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EAEIIAH B A ARTFZE HEIEESR SRS #F e 4 (Hematoxylin-Eosin Staining, HE) #£7
SRV A WA AT B AR S PR & et (AR 1)
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1. MEsReRs. DER0E, HERKE. RERERER

gL ekl A B S S D5 (AutoLPC)
(AR A FLRe RS B o, (AR AR 52/ 0 DR A 1 8l
W, LARREE nl SR 5 R 8OR

AN AR S B B e O R o A A
o)/ e g5 (LMPC) i, (R AR 5 1 O i
Al (15 pl) VMR, &0 R PR A
5 0 58 RE A CAGEIR T ol LU B A 25 B N S AL 4
Blah b, Ol R AT REMBAEU M IR AR REER SR
1B AH AR BE 7 Y R P

AHLA R S AR SRR 5 (LPC) A3 2 4%, T BN
REAN G 05 A AT 8 VR — R AT I 3305
5Tl A T AL o

644

bR / WM (Trypsin) AR 51

B AL 24645 15 pl LA Tris [ 6 M g F 5L
BRI, STEDEATAENE . SORFH PALM 26 PR
(AdhesiveCaps) WSS G AN, AU ERIRE
{7 B AR R S 0, AR A T8 k. — /N,
{ERRTTOMA 95 ul 7k, SR 4% i FBh i 241
£,

LA

JRAE AP AR 37 C TR T, WA, 1
4% 10 mm? AR NA 800 ng JHEEE 1 (Trypsin),
BIE (B B (VLS 1:20. ROBESSIAE, THLA 1%
[IRRER (formic acid) & 1R ME. Kbk anifliztg . 111
A 20 ul 19 0.1% R K IR B ImHA BP9 Bk
Flrm A, R 4L LC/MS 4047 .

IR LI (TFE) / [tk rilg P Ji ik

B B4 S 45 16 uL & pH.8.0 HY 10 mM DTT (—
WL ARBERE) 2 50% TFE (1,1,1 =% LK) Fil 50%
30 mM E4iRE% (ammonium bicarbonate) AR5 7k
T . BESh A5 4 PALM 5L 3% (Adhesive
Caps) W', fl—BEReIAniictes , foss s rasdt.

BEOBERE, BESMA 60°C A 45 SrEE. EE AR
90 pL 1Y 30 mM kMR $% 4% H K (ammonium
bicarbonate buffer) fif#. [F&LAEE 10 mm? ZHiEN
A 800 ng JHiE 1 (Trypsin) IELFIIEE LA 37 C
IR A . T 1% WRIR A 1k I E %
Do mkE i, BN 20 ul & 0.1% MR /K IR 1
Bedh iz, 5% 47 LC/MS o #r.

BB/ EE T

A WA SE BT/ BEEHr (LC/MS) I BB & FIlH]
Agilent Nanoflow Proteomics Solution FrfHtRyHe
WACSE I o 5% 5 AR SE it — & B R S

Br (MS) (12 1100 F 5128 KW T (Agilent
1100 Series nano-LC), &% ph il B ffnE B A 23 K
B il TR A2 1100 250 AH BT R5 16 (Agi-
lent 1100 Series LC/MS Trap XCT). 243K IiAH)E bt
Z% (nano-LC system) F|H—fl ZORBAX 300SB-
C18 (0.3 x 50mm, 5 um) Al LEFEEE i TAliTE/
i e B, S K1 ZORBAX 300 SB-C18 (75 pm.
150 mm) 25K BER S T8, 3 LA
3% Al B (& 0.1% BRI BE) B 97% MK
A (5 0.1% WRREIIK) ZIEA TR A HES TR 47
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LC/MSD Trap XCT A& /£S5 I HE Ik (Peptide
Scan) FB) B GERGS N EE, MK AT (R
BEFP 8100 u Wil ol & 4 2 fRHT HE /MR 0.35 u
(FWHM) 2 BB A i 5% . R 7 8 k8L
SERLE L ATLLERD 26000 u PRHREE,  F R B
BT s BT B 1 fpe R 5 D W IR AT S /MR 0.6 1
(FWHM) 1 R BEEE o PERK fr i n] fE g i +3
T AV I [0 35 SR AT D e A4 e o 36 T B P — 1 Ik BT
ST N DL A T R R R RE AT

BHEE

AE b A B R 2RI Agilent Spectrum
Mill Bk 8 B SRR M- G2 f TR R, 1A
NCBI (32 B A pdihrg sy ) NBUE R
LS . EEEHUE R Agilent Spectrum
Mill IR AR e . RATFAIEGC R R 11
MS/MS Zits w] i 18 A S ok A A

SERETT

SHLARI P TR S B o L) s LS 58 Ay (LMIPC) 2R A
Ak RNA [ priicbbie (WL2ebEf 5988-9128EN
SRR ), VRN RELARE SO A et A I A PR
DR e BB TR P AH A 2l it 4 1 B B, B0 LAY
1 3] 20 mm? IE LA, 11— K2 % 10 mm? 1)
AHAHAT 10° (R4, FHEANIRAI A 4 ng IEFVH,
A LA EU: 400 pg 195 (B LAES 75047 .

(E T8 SR FI L s 5 (LMPC) i@ferp, W sE
5 mm?® [HFEIANNE 2 W00 T, R VRS PR AR g T
PAZIGAEE. BRiM, ALARE I EE el ig,  ml e
HOMA MK 10 pl (8 TER, DACR R A IALALY) F
HBSE IR IRV

FIH PALM %52 (AdhesiveCaps) W8 AL fin
AN 2 5 (10 11 20 mm?) w] HEFRH (L0 8 (V0B
A, IELERAPEE BRREAM MRk TR, [ifT
AN SRR P 2 1 T AR R R T S SR A . Sk
AMRIICEE 2 4%, IMASEPENR PR AN b R B il 2345
Y2y, BifAs R AR i O A o i s R AR b J e

LR

INSTRUMENT CONDITIONS
LC Conditions:
Enrichment
Column: Zorbax SB-C18, 300A, 0.3 x5 mm, 5 ym
Mobile phase: 0.1% formic acid in water
Flow rate: 10 pL/min
Analysis
Column: Zorbax SB-C18, 300A, 0.075 x 150 mm, 3.5 pm
Mobile phase: A: 0.1% formic acid in water
B: 0.1% formic acid in acetonitrile (ACN)
Gradient: 0-5 min at 3%B
then 0.5%B per minute up to 60% (5—119min)
60% to 85%B over one minute (119—-120min)
held at 85%B
stop time 125min
Flow rate: 250 nL/min
Injection: 16 pL out of 20 pL
MS Conditions

lonization mode:

Drying gas flow:

Drying gas temperature:

Skimmer:

Capillary exit:

Trap Drive:

ICC:

Peptide scan mode

Active exclusion:

Prefered charge state:

Number of precursors:

Maximum accumulation
time:

Target:

Scan:

Positive nanoelectrospray
5 L/min

300°C

0V

75V

85

On

3 spectra, 1.5 min
Doubly charged

2

50 ms

125,000 (MS)

100,000 (MS/MS)

300 — 2200 m/z (MS)

100 — 1800 m/z (MS/MS)
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TR A0 5 105 DA B 2 IS 4 4 6 4 7 20 B A ) g B
AHEG, H R SR I T A R CE S AN B B st RE
SR AN AR e, S A A R A e s T B . B
IR AT DAL B B EAT AN Bl A . (1D
Ji* MicroBeam 1Y [ Bl i 54 8 )58 54 (AutoLPC) g,
LA AR R AR A IR R, R
Al UL BRI A 2D P (|2, 3)

LA

St PR R 11 AR 5 0 A T PR AR A 2 1] 3 J A i
ROV R A A ALARI B R IR A T
R AERFEIRRR Y . DARREOR AR 1V B0 8 2l T
A A TR AR AT PR 5 TR TE B T 2 O NEIK/ 4R
PRSI, IEAR nT REAL FhBS PR gt iy 68 1 R0V A
15 LA A S A

Cap with droplet of
denaturation buffer

L ———

) B2 EHERIEIE
B35 (LMPC) &
ERER

Glass slide
with specimen

objective

Microscope

E3. tEaEngEetkzETnERERIEIEEDER
(LMPC) ¥)EtHF
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Agilent Spectrum Mill Y23 8 [ B RGEEERH Bl
B VR LU (1 4) SR FRAMAERS S HLAR &
PR, SR 2 A R VRS 2 I T B 2 TR e A T LR
FIHIE—#tty, (S —ERAL, A A A FER S
BB I I BLBRI A R IDR T 9 e SR e —ike, Pt T
HIVERILLEE e . 3, R B AR RS S
vl B S P P IO R A7 5 A0 M S RS i JT A 0 88
FE ARG RIS P F AR AL B S 1 R [T IR B H 2K

—fi 10 mm* AR{SEAZ AR bt (£ — #1235k LC/MS
SR ILAT 26 R 1B S E (185, [#6).

LR

HR A B AL AR bR S B i A B E R I B H ik, &L
FERIEIE AR (BPC) BT B kg . R
R (MS/MS) A1 JEriEl (TIC) Fromis i R Bl
BPC AH#Y, iR BERKAE XCT #fe 1-PHE s b i)
BT ZU8CRA B Hb A 100%. 454818 150 {f MS/MS
B E Bty T RERK AL, kA 26 fEE AR
TEH S E IR 156 BT IL F oA R LL k2D -
AT T A A 45 175 1 SR 1) S G U ol BRL &%
B L UM LC iy, DI i A A 4% 2 1
B Bl o

-

#spectra

#spectra

PALM \Samples|PALM\Sampled Database |,

. 0.
Accession

Coverage

Distinet Summed G
Peptides MS/MS P protein Name

Distinct

mean intensily |mean intensity # (# Scarch

Score
;i;ﬁlcﬂ)ﬂ‘f i.?lZHDI'}? 251802) 53 26 413210 1 || glial fibrillary acidic protein |
ZI.I:lﬂc+[]-[}? j.ll‘?c-f}ﬂﬁ 23958133 30 10 13429 2 || Similar to tubulin, beta, 2 I
;1’.140c+l}l.l'.-' l -21.56c+l}l}6 16198427 28 9 134.09) 3 |} Tubulin alpha-1 chain {Alpha-tubulin 1}
R [14230401] 26 9 12852| 4 [[actin beta |
g.4tlc+l}l}? 3.6ﬂc—-ﬂﬂh 27485731) 21 9 126811 5 | similar to ubiquitin C |
Llr‘f}lgﬁl}l}'a' ;.ﬂﬂcﬂ}l}ﬁ 66925 31 8 12474, 6 ' creatine kinase (EC 2.7.3.2) chain B I
zﬂeﬂm :,3%—0[}(\ Al 3 81.05| 7
:2_1.63c+f]-f}? j.(‘i‘?c—~f}ﬂﬁ 4378804 38 3 7340, 8 |] hemoglohin beta chain I
;5’.23c+l}ll? :;.(I{Icﬂ}l}l} 119339 14 4 60.300 9 || Alpha enclase (2-phospha-D-glycerate hydro-lyase) (Non-neura
':_z_,m 007 g.““c_”ﬂﬂ 16877874 31 3 46,121 10 || Similar to triosephosphate isomerase 1 |
;_55“007 :;.(I{Ic*l}l}l} 4261934 30 3 39.34) 11 |f neuropolypeptide h3

E4. RESMWHEMLBHE. K5 (6 5Em) KRRA TFE HEETIRNEEEETER, A3 (45HFR) RREARRAEIR
MEREETSR. MUTHeRTEOERHNERERRE. SERRRARAE, BEERHNR, RECEREEAR.
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Intens. .
x107 7 : 050-1001.D: BPC 100-2200 £All MS

2.0 ]
15 ]

1.0 ]

0.0 1

x1071 050-1001.D: TIC £All MSn
3.0 J

25 1

20 ]

15 ]
1.0 7
05 ]

0.0 : . OV |

20 40 60 80 100 "Time [min]

&5. 10 mm? AEFROBIEERE (MS) F4E%H-FEHE (MS/MS)

FIHER b B D) SRS 58 (LMPC) Heth i LA
AL AR B TN RE 0% LR T A Pk AR R A ot —
WHIRESE. A H i BRI T T 1k
ARSI LC/MS Jy- 41 LSk i [ Fn it (1 B8k v 4
Heo B Sl PR — 442K LC/MS/MS Bk
FEAENE 5 mm? WIRAIALARER Al N Al HERT £ 12 30 iR
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Distinct
Distinct Summed '\lﬂu.l Protein . Database
Group Spectra , care Yo AA Peptide : Protein 2 —
® ) ngtldes __\.]b.-’_\lb Coverage Spectral MW pl Accession Protein Name
#) %carch Intensity (12a) L
Score

1 43 - 38831 50 S.6letiT 498805 5.42 MI glial fibrillary acidic protein I

2 11 ] 134.09 28 2.40¢+007 50151.9 494 l(i198427| Tubulin alpha-1 chain (Alpha-tubulin 1)

] 1 9 12537 28 2.57c4007 496312 481 135470 [Tubuin beta-5 chan ]

4 10 5 12474 31 2.20¢H007 426184 5.34 1803570 | creatine kinase |

5 9 9 10854 21 0.00e+000 770289  7.16 27485731

0 9 7 10280 23 2.adet007 405036 78 1692431 ‘~)| Unknown (protein for IMAGE:3538275) I

7 9 5 7998 50 |a47eH07 (12713 10.86 32007

8 5 5 73.40 38 2.63¢+007 [3982 4 6.74 6003 14| hemoglobin beta subunit variant I

9 5 4 60.50 14 2.23e+007 47169.2 7.01 Ml Alpha enclase (2-phospho-D-glycerate hydro-lyase) (Mon-neura

] 3 3 46.12 22 1L.23e+007 266416 6.45 17389815 I friosephosphate isomerase 1 I

I 3 5 3934 30 1.55e+007 159641 881 4261934 neuropolypeplide h3

12 3 3 36.65 13 117e+007 277453 473 899459 14-3-2 protein zeta/delta (Protein kinase C inhibitor protein-1) (K

13 3 B 34,58 15 302eH007 133280 11.27 ‘)63031| histone H3.3 [validated] |

14 5 z 3185 21 [S32eH0T 140915 1090 1749804 [Hisione H2A cidiim/p (H2A.1) (H2A/c) (H2AI) (H2AV) (H2AIN) |

15 6 2 30.58 20 249+H07 139893 1031 ?38??42' Histone H2B.e (H2B/e)

16 2 2 3042 9 L19e+007 36638.7  5.71 1200083 || jactate dehydrogenase (EC 1.1.1.27) chainH |

17 2 2 30,12 8 29707 354929 350353 | uracil DNA glycosylase |

18 2 2 28.16 3 L42¢+007 111973 .4 135971 'lI MNa+ K+ ATPase

19 2 2 2633 3 978ct006 687363 6.32 21594764

20) 2 2 86 7 L34e+007 400728 5.62 MI Guanine nucleotide-binding protein G(Q), alpha subunit 2 I

21 2 1 18.21 10 1L.48cH007 152807 2267171 -"I hemaoglobin alpha-2 I

22 | | 17.70 2 LO1e+H07 5.80 4502295 I F1 beta subunit I

23 | | 16.6 3 1.15e+H07 447 219894V myristylated alanine-rich protein kinase C substraie |

24 | 1 15.72 4 1.48e+007 6.00 23274223 | Antioxidant protein 2 (1-Cys peroxiredoxin) (1-Cys PRX) (Acidic

25 1 1 15.58 2 9.75e+006 5.4 460789 | transformation uprequiated nuclear protein

26 1 1 15.22 2 1.34H007 36006.1  8.67 565644 | hnRNP orotein A2 |
Totals: 152 113

E6. B 10 mm? 3% AEAMASERSE Spectrum Mill 547
&R
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