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What Is PCT?

PCT Is the application of cycling
high and low hydrostatic pressures
to a solid (tissue) or liquid (trypsin
digest) sample.
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PCT Sample Assembl

Cartridge

Microtube Cartridge
(6 or 8 tubes)




PCT Barocycler




How does PCT Work?

*Pressures between 29k-145k PSI
(2-10 kbar) denature protein
*\Water-water and protein-water

hydrogen bonds increase.
*Protein-protein hydrogen bonds
decrease.

Silva JL, Weber G. Annu Rev Phys Chem 1993; 44: 89.




How does PCT Work?

Hydrophobic groups exposed to water.

*\Water penetrates protein, increasing
Internal pressure.

Hydrogen bonds responsible for
secondary and tertiary structure of
protein destabllize.

Ruan K, Lange R, Bec N, Balny C. Biochem Biophys Res Commun
1997; 239: 150.




How does PCT Work?
Non-native salt bridges,

hydrophobic, and electrostatic
Interactions disrupted

—Electrostatic replusions
INncrease.

—Repulsions favor unfolding.

Balny C. Journal of Physics: Condensed Matter 2004; 16: S1245.




PCT and Trypsin Digest

e Pressures >35k PSI(2.4 kbar) will
denature trypsin.
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PCT Applications

e Direct protein extraction
from tissue

e Trypsin digest




Example of PCT Protein Extraction

from Tissue




Extraction of Protein from
Irradiated Mouse Heart

e Control (Normal Mouse Heart)
 Experimental [Mouse Heart 6 days

post-total body irradiation (TBI)]
-1 Gy, 2 Gy, and 4 Gy samples
e All samples run In triplicate

e Bradford Protein Assay




PCT Mouse Heart Protein Extraction

tube |sample [tissue mass |protein assay extraction
mg mg/mL efficiency (%)
HRT Na | control 28 2.25 8.0
HRT Nb 27 1.56 5.8
HRT Nc 9 0.68 7.6
HRT 1-6a | 1 Gy 23 1.66 7.2
HRT 1-6b 12 0.94 7.8
HRT 1-6¢C 16 1.54 0.6
HRT 2-6a | 2 Gy 29 3.15 10.9
HRT 2-6b 12 1.86 15.5
HRT 2-6¢ 14 1.14 8.2




Why PCT Extraction?

*Reproducibility
*Speed
*Frozen samples can be processed
Virtually adiabatic
sAmbient environment
eInstrument reliabllity
e 30k cycles before our first repair




PCT Trypsin Digest




PCT Trypsin Digest
(2007-2010)
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Trypsin/ Calibrant Prep
e Trypsin

—Trypsin was dissolved in 100
mM ammonium bicarbonate

e Calibrant

—Calibrants were dissolved In
0.1% TFA/Acetonitrile (ACN),
30/70.




BSA/Cyto-C Prep
« BSA*

—1158 pg BSA /2 pg trypsin in 160 pL
of 100 mM ammonium bicarbonate

e Cytochrome C*

—1158 pg Cyto-C / 2 ug trypsin in 160
uL of 100 mM ammonium
bicarbonate

*No alkylation or reduction was
performed on any samples.




PCT Protocol

* Experimental Protocol
— 35 kPSI (2.4 kbar)
—40 seconds/cycle (with compressor)
—Cycle= 20 sec 35k PSI /20 sec 1 atm (5

seconds with continuous N, gas supply)
« BSA (16) and Cyto-C (16)
—1 cycle (n=4)
—5 cycles (n=4)
—10 cycles (n=4)
—20 cycles (n=4)




Reference Sample

Protocol
—BSA (4) & Cyto-C (4)
» 30 Minutes, 55°C (n=1)

1 Hour, 55°C (n=1)
» 2 Hours, 55°C (n=1)
4 Hours, 55°C (n=1)




Matrix

¢ /0% ACN/ 30% CHCA
5 mg/mL




MALDI Instrument

e AXima TOF2 (MALDI
TOF-TOF Shimadzu,

Kyoto, Japan)
e Reflectron mode




Results

« MASCOT ldentification of
Cytochrome C & BSA

—Numbered scores represent exact

matches.

—Coverage maps indicate % coverage
and matching peptide sequences.




PCT Trypsin Digest Spectra
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BSA 1 Cycle Score

Mascot Score Histogram

Protemn score 15 -10*LogiE), where P 15 the probabiity that the observed match 1z a random event.
Protein scores greater than 70 are sigificant (p<0.02),

Mumber of Hits

—

Protein Score

75
Concise Protein Smmmmary Report

Concise Protein Summarny % Help

sionificance threshold p< | 0.05 Ilax number of hits | AUTO

[ Fe-Search All ] [ search Unmatched

1. LLET BOVIN Ma=s: 89248 Score: 86 Expect: 0.0011 Matches: 13
SJerum albumin OZ=Bos taurus GN=ALLE PE=1 3WV=4




BSA 1 Cycle Coverage Map

Taxonomy: Bos taurus

Cleavage by Trypsin:

MNurbher of mass walues searched: 20
Mumber of mass wvalues mwatched: 13
DeEquence Coverage:

20%

Matched peptides shown in Bold Red

1
a1

MEWVTFISLL
FIOYLQOQCPF
WASLRETYGD
KADEEEFWGE
LLPEIETMERE
FWEWVTELWVTD
CCDEPLLEES
GSFLYEYSER
FHLVDEPQHL
RALGENGTRC
TESLVHEERFPC
ALVELLEHEF
ATQTALL

LLFA2AYaRG
DEHVELVHEL
MADCCEEQEP
YLYETAREHF
EVLASSARQE
LTEVHEECCH
HCIAEVEEDA
HPEYAVSVILL
TEQNCDOFEK
CTEPESERMP
FSALTPDETY
EATEEQLETV

WFREDTHESE
TEFAETCVAD
ERNECFLaHE
YFYAPELLYY
LECASTIQEFG
FDLLECADDE
IPENLFPPLTA
BRLAKEYEATL
LGEYGE QHAL
CTEDYLSLIL
WPEAFDEELF
MENFVAFVDE

cuts C—-term Side of EERE unless

TAHRFEDL GE
ESHAGCEESL
DDSPDLPELE
ANEYNGVFOQE
ERAT KAWSYVA
ADLAEYICDN
DFAEDEDWVCE
EECCAKEDDPH
IVRYTEEVEI)
MNELCWVLHEET
TFHADICTLPF
CCARDDEEAC

next residues is P

EHFEGLVL IA
HTLFGDELCE
FDPNTLCDEF
CCQAEDEGALC
PL5QKEFPEALE
QD TIASELEE
MNYQEALKDAFL
ACYSTVFDEL
VE5TPTLVEVS
PVSEENTECC
DTEEQIEEQT
FAVEGPELWVW




BSA 5 Cycles




BSA 5 Cycles Score

Mascot Score Histogram

Protein score 15 -10%¥Log(P), where P 15 the probabdity that the observed match 13 a random event.
Protemn scores greater than f0 are sigmificant (p<0.05).

Number of Hits

T
oo T
Protein Score

Concise Protein Summary Report

Concise Protein Summary % Help

significance threshold p< |0.05 Max number of hits |AUTO

[ Fe-Search All ] [ search Unmatched

1. ALALET BOVIN Ma=s=s: 59245 Score: 73 Expect: 0.025 Matches: 13
Jerum albumin O3=Eoz taurus GN=ALE PE=1 3V=4




BSA 5 Cycles — Coverage Map

Taxonomy: EBos taurus

Cleavage by Trypsin:

MNuber of mass wvalues searched: 20
MNumber of mass values matched: 13
Sequence Coverage:

18%

Matched peptides shown in Bold Red

1
i

MEWVTFISLL
FIOYLOQCPF
VASLRETYGD
EADEEEFWGE
LLPEIETHMEE
FWVEVTELVTD
CCDEPLLEES
GSFLYEYSRR
EHLVDEFP QML
RSLGEVGTRC
TESLVIHERFPC
ALVELLEHEFP
ATOQTALL

LLFR5AYSRG
DEAVELYHEL
MADCCEEQEP
YLYEITAREHF
ENVLASSAROR
LTEVHEECCH
HCIAEVEEDL
HPEYAWSVLL
IEQNCDOFERE
CTEPESERMP
F3ALTPDETY
EATEEQLETWV

VFEREEDTHESE
TEFAETCWVAD
ERMNECFLSHE
TFYAFPELLYY
LECASTIOKEFG
DLLECADDE,
IPENLFPLTAL
RLAEEYEATL
LGEYGF QHAL
CTEDYLALIL
WVPEAFDEELF
MENFVAFVDE

cuts C—-term Side of ER unless

TAHRFEDLGE
ESHAGCEESL
DDSPDLPELE
ANEYHNGVFQE
ERAT KAWSVA
ADLAEKYICDIN
DFAEDEDVCE
EECCAKDDPH
IVRYTEEVED
NELCVLHEET
TFHADICTLF
CCARADDEEAC

next residue i=s P

EHFEGLVLIA
HTLFGDELCE
FDPNTLCDEF
CCQAEDEGAC
BRLEOKFPELE
QDTISSELEE
NYQELAKDAFL
ACYATWFDEL
VYSTPTLVEVS
PYVSEEVTECC
DTEEQIEEQT
FAVEGPELWVVY




BSA 10 Cycles




BSA 10 Cycles Score

Mascot Score Histogram

Protemn score 15 -10%Log(F), where P 1z the probabiity that the observed match 15 a random event.
Protemn scores greater than 70 are significant (p<0.052),

MNumber of Hits

(] 7o
Protein Score

Concise Protein Summary Report

Concise Protein Summary % Help

gnficance threshold p< [0.05 Max number of luts | AUTO

[ Fe-Search All ] [ search Unmatched

1. ALLET BOVIN HMass: 032485 Score: 70 Expect: 0.05 MHMatches: 11
Serum slbumin O53=Bos taurus GH=ALE PE=1 5V=4




BSA 10 Cycles - Coverage Map

Taxonomy: Eos taurus

Cleavage by Trypsin:

MNumber of mass wvalues searched: 20
MNumber of mass wvalues mwatched: 11
Dedquence Coverage:

1°7%

Matched peptides shown in Bold Red

1
51

MEWVTFISLL
FIOYLOQCPF
VASLRETYGD
EADEEEFWGE
LLPEIETHMERE
FVEVTELVTD
CCDEFPLLEES
GSFLYEYSER
EHLVDEFQNL
BR5LGEVGTRC
TESLVMNERFPC
ALVELLEHEF
ATOTALL

LLF33LYIRG
DEHVELVNEL
MADCCEEQEP
YLYETABRRHP
FAVLAZ3AROR
LTEVHEECCH
HCIAEVEEDL
HPEYAVSVLL
IEONCDOFEEK
CTEPESERMP
FSALTPDETY
EATEEQLETWV

VFERDTHESE
TEFAKTCVAD
ERNECFLSHE
YFYAPELLYY
LECASTOQEF G
CDLLECALADDR
ITFPENLFFPLTA
BRLAEEYEATL
LGEYGF QHAL
CTEDYLSLIL
VPEAFDEELF
MENFWVAFVDE

cuts C-term sSide of ER unless

IAHRFEDLGE
ESHAGCEESL
DDSFPDLPELE
AHEYNGVFQE
ERALEATSWVAL
ADLAEYICDIN
DFAEDEDVCE
EECCAKDDPH
IVRYTREVFE]
NELCVLHEET
TFHADICTLPE
CCARADDEEAC

next residues i=s P

EHFEGLVLIA
HTLFGDELCE
FDPNTLCDEF
CCQAEDEGAC
RLE3OKFPELE
QD TISSELEE
NYQELEDAFL
ACYATWFDEL
VY5TPTLVEVYS
PYSEEVTECC
DTEEQIEEQT
FAVEGPELWVWY




BSA 20 Cycles
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BSA 20 Cycles Score

Mascot Score Histogram

Protem score 15 - 10%Log(P), where P 15 the probabality that the observed match 15 a random event.
Protemn scores greater than 70 are significant (p<=0.05).
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Concise Protein Summary Report

Concise Protein Summary ¥ Help

significance threshold ps [0.05 Maz mumber of uts | AUTO

[ Fe-Search All ] [ Search Unmatched

1. SCYC HORSE Mas=s: 11525 Score: 75 Expect: 0.015 MHMatches: 7
Cytochrome o O3=Equus caballus GHN=CYCI PE=1 SV=d




BSA 20 Cycles - Coverage Map

Taxonomy: EBoz taurus

Cleavage by Trypsin:

MNurmbher of mwas=s wvalues searched: 20
Nutnkbher of mwass walues mwmatched: 11
—Defquence Coverade:

19%

Matched peptides shown in Bold Red

1
a1

MEWYTFISLL
FIQYLOQCPF
WASLRETYGD
EADEEEFWGE
LLPEIETHMEE
FWVEVTELVTD
CCDEPLLEES
GSFLYEYSRR
EHLVDEP QML
RSLGEVGTRC
TESLVHERFC
ALVELLEHEP
ATOTALL

LLFR3AYSR
DEAVELVHEL
MADCCEEQEP
YLYEITARRHP
EVLASSARQER
LTEVHEECCH
HCIAEVEEDL
HPEYAWSVLL
TEQNCDOFER
CTEPESERMP
FSALTPDETY
EATEEQLETWV

WFERRDTHESE
TEFAETCWVAD
EFNECFLSHE
YFYAPELLYY
LECASIOEF >
FDLLECADDE
IPENLPPLTL
RLAEKEYEATL
LGEYGF QHAL
CTEDYLSLIL
VFEAFDEELF
MENFVAFVDE

cuts C—-term side of ER unless

IAHRFEDLGE
ESHAGCEESL
DDSPDLPELE
AHEYNGUFQE
ERALEAIVAL
ADLAEYICDI
DFAEDEDVCE
EECCAKDDFPH
IVRYTEEVE]
MNELCVLHEET
TFHADICTLP
CCRADDEEMAC

next residue iz P

EHFEGLVLIL
HTLFGDELCE
PDPNTLCDEF
CCQAEDEGAC
ELZOEFFELE
QDTISSELEE
MNYQEAFDAFL
ACYSTVFDEL
V5TPTLVEWS
PYSEEVTECC
DTEEQIEEQT
FAVEGPELWY




Cyto-C 5 Cycles

1433.9
1171.1 1635.8 2249.3
6785 0992 11789 | 14196 1855.1 22485 2457,

1000 1500 2000 2500
'z




to-C 5 Cycles Score

Mascot Score Histogram

Protemn score 15 - 10%¥Log(P), where P 15 the probabdlity that the observed match is a random event.
Frotem scores greater than 70 are significant (p=0.05),

Number of Hits

=]
Protein Score

Concise Protein Summary Report

Concise Protein Summary | % Help

Signtficance thresheld p< |0.05 ez number of hits | ALTO

[ Fe-Search All ] [ =earch Unmatched ]

1.

C¥C HORIE Maszs=s: 11525 Score: &0 Expect: 0.51 Matches: 6

Cytochrome o O3=Equus cabal lus GM=CY¥C3 PE=1 3V=:2

C¥C EQUAS Masz=s: 11511 Score: 45 Expect: 17 Matches: 5

Cytochrome o O3=Equus asinus GHN=CYC3 PE=1 23W=Z2

C¥C EQUEUT Masz=s: 11511 Score: 45 Expect: 17 Matches: 5

Cytochrome o O2=Equus burchelli GN=CYC3 PE=1 3V=Z



Cyto-C 5 Cycles -Coverage Map

Taxonomy: Equus caballus

Cleavage by Trypsin: cuts C—-term Side of KR unless next residues 1z P
Mumber of mass wvalues zearched: 20

Mutber of mass wvalues matched: 6

Sequence Coverage: 50%

Matched peptides zhown in Bold Red
1 MGDVEEGEET FVQECAQDCHT VEEGGEHETG PHLHGLFGREE TGQAPGFTYT

51 DANFNEGITW EEETLMEYLE NPEEYIPGTE MIFAGIEEET EREDLIAYLE
101 EATNE




Cyto-C 10 Cycles
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Cyto-C 10 Cycles

Mascot Score Histogram

Protein score 13 -10%*Log(P), where P 15 the probabdity that the observed match 15 a random ewvent.
Protein scores greater than 70 are sigrificant (p<0.05).
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Concise Protein Summary Report

Concise Protein Summary |+ Help

significance threshold p= |0.05 Ilaz number of huts ALTO

[ Fe-Search All l [ Search Unmatched

1. Has=s: 11825 Score: 93 Expect: 0.00024 Matches: 2
Ccytochrome o OS=Equus caballus GHN=CYCI PE=1 3V=2Z




Cyto-C 10 Cycles —
Coverage Map

Taxonomy: Equus caballus
Cleawvage by Trypsin: rm side 1ext residus is P
Mumber of mass va

Mumber of m

Aequence Cov
Matched peptides shown in Bold Red

1 MGDVEEGEEI FVQECAQCHT VEEGGEHETG PHLHGLFGRE TGOAPGEFTYT
51 DAHENEGITW EEETLMEYLE HPEEYIPGTE MIFAGIEEET EREDLIAYLE
101 EATNE



Cyto-C 20 Cycles




Cyto-C 20 Cycles Score

Mascot Score Histogram

Protein score 15 -10%¥Log(F), where P 15 the probabality that the observed match 15 a random event.
Protein scores greater than 70 are significant (p<=0.05).
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Protein Score

T 1
i ale]

Concise Protein Summary Report

Concise Protein Summary % Help

significance threshold p< |0.05 Max number of huts | ALITO

[ Fe-Search All ] [ search Unmatched

1. ECYC HORSE Ma=s: 11525 Score: 75 Expect: 0.015 Matches: 7
Cytochrome o 03=Equus caballus GN=CY¥C3 PE=1 3V=Z




Cyto-C 20 Cycles — Coverage
Map

Taxonomy: Ecquus caballus

Cleavage by Trypsin: cuts C-term =2ide of ER unle=ss next rezsidue is P
Number of mass walues searched: 20

MNumbher of mass wvalues mwatched: 7

sedquence Coverage: 0%

Matched peptides shown in Bold Red
1 MGDVEEGEEI FYQECAQCHT VEKGGEHETG PHLHGLFGRE TGQAPGFTYT

51 DAHEMNEGITIH EEETLMEYLE MNPEEYIPGTE MIFAGIEEET EREDLIAYLE
101 EKATHE




Reference Sample Spectra




Cyto-C 4 Hours 55T
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to-C 4 Hours 55T Score

FProbability Based Mowse Score

Protein score 15 - 10%¥Log(F), where P 15 the probabality that the observed match 15 a random event.
Protein scores greater than 69 are significant (p<0.05).
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Concise Protein Smmmary Report

Concise Protein Summary Help

significance threshold p< | 0.05 Ilaz number of hats |5

[ Fe-Search All ] [ Search Unmatched

1. CY¥C HORSE MHas=: 11525 Score: 2 Expect: 0.033 (Queries matched: 11
cytochrome o OS=Equus caballus GN=C¥C3 PE=1 V=2




Cyto-C 4 Hours 55T -
Coverage Map

Taxonomy: Equus caballus

Variabhle modifications: Oxidation (M)

Cleavage by Teypsin: cuts C—term =ide of ER unless next residue iz P
MNumbher of mass wvalues searched: 20

MNumbher of mass wvalues matched: 11

ABRQUENCE Coverage: bobw

Matched peptidez shown in Bold Red
1 MGDVEEGEEIL FYQECAQDCHT VEEZZEHETG PHLHGLFGEE TGRAPGFTYT

51 DAWENEGITW EEETLMEYLE HPEEYIPGTE MNIFASIEEET EREDLTAYLE
101 EATHE




BSA 2 Hours 55T
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BSA 2 Hours 55T Score

Mascot Score Histogram

Protein score 15 -10%Log(P), where F 15 the probabaity that the observed match 15 a random ewvent
Protemn scores greater than 54 are significant (p<0.05).
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Concise Protein Summany ¥ Help

sigrficance threshold p= | 0.05 Mlas number of tuts AUTO

[ Fe-Search All ] [ search Unrmatched

1. ALEBU BOWIN Mas=s=s: 63245 Score: 54 Expect: 0.0453 HMatches: 12
Serum albumin O3=BEozs taurus GN=ALE PE=1 3V=4




Cleavage by Trypsin:

BSA 2 Hours 55T —
Coverage Map

Taxonomy: Bos taurus

Muarkbher of mass walues searched: 20
IMakbher of mass walues mwatched: 12

Dequence Coverage:

20%

Matched peptides shown in Bold Red

1
a1

MEWTVTFISLL
FSQYLQQCEF
VASLRETYGD
EADEEEFUGE
LLPFEIETMNERE
FVEVTELVTD
CCDEPLLEES
GSFLYEYSRR
FHLVDEP QHL
RSLGEVGTRC
TESLVNRREC
LALVELLEHEP
STOTALA

LLF353AYARG
DEHVELVHEL
MADCCEEQEF
YLYETARERHFP
EVL ARSARQR
LTEVHEECCH
HCITAEVEEDA
HPEYAVSVLL
TEQNCDOFEE
CTEPESERMF
FELLTPDETY
EATEEQLETV

VFERDTHESE
TEFAETCVAD
EFHECFLSHE
YFYAPELLYY
LRCAGIQEI G
DLLECADDE
IPENLFFLTA
RLAEEYEATL
LGEYGE QHAL
CTEDYLILIL
VPELAFDEELF
MENFVAFVDE

cut=s C—term =side of ER unless

TAHRFEDL GE
ESHAGCEESL
DDSPDLPELE
ANEYNGYVF QF
ERALEATEVA
ADLAEYICDHN
DFAEDEDVCE
EECCAEDDFH
IVRYTREVE(
NELCVLHEKT
TFHADICTLF
CCLADDEE AC

next residue iz P

EHFEGLVLIA
HTLFGDELCEK
PFDPNTLCDEF
CCQLAEDEGALC
FLOQEFFPELE
QDTISAELEE
NYQEAFDAFL
ACYATVFDEL
V5TPTLVEVS
PVEEEVTECC
DTEEQIEEQT
FAVEGPELVV




BSA (Bovine Serum Albumin) + Trypsin + PCT (Samples 1-8)

158 plL BSA (1158 pg) + 2 pl trypsin (2 pg); BSA: Trypsin, 579:1

(Cycle?/usrzonds) MASCOT Score Sequence Coverage (%)
1/20 86 20
1/20 No match N/A
1/20 No match N/A
1/20 No match N/A
5/100 73 18
5/100 No match N/A
5/100 No match N/A
5/100 No match N/A




BSA (Bovine Serum Albumin) + Trypsin + PCT (Samples 8-16)

158 pL BSA (1158 pg) + 2 pl trypsin (2 pg); BSA: Trypsin, 579:1

(Cycleglusr::;:onds) MASCOT Score Sequence Coverage (%)
10/200 70 17
10/200 59 15
10/200 No match N/A
10/200 No match N/A
20/400 54 17
20/400 69 19
20/400 65 20
20/400 No match N/A




Cyto-C (Horse Heart Cytochrome-C) + Trypsin + PCT

(Samples 1-8)

158 plL Cyto-C (1158 pg) + 2 pl trypsin (2 pg); Cyto-C: Trypsin, 579:1

Runs
(Cycles/Seconds) MASCOT Score Sequence Coverage (%)

1/20 No match N/A
1/20 No match N/A
1/20 No match N/A
1/20 No match N/A
5/100 52 44
5/100 60 50
5/100 52 44
5/100 No match N/A




Cyto-C (Horse Heart Cytochrome-C) + Trypsin + PCT
(Samples 8-16)

158 L Cyto-C (1158 pug) + 2 pl trypsin (2 pg); Cyto-C: Trypsin, 579:1

(Cycle?/usr;i:onds) MASCOT Score Sequence Coverage (%)
10/200 77 50
10/200 54 44
10/200 93 62
10/200 60 50
20/400 59 50
20/400 65 50
20/400 63 50
20/400 75 50




BSA Reference Samples @ 55 °C

Time Mascot Score Sequence Coverage
(%)

30 Minutes No match N/A

1 Hour 41 16

2 Hours 54 20

4 Hours No match N/A




Cytochrome C Reference Samples @ 55 °C

Time Mascot Score Sequence Coverage
(%)

30 Minutes No match N/A

1 Hour No match N/A

2 Hours No match N/A

4 Hours 99 /8




Data Summary

e Protein identification is cycle-
dependent.

 PCT digest In minutes achieves equal
coverage compared to water bath
digest (55°C) at 2 and 4 hours,
respectively, for BSA and
Cytochrome C.




Tertiary Structure Disulfide
Bond Effects on Trypsin Digest

e BSA

— 34 cysteine residues
— 17 disulfide bonds

e Cytochrome C

— 2 cysteine residues
— (CAQC- no disulfide bond)

P. Restani, C. Ballabio, A. Cattaneo, et. al. Allergy 2004, 59: 21.




Why PCT Trypsin Digest?

* Reduced digest time (hrs to mins)
« Ambient temperature digest
 Reduced analyte / trypsin ratio

(~500:1)
e NO tiIssue maceration




Conclusion

 PCT tissue extraction Is:
1) rapid
2) reproducible
3) high-yield

 PCT trypsin digest Is:
1) rapid with high % coverage
2) reproducible
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