance voltage.
lons in low or high charge states show less exterfslding changes with ejection pulse
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duration. Experimentally, longer ejection pulsegpiove the abundance of ions in low
charge states, which is how the effect of ejectioise duration was first found. The precise

causes of this effect are being further studied.

For the results presented above, experimental tondiwere used that minimize
variations in conformation with injection pulse dtion. In particular, changes in folding
and conformation that depend on ejection pulsetaurare minimal if the drift tube
entrance voltage (usually -150 V) is kept more tiggdahan the ion trap ejection pulse (-100
V).

Effect of Charge Reduction Reaction on the Conformi@on of Cytochromec
lons. In 1% acetic acid/water solution, ESI produces dytomec ions in two main charge
states, 8+ and 9+ (Figure 2) [1]. Although th&drdrift times overlap, resolved mobility
peaks for the +8 and +9 ions can be extracted legtsgy the desired m/z window in the 3D
mass-mobility spectrum. Note that the 8+ ion mas tesolvable mobility peaks, which are
generally attributed to different gas-phase confdroms. The cross sections for these two
peaks are ~ 1710 and 1906 (Fable 1); this difference represents the minintesolvable

difference in cross section seen so far with thigigular device.

In the mass spectrum the main peaks from cytochmane accompanied by less
abundant satellite peaks at higher m/z values.sé tater peaks were originally thought to
be adduct ions made inside the device, perhapsdditi@ of diffusion pump oil molecules
to the protein ions while they traverse the drifi¢[40]. However, these satellite peaks are
also observed when the same solutions are analyitliedther mass spectrometers that do
not have diffusion pumps, so they are attributechipdo impurities in the cytochrome

samples [41].

To study how ion/ion reactions affect the conforiorabf protein ions, either +8 or
+9 ions are isolated in the 3-D ion trap first.eTdross section plots are similar to those
obtained when both +8 and +9 ions are stored aueg] into the drift tube together without

m/z isolation inside the ion trap (data not shoj4?). If the storage time in the trap is
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increased to at least 200 ms, the mobility spectemmains the same, so the ions do not heat
and unfold appreciably in the trap (data not showay).

PDCH negative ions are then injected into the iap from the ASGDI source and
react with cytochrome c ions to remove protongherdesired time. A typical spectrum
after ion/ion reaction is shown in Figure 3. Theuléing cross sections (Table 1) agree well
with those reported in the literature [23]. Thetpn transfer reactions leave the protein ions
in a range of charge states, which can be as ldis §26]. As expected, these reactions do
not displace the covalently-bound heme group; prétansfer is gentle enough that the
noncovalently-bound heme group in myoglobin remaifter multiple proton transfer
reactions [43, 44].

Cross-section values for cytochromm®sns in each charge state, produced by reaction
of isolated 8+ or 9+ ions with PDCH negative ionghe trap, are summarized in Table 1.
The distributions of cross section observed fohedmarge state are indicated in Figure 4.
These distribution plots indicate the relative atamces of the various conformers of
cytochromec ions in the various charge states.

In general, the distributions of conformationsifors in a given charge state are
similar whether the reactions started with eitheio89+ ions. The wider mobility peaks
seen for 7+ and 6+ ions after ion/ion reaction ssgthat there may be several additional
conformations that are not fully resolved. Thesiamlower charge states (5+ to 1+) have
only one mobility peak, even when the reactantwas the 8+ form with two mobility peaks
originally.

Comparison of our cross section values with litn@walues (Table 1) can be
summarized as follows:

a) Our value for cytochrome ¢ 9+ (1978) s close to the lowest literature value (1963 A

we did not observe a conformer with cross sect@itb2& for cytochrome ¢ 9+.

b) For charge states 5+ and lower, our valuesiargar to but a bit smaller than those from
the literature;

c) For charge states 6+ to 8+, we see fewer rabldvconformers, mainly because of our
limited mobility resolution, see Experimental senti For 8+ and 7+, we do not see the more

folded conformers with cross sections ~ 1250 A
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The literature values noted in Table 1 from theknafrShelimov et al. [45] were measured
for ions in lower and intermediate charge statas\were made by proton transfer reaction
with neutral gas during ion extraction. The otliterature values listed from Badman et al.
[23] were measured with an earlier IMS-TOF-MS dewanilar to that used in the present
work. More work is needed to determine if the obed differences are just instrumental
effects or represent real differences in conforomgs) of ions depending on their origin.

It is tempting to assert that observation of just enobility peak means the ions have
only one conformation. The narrowest mobility psakn for the 9+ ion of cytochroradas
a full width at half maximum (fwhm) o180 us (Figure 2). Calculations indicate the
contribution to the fwhm of this peak from diffusito be only ~ 16 ps, much less than the
peak width observed [46]. Under these experimamtatiitions, Cdgs * ions or protonated
reserpine ions (from ESI of Csl or reserpine inekjgyield single mobility peaks ~80 us
fwhm, roughly half the width of the narrowest ptiatpeaks. Thus, the “single” mobility
peaks seen for cytochromerobably correspond to the juxtaposition of unhest peaks
from ions in several conformations of similar siae,shown by Clemmer et al. for ubiquitin
[24]. For brevity, we use phrases like “one confation” or “a single conformation” in the
discussion below, with this caveat in mind.

These results show that the protein ions can folohe or more compact
conformations during the charge reduction reactidhis observation is explained as
follows. When the protein ions pass into the vacwaystem, the solvent molecules
evaporate, counter ions are also lost, and thacstin between hydrophobic portions of the
molecules diminishes. Thus, the highly chargedgandon opens rapidly to “partially
unfolded” or “unfolded” conformations [11, 12, Z&l, 32]. The ion/ion reaction in the ion
trap then removes protons, whose charges keepabsrpunfolded. Intramolecular charge
repulsion becomes weaker as protons are removele swotein ions fold to more compact
conformations, at least until very low charge satee achieved, as discussed below.

For cytochrome ions in the gas phase, ions with cross-sectior350 £ to 1350
A? are generally assigned to “most compact” confoienés) [2, 23]. Thus, Figure 4 shows

that the proton transfer reactions in the 3-D rap tallow the original “unfolded” protein to
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pass gradually through several partially foldedfoonations and eventually assume
compact conformations.

Close examination of Table 1 and the mobility plat&igure 4 shows that the 5+ ion
has the smallest cross section, and cross sedtintisose ions in the “most compact”
conformation increase slightly as charge statedsiced from 5+ to 1+. Apparently, as more
protons are removed from the 5+ ion, the cytochrommlecule expands by a small but
measurable amount. This effect is also observedidmuitin in low charge states [26], but
the size increase is not as extensive as for cyhooéc.

Possible reasons for this observed expansion gieercharge state are as follows.
In low charge states, stabilization from ionic hygien bonds helps keep the protein ion
folded. As the last few Hons are removed, this stabilization is lost, #relprotein ion
expands somewhat [10, 11, 47]. A similar explamais as follows.Starting with ions in
high charge states, suppose the proton transfetioranitially removes protons with the
lowest gas-phase basicity, such as protons ondysisidues that are not shielded by other
residues of the protein structure. After the ias been converted to a low charge state,
further reactions remove protons from the mostd@sidues (e.g., arginines) that are
partially stabilized by non-covalent interactionshaother residues. Thus, when these last
protons are removed, some weak interactions opritein surface are lost, the structure is

then more flexible and less compact.

Conformation of lons Made by lon/lon Reaction Compaed to Those Produced
Directly by ESI. To generate ions in lower original charge statgahromec is sprayed
from either of two solvents: a) water without aceicid or buffer, or b) water buffered with
ammonium acetate (2 mM, pH ~ 7). These cytochroimas are then measured without
ion/ion reaction, and the results are comparetided obtained by charge reduction reactions
of more highly charged ions from water/acetic aotutions.

Figure 5 compares cross section distributionsdos iin various charge states,
prepared either by ion/ion reaction or by ESI disecFirst, consider the results for the 7+
and 6+ charge states. For 7+ ions made by ioméaction, two broad mobility peaks are

seen with about the same average cross sectiorekatide abundances, regardless of
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whether the ions started as 9+ or 8+. For theoris made directly by ESI, two mobility
peaks are also seen, but the cross sections &eedif the ions from water are more
elongated, the ions from ammonium acetate buffenasre compact, compared to the 7+
ions made by ion/ion reaction. A similar trendgéen for the 6+ ions; here the elongated
conformers are more abundant when the 6+ ions aderny ion/ion reaction than directly
by ESI.

For cytochrome 5+, the ions made by ion/ion reaction have a singbbility peak at
lower cross section than the ions from water diydmiit a little higher cross section than the
5+ ions from ammonium acetate buffer. This singtebility peak gets narrower for the 4+
ions and approaches values ~ 9G0dk the ions from ammonium acetate, a value géiyera
considered to be typical of compact forms. For3hend 4+ ions made from water, the
cross section of the main mobility peak is larget, 100 X.

There is also some interesting information from-awundance mobility peaks. For
the 4+ ions made directly by ESI, from either wateammonium acetate, small but
measurable amounts of conformers at even smatles @ection are observed, in broad
agreement with some previous measurements on ¢gioelt, e. g., Figure 6 of reference
[45] The 5+ ions from water also have a smallrbeasurable amount of larger conformer(s)
at ~1400 &; these conformer(s) are not seen when the 5+amnmade either by ion/ion
reaction of from ammonium acetate.

Thus, the mobility spectra can differ dependingtmorigin of the ions, particularly
for intermediate charge states like those studezd that have various accessible conformers.
This observation is relevant to several importasties. How much of the original solution
structure is retained in the gas-phase ions obdemnvihese and other ESI experiments? [10,
11, 47] If ions made by ESI in moderate or highrge states are trapped and reacted down
to lower charge states, do they go back into condbions like those in the original solution?
The apparatus and methodology described here beulded to help address these matters.

“Stepwise” Proton Transfer Reactions. For the ion/ion reactions described above,
a single instrument step is used, and the fill @attion times are varied to produce ions in
particular charge states. For example, a reattio® of ~50 ms converts the 8+ ions mainly

to 6+ and 5+, while making 2+ and 1+ ions requiezction for ~100 ms.



150

These reactions can also be done in successivarmettal steps. The reaction can
be stopped at a desired pair of charge stateshandcontinued as desired. For example,
positive ions in the 8+ and 9+ charge states aredtn the ion trap, and much smaller
amounts of negative PDCH ions are injected, PBCH ions are added for fill times of only
~10 ms. The ion/ion reaction is allowed to proced-60 ms; cytochrome ¢ 7+ and 8+ ions
result. Another 10 ms batch of PDCH ions are adtierlreaction is continued for another
50 ms, and the cytochronsgons 7+ and 8+ ions are converted to 6+ and 7+.

These sequential reactions can be continued to maken any pair of adjacent
charge states down to 3+ and 2+.[38] For eachumsntal step, careful control of the
reaction time and reagent amount in the trap resultemoval of only one charge. This
method is an alternative to ion parking [48] to @mte the yield of ions in a particular charge
state. The advantage is that it can avoid thesaamflal heating that could accompany the
excitation step in ion parking, which may inducafoemation changes in the protein ions.
The mobility spectra of these ions made by thispstise” scheme are similar to those
obtained from ions made “all at once”. [39]

Effect of Methanol on Charge State and Conformatiorof lons Made by lon/lon
Reaction. Even if the ions generated by ESI are solvent-fiteey may still retain some
aspects of their conformation(s) in the originduson. For example, Breuker and co-
workers [31, 32] report simulations that indicdtattcytochrome unfolds partially soon
after the solvent is removed, but that the gas@hass still have some of the structural
components of the original folded protein. Theafioharge states of the ions, and
presumably their eventual gas-phase conformataarspbe manipulated to some extent by
changing solvent conditions. For ubiquitin fromtarawvith 1% acetic acid, the more
compact conformations observed are more abundantftn ubiquitin ions formed from
50/50 water/methanol solution with 1% acetic adid][

To study the effect of initial solution conditionn the folding process induced by
ion/ion reaction, cytochromein 50/50 water/methanol solution with 1% aceticlas
sprayed. This solvent produces ions in higherahdharge states (16+ to 9+), as expected
(Figure 6a) [39]. These highly charged ions ymlhle mobility peaks, again as expected if

electrostatic repulsion keeps the ions unfoldexh/ibn reaction with PDCH negative ions
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for various times converts these ions to charges#t+ to 2+, with cross section
distributions shown in Figure 6b. The same trendhdigure 4 is found; the cytochroroe
ions fold to more compact conformations as chaagesemoved.

For these results, a lower injection voltage (-50MWds used on the entrance to the
drift tube to prevent fragmentation of the cytoecheoc ions in high charge states. Therefore,
cross section plots for the 9+ to 2+ charge stiégined at -50 V from $D/acetic acid are
also shown (Figure 6¢). Comparison of Figuresrib&c shows that, as charge state is
reduced, the ions generally fold to similar confatimns even when they start in very high
charge states. For example, the 4+ ions in Fighree§jan as 9+ to 16+ but have a similar
distribution of cross section as the 4+ ions inuFgg6c, which began as 8+ and 9+. Open
conformers are moderately more abundant for th&¥-&and 9+ ions made from the more
highly charged reactants (compare Figures 6b apdAlso, the cross section distribution
plots obtained for 8+, 9+ ions and their produttarainjection voltage of -50 V (Figure 6c)

are not greatly different from those obtained &0-Y (Figure 4).

Folding Transitions of Cytochromec lons Induced by Gas-Phase Ion/lon
Reaction. From all the results discussed above, some gecanalusions are:
a) reduction of the charge state via ion/ion reactian induce folding of the ions, b) changes
in folding of the elongated ions follow a similaathway as that of the ions with partially
folded structures,
c) ions in low charge states made by ion/ion reastiold to similar conformations
independent of their initial charge state,
d) for product ions in intermediate charge stasest¢ 8+), the distribution of conformers
observed after ion/ion reaction depends somewhé#t@nharge state of the reactant
cytochrome c ions.
e) the ions expand slightly as charge state isoed from 5+ to 1+, and
f) some partially unfolded conformers survive evdren the ions are injected into the drift
tube with high kinetic energies.

Starting with ions in high charge states that arfelded in the trap, then reducing

charge state via ion/ion reaction, is one way tuge and study folding changes in the ions.
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The observation that folding in the gas phase gielthformers of similar abundance and
cross section regardless of the initial conforrradiad charge state of the ions indicates these
various ions fold via similar pathways. Dill [S0¢scribes protein folding mechanisms
pictorially by “folding funnels” of several possékhapes; different conformers funnel into
the native state finally. Our observations fit hiisgged energy landscape” model [50], which
is a bumpy funnel with kinetic traps, energy basj@nd some narrow pathways through to
the native state. Our research [26] and alsoftbat Clemmer’s lab [12] shows that the
observed abundances of some conformers can beeathaagily by increasing the injection
energy, but some conformations remain very stag$pite this heating process. The stable
conformations represent the valleys in the bumidirig funnel.

Our observations are also consistent with otheictieps of protein folding, i.e.,
Englander’'s mechanism of folding through predetaadipathways with optional folding
errors [34]. Specifically, Englander [51] find$raisfolded” intermediate state in H/D
exchange studies of cytochrome c that could beognak to a “bump” in the funnel in the

viewpoint described by Dill [50].

CONCLUSION

Gas-phase ion-ion reactions combined with IM measents provide a new way to
study conformation changes in protein ions. Exaiie processes like these multiple proton
transfer reactions might be expected to simply teatons and unfold them [52]. However
the collisions with the bath gas in the 3-D trapldbe ions, [53] so folded protein ions stay
folded after proton transfer reaction. Thus, iomfieactions can be performed while the ions
remain in, or perhaps re-fold into, biologicallyeresting conformations.

The ion conformations formed via charge reductmarctions at relatively low
pressure inside the ion trap could also be comparétbse formed from ion/molecule
reactions with neutral base gases in the ESI ioncgg using reactions described by Zenobi
[54, 55]. This experiment could probe the timaarie over which ions liberated by ESI
assume their final conformations, which is impottanthe key issue of whether the
conformations of the ions produced by ESI resertiinee in the solution [10, 31, 32, 47].
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In addition to the charge reduction reactions dbedrhere, this three source-ion
trap-IM-TOFMS should facilitate other ion/ion reiact studies pertinent to bioanalysis. The
identity and amount of reagent ion and the readiimor can be controlled over wide ranges.
Other reactions such as ETD [17, 18], metal addliftz®], and some sequential reactions
(e.g., ETD followed by charge reduction to simplifgsignment of the ETD fragments)

should be possible.

The time progression of kinetic processes that ghaither the m/z value or the
conformation of the ions should be measurablegamstlfor processes that occur on time
scales long compared to the duration of the measne(~ 1 s). The possibility of
deliberately inducing unfolding and measuringiitset duration with resolution of a few ps
[26] is intriguing. It should also be possibletduce folding processes with some time
resolution by starting with unfolded ions in a higlarge state and reducing the charge, then
terminating the ion/ion reaction quickly, with selgsient measurement of conformation by

IMS. These and other studies are underway inahorhtory.

ACKNOLEDGEMENTS

This work was funded by a grant from the Vice Psivfor Research, lowa State
University. QZ and MS acknowledge the Conoco-Risll-ellowship (lowa State University,
2006-2007 and 2007-2008) for financial support. &lk® acknowledges the GAANN
Fellowship (lowa State University, 2008) and thdrver A. and Mary K. Fassel Fellowship
(lowa State University, 2006-2007). We thank KatlBreuker for suggesting one
mechanism to explain the observed expansion abtieat very low charge states. We also

thank the three reviewers for helpful comments.



154

REFERENCES

1. Hoaglund, C. S.; Valentine, S. J.; SporledeRCReilly, J. P.; Clemmer, D. E.
Three-Dimensional lon Mobility TOFMS Analysis ofd€trosprayed Biomolecule&nal.
Chem. 1998,70, 2236-2242.

2. Clemmer, D. E.; Hudgins, R. R.; Jarrold, M. fakld Protein Conformations -
Cytochromec in the Gas-Phasd. Am. Chem. Soc. 1995,117, 10141-10142.

3. Clemmer, D. E.; Jarrold, M. F. lon Mobility Measements and Their Applications to
Clusters and Biomoleculed.Mass Spectrom. 1997,32, 577-592.

4. Bohrer, B. C.; Merenbloom, S. I.; Koeniger, S.Hilderbrand, A. E.; Clemmer, D.
E. Biomolecule Analysis by lon Mobility SpectrometAnnu. Rev. Anal. Chem. 2008,Vol.

1, 293-327.

5. Robinson, E. W.; Williams, E. R. Multidimensidr&eparations of Ubiquitin
Conformers in the Gas Phase: Relating lon Crossddsdo H/D Exchange Measurements.
J. Am. Soc. Mass Spectrom. 2005,16, 1427-1437.

6. Wood, T. D.; Chorush, R. A.; Wampler, F. M.;tlat D. P.; O'Connor, P. B;
McLafferty, F. W. Gas-Phase Folding and UnfoldifigCgtochromec Cations.Proc. Natl.
Acad. Sci. U.SA. 1995,92, 2451-2454.

7. Freitas, M. A.; Hendrickson, C. L.; Emmett, M; Rlarshall, A. G. Gas-Phase
Bovine Ubiquitin Cation Conformations Resolved bgs3Phase Hydrogen/Deuterium
Exchange Rate and Extehtt. J. Mass Spectrom. 1999,187, 565-575.

8. Cassady, C. J.; Carr, S. R. Elucidation of Isoerf&tructures for Ubiquitin [M+12H]
(12+) lons Produced by Electrospray lonization MagectrometryJ. Mass Spectrom. 1996,
31, 247-254.

9. Freitas, M. A.; Hendrickson, C. L.; Marshall, @. Correlation between Solution and
Gas-Phase Protein Conformation: H/D Exchange, IR\V#d ESI FT-ICR MSProc. SPIE-
Int. Soc. Opt. Eng. 2000,3926, 61-68.

10. Breuker, K.; McLafferty, F. W. The Thermal Utding of Native Cytochrome in
the Transition from Solution to Gas Phase ProbeNdtye Electron Capture Dissociation.
Angew. Chem. Int. Edit. 2005,44, 4911-4914.

11. Breuker, K.; McLafferty, F. W. Native Electr@apture Dissociation for the
Structural Characterization of Noncovalent Intemat in Native Cytochrome Angew.
Chem. Int. Edit. 2003,42, 4900-4904.

12. Valentine, S. J.; Counterman, A. E.; Clemmer=DConformer-Dependent Proton-
Transfer Reactions of Ubiquitin lonk.Am. Soc. Mass Spectrom. 1997,8, 954-961.

13. Stephenson, J. L.; McLuckey, S. A.; Reid, GVEells, J. M.; Bundy, J. L. lon/lon
Chemistry as a Top-Down Approach for Protein AnialySurr. Opin. Biotechnol. 2002,13,
57-64.

14. Stephenson, J. L.; McLuckey, S. A. Simplifioatof Product lon Spectra Derived
from Multiply Charged Parent lons Via lon/lon Cheitny. Anal. Chem. 1998,70, 3533-
3544,

15. Breuker, K.; Oh, H. B.; Lin, C.; Carpenter,8; McLafferty, F. W. Nonergodic and
Conformational Control of the Electron Capture Digation of Protein Cation®roc. Natl.
Acad. Sci. U.SA. 2004,101, 14011-14016.



155

16. Ge, Y.; Lawhorn, B. G.; EINaggar, M.; Strauss,Park, J. H.; Begley, T. P.;
McLafferty, F. W. Top Down Characterization of Lardg’roteins (45 KDa) by Electron
Capture Dissociation Mass SpectromeftyAm. Chem. Soc. 2002,124, 672-678.

17. Syka, J. E. P.; Coon, J. J.; Schroeder, Mshlabanowitz, J.; Hunt, D. F. Peptide and
Protein Sequence Analysis by Electron Transferd2ission Mass Spectrometryroc. Natl.
Acad. Sci. U.SA. 2004,101, 9528-9533.

18. Pitteri, S. J.; Chrisman, P. A.; Hogan, J. McLuckey, S. A. Electron Transfer
lon/lon Reactions in a Three-Dimensional QuadrupateTrap: Reactions of Doubly and
Triply Protonated Peptides with SO2nal. Chem. 2005,77, 1831-1839.

19. Chrisman, P. A.; Pitteri, S. J.; Hogan, J. McLuckey, S. A. SO2- Electron Transfer
lon/lon Reactions with Disulfide Linked Polypeptittss.J. Am. Soc. Mass Spectrom. 2005,
16, 1020-1030.

20. Badman, E. R.; Hoaglund-Hyzer, C. S.; Clemmei. Dissociation of Different
Conformations of Ubiquitin lonsl. Am. Soc. Mass Spectrom. 2002,13, 719-723.

21. Myung, S.; Badman, E. R.; Lee, Y. J.; Clemrer:. Structural Transitions of
Electrosprayed Ubiquitin lons Stored in an lon Toapr Similar to 10 ms to 30 &.Phys.
Chem. A 2002,106, 9976-9982.

22. Badman, E. R.; Myung, S.; Clemmer, D. E. Evatefor Unfolding and Refolding of
Gas-Phase Cytochrongdons in a Paul Trapl. Am. Soc. Mass Spectrom. 2005,16, 1493-
1497.

23. Badman, E. R.; Hoaglund-Hyzer, C. S.; ClemmeiE. Monitoring Structural
Changes of Proteins in an lon Trap over ~10 to 280 bnfolding Transitions in
Cytochromec lons.Anal. Chem. 2001,73, 6000-6007.

24. Koeniger, S. L.; Merenbloom, S. I.; Clemmer B Evidence for Many Resolvable
Structures within Conformation Types of Electrogc Ubiquitin lonsJ. Phys. Chem. B
2006,110, 7017-7021.

25. Koeniger, S. L.; Merenbloom, S. |.; Sevugarafan Clemmer, D. E. Transfer of
Structural Elements from Compact to Extended Siatéksolvated Ubiquitind. Am. Chem.
Soc. 2006,128, 11713-11719.

26. Zhao, Q.; Soyk, M. W.; Schieffer, G. M.; Fuhn€r; Gonin, M.; Houk, R. S.;
Badman, E. R. An lon Trap-lon Mobility-Time of HigMass Spectrometer with Three lon
Sources for lon/lon Reactions.Am. Soc. Mass Spectrom. 2009,20, 1549-1561.

27. Badman, E. R.; Schieffer, G. M.; Soyk, M.; Zh@o; Anderson, T. J. An ESI-lon
Trap-lon Mobility-g-TOF to Study lon-lon ReactiongIntact Biopolymers. Proceedings of
the 53rd ASMS Conference on Mass Spectrometry dlieldAI opics;San Antonio, TX June
6-9, 2005.

28. Valentine, S. J.; Clemmer, D. E. H/D Exchangedls of Shape-Resolved
Cytochromec Conformers in the Gas PhadeAm. Chem. Soc. 1997,119, 3558-3566.

29. Englander, S. W.; Sosnick, T. R.; Mayne, L.&htilerman, M.; Qi, P. X.; Bai, Y. W.
Fast and Slow Folding in CytochroraeAccounts Chem. Res. 1998,31, 737-744.

30. McLafferty, F. W.; Guan, Z. Q.; Haupts, U.; Wihd. D.; Kelleher, N. L. Gaseous
Conformational Structures of Cytochromel. Am. Chem. Soc. 1998,120, 4732-4740.

31. Steinberg, M. Z.; Breuker, K.; Elber, R.; Getlie. B. The Dynamics of Water
Evaporation from Partially Solvated Cytochromim the Gas PhasBhys. Chem. Chem.

Phys. 2007,9, 4690-4697.



156

32. Steinberg, M. Z.; Elber, R.; McLafferty, F. VGerber, R. B.; Breuker, K. Early
Structural Evolution of Native Cytochroneeafter Solvent RemovaChemBioChem 2008,9,
2417-2423.

33. Hoang, L.; Maity, H.; Krishna, M. M. G.; Lin,.YEnglander, S. W. Folding Units
Govern the CytochromeAlkaline TransitionJ. Mol. Biol. 2003,331, 37-43.

34. Krishna, M. M. G.; Englander, S. W. A Unifiedekhanism for Protein Folding:
Predetermined Pathways with Optional Erré¥otein Sci. 2007,16, 449-464.

35. Krishna, M. M. G.; Lin, Y.; Rumbley, J. N.; Hagder, S. W. Cooperative Omega
Loops in Cytochrome: Role in Folding and Functiod. Mol. Biol. 2003,331, 29-36.

36. Maity, H.; Rumbley, J. N.; Englander, S. W. Etimnal Role of a Protein Foldon - an
Omega-Loop Foldon Controls the Alkaline Transitiorrerricytochromee. Proteins Struc.
Func. Bioinform. 2006,63, 349-355.

37. McLuckey, S. A.; Glish, G. L.; Asano, K. G.;&ut, B. C. Atmospheric Sampling
Glow-Discharge lonization Source for the Determorabf Trace Organic-Compounds in
Ambient Air. Anal. Chem. 1988,60, 2220-2227.

38. Soyk, M. W.; Zhao, Q.; Houk, R. S.; BadmanREA Linear lon Trap Mass
Spectrometer with Versatile Control and Data Actjois for lon/lon Reactions]. Am. Soc.
Mass Spectrom. 2008,19, 1821-1831.

39. Zhao, Q. Development of lon Mobility Mass Spewgtetry Coupled with lon/lon
Reactions: Instrumentation and Applications fort€iroAnalysis. lowa State University
Chapter 2 & 3.

40. Dugourd, P.; Hudgins, R. R.; Clemmer, D. Etrald, M. F. High-Resolution lon
Mobility MeasurementsRev. Sci. Instrum. 1997,68, 1122-1129.

41. McLuckey, S. A. Recent Developments in lon/@memistry for Bioanalysis.
Federation of Analytical Chemistry and Spectrosc8pyieties Conferenc&emphis, TN
2007,

42. Zhao, Q. Development of lon Mobility Mass Spectetry Coupled with lon/lon
Reactions: Instrumentation and Applications fort€iroAnalysis. lowa State University
Chapter 3.

43. Stephenson, J. L.; VanBerkel, G. J.; McLucl&yA. lon-lon Proton Transfer
Reactions of Bio-lons Involving Noncovalent Intdrans: HolomyoglobinJ. Am. Soc. Mass
Spoectrom. 1997,8, 637-644.

44. Chrisman, P. A.; Newton, K. A.; Reid, G. E.; \¥eJ. M.; McLuckey, S. A. Loss of
Charged Versus Neutral Heme from Gaseous Holompaglons.Rapid Commun. Mass
Spectrom. 2001,15, 2334-2340.

45, Shelimov, K. B.; Clemmer, D. E.; Hudgins, R; Jarrold, M. F. Protein Structure in
Vacuo: Gas-Phase Conformations of BPTI and Cytauk® J. Am. Chem. Soc. 1997,119,
2240-2248.

46. Mason, E. A.; McDaniel, E. W. fransport Properties of lons in Gases, John Wiley
& Sons: New York, 1988, pp 86-91.

47. Breuker, K.; McLafferty, F. W. Stepwise Evoturtiof Protein Native Structure with
Electrospray into the Gas Phase‘#to 10° s. Proc. Natl. Acad. Sci. U.SA. 2008,105,
18145-18152.

48. McLuckey, S. A.; Reid, G. E.; Wells, J. M. IBarking During lon/lon Reactions in
Electrodynamic lon Trap#nal. Chem. 2002,74, 336-346.



157

49. Li, J. W.; Taraszka, J. A.; Counterman, A.@emmer, D. E. Influence of Solvent
Composition and Capillary Temperature on the Canédirons of Electrosprayed lons:
Unfolding of Compact Ubiquitin Conformers from Pdeunative and Denatured Solutions.
Int. J. Mass Spectrom. 1999,187, 37-47.

50. Dill, K. A.; Chan, H. S. From Levinthal to Patays to FunneldNature Sruc. Biol.
1997,4, 10-19.

51. Maity, H.; Maity, M.; Englander, S. W. How Cgtoromec Folds, and Why:
Submolecular Foldon Units and Their Stepwise SetipieBtabilization.J. Mol. Biol. 2004,
343, 223-233.

52. Stephenson, J. L.; McLuckey, S. A. lon/lon Reas in the Gas Phase: Proton
Transfer Reactions Involving Multiply-Charged ProgeJ. Am. Chem. Soc. 1996,118,
7390-7397.

53. Wells, J. M.; Chrisman, P. A.; McLuckey, S.Farmation and Characterization of
Protein-Protein Complexes in Vacub Am. Chem. Soc. 2003,125, 7238-7249.

54. Touboul, D.; Jecklin, M. C.; Zenobi, R. RapmléPrecise Measurements of Gas-
Phase Basicity of Peptides and Proteins at AtmagpReessure by Electrosonic Spray
lonization-Mass Spectrometry. Phys. Chem. B 2007,111, 11629-11631.

55.  Touboul, D.; Jecklin, M. C.; Zenobi, R. Invegstiion of Deprotonation Reactions on
Globular and Denatured Proteins at Atmosphericdaresby ESSI-MSJ. Am. Soc. Mass
Spoectrom. 2008,19, 455-466.

56. Newton, K. A.; McLuckey, S. A. Gas-Phase Pegiidotein Cationizing Agent
Switching Via lon/lon Reactions. Am. Chem. Soc. 2003,125, 12404-12405.



158

TABLE
Table 1) Average cross-sections for cytochranuans in different charge states

Cross Sectionsif)

Charge Measured in Present Work Literature Values
State From 9+ From 8+ Shelimov [45] Badman [23]
o+ 1975 1964
2215
8+ 1468 1709 1250 1260
1715 1900 1702, 1845 1477, 1709
2061 1854, 2071
7+ 1493 1488 1247, 1620, 1257, 1426, 1629
1708 1704 1785, 2007 1792, 2018
6+ 1179 1085 1244, 1254
1364 1359 1393, 1602 1400, 1611
5+ 974 970 1196, 1205
1340 1352
4+ 1015 1069 1153 1160
3+ 1073 1071 1139 1150
2+ 1055 1134

1+ 1138 1135
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Figure 1) Cross-section distributions for cytochean8+ ions at different injection voltage
into the drift tube.
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Figure 2) Nested 3-D IM-TOF mass spectrum ofiBDcytochromec in water with 1%
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right, respectively. The extracted IM spectra fgilochromec 8+ and 9+ ions are displayed
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Figure 4) Distribution of cross sections for cytomiec ions in each charge state. For the
plots at the left, the cytochronegons were initially in the 8+ state; ion/ion reacttime was
50 ms to go to 4+ and 110 ms to go to 1+. The qibis are for charge reduction of 9+
cytochrome c ions for 40 ms to go to 4+ and 80@gotto 1+.

Figure 5) Distribution of cross sections for cytominec ions in charge states 7+ to 4+. The
ions are either made by ion/ion reaction from theB8+ species in the ion trap, or observed
directly by ESI from either water or aqueous amraoonacetate buffer. For the 5+ ions, the
asterisks denote an unusual “open” conformer sagnwhen these ions are made directly
by ESI, not by ion/ion reaction. (see next page)
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Figure 6) Distribution of cross section for cytootmec ions obtained with -50 V on drift
tube entrance. Red or gray lines have been addeiDa and 2000 Zfor comparison.:

a) cross sections of ions produced directly by f&8h 50% MeOH/HO with 1% acetic
acid.

b) cross sections of ions produced by ion/ion feaatf cytochromes +9 to +16 from 50%
MeOH/H,O with 1% acetic acid.

c) cross sections of cytochrome ¢ +8 and +9 iom® firtb,O with 1% acetic acid and ion/ion
reaction products for comparison.
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ABSTRACT

Colloidal graphite is a promising matrix for atmbspic pressure laser
desorption/ionization mass spectrometry. Intactfl{f and [M-H] ions are readily produced
from a wide range of small molecule plant metabslparticularly anthocyanins, fatty acids,
lipids, glycerides, and ceramides. Compared t@meertraditional organic acid matrix,
colloidal graphite provides more efficient ionizatifor small hydrophobic molecules and has
a much cleaner background spectrum, especiallggative ion mode. Some important
metabolites, e.g., fatty acids and glycosylateddieids, can be observed fradnabidopsis
thaliana leaf and flower petal tissu@ssitu.

INTRODUCTION

Since its development? matrix-assisted laser desorption/ionization (MA)LBé&s
become an invaluable tool for the analysis of gdarumber of biological molecules
including proteins;® peptides’ ° oligonucleotideSand oligosaccharidés? MALDI-MS
techniques have been applied to study numerousgdicall functions including protein-
protein interaction&® and bio-marker discovery. MALDI has also become a popular
method for imaging mass spectrometry (IMS§ of biological tissues. For spatial imaging
analysis a MALDI matrix can be sprayed onto theues a series of micro-droplets can be

applied to the sample, or both methods can be graglon the same samgfe.

The most popular matrices for MALDI experiments ééeen organic acid
compounds, such ascyano-4-hydroxycinnamic acid, 2,5-dihydroxybenzaetd (DHB), as
well as other organic acid&.}” Organic acid matrices readily generate intaoglgicharged
protein and peptide ions, but like any analytieghinique have some limitations for other
analytes. Generally, ionization of the analyte iAINDI is best if the analyte and matrix co-
crystallize. The amount of co-crystallization esriwith the hydrophobicity of the analyte
molecules; more hydrophilic analyte molecules uguad-crystallize better. A variety of
sample preparation methods have been developedrease the successfulness of MALDI

methods for hydrophobic proteins, such as varyemgperature during the co-crystallization
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sted® and using organic solvent mixtures to facilitdte analyte/matrix co-crystallizatidf.

20 The crystalline structure of the organic acidsistimes causes spatial inhomogeneities in
the resulting layer of solid matrfX. For imaging experiments, spatial homogeneity is
extremely important for quality mass spectral insadée use of organic acids as matrices
also generates many background ions atriézwalues, which often overlap with analyte

ions from small analyte molecul&s.

A variety of methods have been developed to oveectirase limitations. Room
temperature molten salts, or ionic liquids, haverbesed as matrices and provide more
homogeneous signal compared to traditional MALDtrinas® lonic liquids have also been
used to improve the ionization efficiencies of samaecules, such as glycosaminoglycan
disaccharide® Atmospheric pressure infrared MALDI using concanttwater as a matrix
has been used to image plant metaboft€§The native water matrix produces a cleaner
background spectrum, as no additional matrix isireg. Using this technique, Vertes and
coworkers were able to image sucrose, glucosetosacand citric acid from strawberry skin
sample<® They were also able to identify over 50 plantabetites from a variety of plant
tissues, including potato tubers, onion storagk eaite lily flower petal, and a section of an
almond kernel. Several metabolites in a white(lljium candidum) flower petal were also

imaged spatially®

Various nanomaterials have been used as alterregteods for MALDI experiments.
Silver nanoparticles were used as a matrix in taserassisted laser desorption/ionization
experiments to ionize estrogen molecdfe€olloidal Ag was used as a matrix for LDI-IMS
experiments which monitored the spatial distributod metabolites irabidopsis thaliana
plant tissué€® Gold nanoparticles have been used to analyze $ioafiolecules using visible

lasers?®

Graphite has been used in various forms as a nfatrbDI-MS experiments>°
Sunner et al. used graphite for surface-assissent esorption ionization of peptides and
proteins from liquid solution¥. Zenobi et al. used graphite/liquid mixtures tocssfully
ionize several types of molecules including praepeptides, polysaccharides, and

polymers®! Graphite was incorporated into a thin layer chrmgeaphy (TLC) plate and
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used as matrix for LD{? Graphite-assisted laser desorption/ionization (BAlwas also
used to study light-induced aging in tri-terpenendar and mastic varnish&s Low
molecular weight polymers were analyzed on a gtagdlate by LDI-MS without an
additional matrix* GALDI also effectively ionized fatty acid molecsléom triglycerides,

food, and phospholipid sampl&s.

Most of the above experiments with graphite weneedeith the sample stage at high
vacuum, 1d torr or less. Recently, Yeung and co-workers usglididal graphite to ionize
and image small molecules with the sample at in¢eliate pressures (100 to 200 mT4fr).
37 With colloidal graphite, small hydrophobic analytwere analyzed with a greater
efficiency than traditional organic acid MALDI mates. It was shown previously that polar
phospatidyl choline and sphingomyelins suppressedignal from other less-polar lipids
within a sample using MALDI-M$? This was not the case using colloidal graphite-LDI
MS.*® Colloidal graphite also provides a simple sangpéparation procedure that provides
very homogeneous sample coverage. This GALDI metvelable to successfully ionize a
variety of compounds, including phospholipids, beosides, phospatidylcholines, and
sulfatides® fatty acids, organic acids, flavonoids, and olamharides’ Cha et al. also
used colloidal graphite to image plant metabolitestu from the tissue of various parts of

the Arabidopsis thaliana plant>°

This paper describes initial experiments showirggetiectiveness of colloidal graphite LDI-
MS at atmospheric pressure. The advantages anesigd merit of this technique described
above are maintained at the elevated pressure. &enhjo reduced pressure LDI,
atmospheric pressure LDI-MS and IMS experimentsgisolloidal graphite should offer
higher sample throughput and could perhaps be dpedlto allow molecular imaging on

living tissues.
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EXPERIMENTAL

Samples- Standards, MALDI matrices, and solvents used warehased from
Fisher Scientific (Fairlawn, NJ). Total brain lipextract was purchased by Avanti Polar
Lipids Inc. (Alabaster, AL) The colloidal graphite 2-propanol (IPA) and heptane aerosol
spray (Aerodag G®) was purchased from Achesono@sl(Port Huron, Ml). The
Arabidopsis thaliana wild type plant samples were provided by Basil®gu, lowa State

University.

Sample Preparation— For the analysis of standards, 2 or 3 pL ofddeth solutions
were pipetted onto the stainless steel sample plateallowed to air dry. All sample loadings
were 20 to 50 ng, except stearic acid in which §@fithe sample was deposited.
Anthocyanin standards were dissolved in methadlodtlaer standards and extracts were
dissolved in chloroform. Spotting of 3 puL (methframd 2 pL(chloroform) was more than
enough to cause the sample to spread out to dogamtire sampling area (circular, ~3 mm
diameter) before drying. Taking into account theeading of the sample and the laser spot
size (200 um), the actual amount of analyte thaampled by the laser is much less than the
sample loading values. Colloidal graphite was thgrayed onto the sample plates over the
dried residues in three 5 second bursts from antist of approximately 20 cm. The sprayed

samples were air dried for 5 minutes.

Plant tissue samples were attached to the staisiesssample plates via conducting
double sided tape. Colloidal graphite in IPA wasaged in the same manner as the standard

samples.

For comparison and setup purposes, a few convetMALDI samples were
prepared by making a 1:1 by volume analyte-to-maolution, pipetting 3 pL of the 1:1
mixture onto the sample plate, followed by air-dgyfor 30 minutes. The matrix solution was
a saturated solution of DHB in 50/50% (% v/\v)QGHacetonitrile with 0.1 % trifluoroacetic

acid.
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Laser —A solid state Nd:YAG laser (LSX-100, Cetac Techmuds, Omaha, NE)
guadrupled to a wavelength of 266 nm was usedchfsd experiments. This laser was
originally designed for the high pulse energiesmally used for laser ablation - inductively
coupled plasma - mass spectrometry. Operatingittons of the laser were: repetition rate 20
Hz, initial pulse energy 800 uJ, spot size 200 pameéter. The pulse energy was attenuated
to approximately 200 pJ by placing neutral denidlitgrs (ThorLabs, Newton, NJ) in the path
of the beam. The incident angle of the laser beata the sample was approximately 25°

from the sample surface.

Mass Spectrometer An LCQ Advantage 3D ion trap mass spectrométbe(mo
Finnigan, Bremen, Germany) was used for these expats. The atmospheric pressure
chemical ionization (APCI) source designed for osehe LCQ advantage was modified to
hold a stainless steel sample plate. The samate plas placed orthogonal to the MS heated
capillary inlet at a distance of 4 mm. For po&tigns the sample plate voltage was +250 to
+1000 volts for colloidal graphite or +2000 to +3@dlts for MALDI with DHB matrix.

These values were chosen to maximize signal; thgesacited represent the day-to-day
variation of the optimum values. Similar voltagé®pposite polarity were used for negative
ions. The automatic gain control of the mass spewtter was turned off; instead injection
times of 100 to 250 ms were used. The figurestandards and extracts represent one mass
spectrum (one microscan) and are not averagedgldsiaser repetition rate of 20 Hz, the
spectra are produced from a maximum of 2-5 lasaissffhe mass spectra for the plant tissue
samples are the average of 10 mass spectra (10soarrs) with injection times of 250 ms
(maximum 50 laser shots). The ion trap functionsawt synchronized to the laser pulses.
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RESULTS AND DISCUSSION

Analysis of Standards— Standards were analyzed for the initial detertioneof the
effectiveness of colloidal graphite for desorptamd ionization of typical plant metabolite
molecules at atmospheric pressure. The same dallgraphite coating can be used in either
positive or negative ion modes. The mass spegtrparticular compounds from the general
classes ceramides (Fig 1a), phospatidylcholines 1B), and glycerols (Fig 1¢) show mainly
intact protonated ions in positive mode. The origi the [M+H] ions is interesting. There is
no proton donor added to the graphite, as in canweasd MALDI. Perhaps there are such
impurities in the graphite, or proton donating magons like H(HO)," clusters in the air
through which the ions pass. The mass spectreofopounds from the anthocyanin (Fig. 2a
and 2b) and fatty acid (Fig. 2c) classes show malaprotonated [M-HJions in negative

mode.

The background spectra for colloidal graphite expents are relatively clean when an
appropriate laser energy is used. If the laserggns too high, a variety of background ions
can be seen which are most likely carbon clustes weated from the graphite its&lfThe
peaks atn/z 675 (Fig. 1b) andvz 373 (Fig. 1c) are attributed to unknown contamisam the

standard samples.

[M-H] " ions from the anthocyanin isomers morin (Fig. @& quercetin (Fig. 2b) are
isobaric but can be distinguished using tandem sR&strometric techniques (Fig. 3). The
diagnostic fragment ion for flavonoid molecuféts observed atvz 151 in both spectra. The
diagnostic fragment for morth m/'z 149, and the diagnostic fragment ion for queré@timn/z
179, are both observed from the respective [M+d1][M-H] ions3° All spectra show

reasonable signal to noise ratios.

The most prominent peaks in all mass spectra aratact [M+H] or [M-H] ions,
providing evidence that the use of colloidal gragtor AP-LDI-MS experiments is a soft
ionization technique. The mass spectrum of 24r@ro@le (Fig. 1a) does show a peaknét
633, which corresponds to the loss egHragment from [M+H]. Other LDI-MS spectra of

24:0 ceramide taken with the source at intermegiegesure (170 mtorr) show mainly
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[M+Na-H,0]" and [M+Na], with little or no [M+H]" ion** Others have observed less

fragmentation for LDI at atmospheric pressure camgpao reduced pressure sourtes.

The advantages of using colloidal graphite ovetiti@mal MALDI matrices can be
seen by comparing the LDI mass spectra for a btah lipid extract coated with colloidal
graphite (Fig. 4a) or DHB (Fig. 4b). All of thegdes from this mixture are less abundant,
and some are barely seen, using DHB as a matiis i3 especially apparent in théz
range 400 to 550, where most of the ions detegtembloidal graphite LDI-MS are not
observed in the MALDI mass spectrum. The speci@acentrations in the total brain lipid
extract are 16.7% phosphatidylethanolamine, 10.6&sphatidylserine, 9.6%
phosphatidylcholine, 2.8% phosphatidic acid, 1@8sphatidylinositol, and 58.7% other

compounds.

Possible classes of compounds detected in Figurel4de
phosphatidylethanolaminesyiz ~400 to 900), phosphatidylserines’f ~450 to 900),
phosphatidylcholines/z ~ 460 to 900), and phosphatidylinosital¥Z ~ 500 to 900).

These all contain non-polar fatty-acid chains whesging length and degrees of
unsaturation cause the wide range in molecular higignd subsequemiz values. These
hydrophobic molecules do not co-crystallize wite IHB matrix and therefore do not
desorb and/or ionize as efficiently as the molexdie when analyzed with colloidal graphite.
A similar effect was seen when usimgyano-4-hydroxycinnamic acid as the MALDI
matrix. It has been shown that a greater numb#pidfs from extracts could be identified

using colloidal graphite as a matrix rather thanED&d intermediate pressure MALEA.

Analysis of Plant Tissue- Two different types of plant tissue were analyied
determine if using colloidal graphite for LDI-MS gariments is sensitive enough for
measurement of plant metabolites at atmosphergspre. A leaf from aArabidopsis
thaliana wild type sample was analyzed and several peaks fatty acid molecules in the
cuticular wax are observed (Fig. 5). The analgéis flower petal from the same

Arabidopsis thaliana wild type sample displays several peaks that coatdespond to mono-
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glycoside flavonoid molecules (Fig. 6a) as weltasgeral diglycoside flavonoid molecules
(Fig. 6b). The compounds shown in the figuresi@eatified based on matches to mass
spectra from metabolites identified in this plaatple by MS/MS methods in previous

work 28 3°

CONCLUSIONS

This paper shows that colloidal graphite is anctive matrix for LDI-MS at
atmospheric pressure. The method is sensitivegintmuidentify at least some plant
metabolitesn situ and raises the possibility of performing molecutaaging mass spectral
analysis of plant tissues vivo. Better sensitivity would be welcome; possible ioygments
include pulsed dynamic focusing for ion extracttdm, counter-current Nlow,** and/or
addition of supplemental ionization techniques kkectrospray. Sensitivity improvements
would extend the range of compounds that can beuned and would facilitate use of
smaller laser spots to improve spatial resolutidrsoftware controlled translational stage to

move the sample stage during mass analysis willigeathe means for molecular imaging.
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Figure 1) Positive ion mass spectra of standaa)4:0 ceramide, 50 ng, b) 1,2-diacyl-sn-
glycerol-3-phosphocholine, 20 ng, and c) 1-olegydgtol, 20 ng.
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Figure 2
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Figure 2) Negative ion mass spectra of standaagisnorin, 20 ng, b) quercetin, 20 ng, and ¢)
stearic acid, 18 pg.
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Figure 3
6.0E+03 -

(a)

5.0E+03 [M-H]

4.0E+03

3.0E+03

Signal

2.0E+03
149 151

1.0E+03 n
0.0E+00 A ' A i LA.A_
100 125 150 175 200 225 250 275 300 325

m/z

8.0E+04

(b) 179
7.0E+04

6.0E+04
5.0E+04 -

4.0E+04

Signal

3.0E+04

149 Legss
2.0E+04

1.0E+04

0.0E+00 A " l —~— AL “—J\—M.

100 125 150 175 200 225 250 275 300 325

m/z

Figure 3) MS/MS spectra from [M-Hipns from standards of anthocyanin isomers a) mori
100 ng, and b) quercetin, 100 ng. The diagnostduyst ion for anthocyanin molecules is
m/z 151. See ref. 40 for structure of product ions.
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Figure 4) Mass spectra of total brain lipid exti@&® ng) using (a) colloidal graphite LDI and ®HB MALDI analysis. Note
the difference in the vertical scales of the twedia.
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Figure 5
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Figure 5) Mass spectrum Afabidopsisthaliana leaf using colloidal graphite LDI-MS in negativenimode. Possible molecular
identifications for peaks are/z 367 [M-H] C24 fatty acid - tetracosanoic aamz 395 [M-H] C26 fatty acid - octacosanoic acid,
m/z 423 [M-H] C28 fatty acid - hexacosanoic acid, and 451 [M-H] C30 fatty acid tricosanoic acid.
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Figure 6
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Figure 6) Mass spectra Afabidopsis thaliana flower petal using colloidal graphite in

negative ion mode. Possible molecular identifaratifor assigned peaks for (a) avez 431
[M-H]  Kaempferol-Rhamnosidey/z 461 [M-H] Isorhamnnetin-Rhamnosiaa’z 447 [M-
H] Kaempferol-Hexoside, aniVz 463 [M-H] Quercertin-Hexoside. Possible molecular

identifications for assigned peaks for (b) ave 577 [M-H] Kaempferol-Rhamnoside-
Rhamnosiden/z 593 [M-H] Kaempferol-Rhamnoside-Hexosid®/z 609 [M-H] Quercetin-

Rhamnoside-Hexoside, amilz 623 [M-H] Isorhamnetin-Rhamnoside-Hexoside.



