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Establishment of proteomic techniques and two-dimensional

electrophoregram of human hepatocellular carcinoma cell line QGY-7701
YUAN Yonghua,et al
(Department of Medicinal Chemistry,Chongging Medical University)

[Abstrac] Objective:To establish proteomic technique system of human hepatocellular carcinoma cell line QGY-7701.
Methods:Two different lysis buffer were taken to extract cell proteins.After two—dimensional gel electrophoresis (2-DE) and
PDQuest analysis, 10 good—-matched protein spots were chosen to be identified by MALDI-TOF-MS. Results:A steady 2-DE
electrophoregram of hepatocellular carcinoma cell line QGY-7701 was established. Compared with lysis buffer I ,protein
quantities extracted from lysis buffer Il increased by 25%;protein spots in 2-DE gel increased by 32%. 9 out of 10 candidate
protein spots were successfully identified (P<0.05). Conclusions:Our established proteomic technique of human hepatocellular
carcinoma cell line QGY-7701 can be effectively applied in comparative proteomics of drugs.

[Key words] Human hepatocellular carcinoma cell line QGY-7701 ; Proteomics;2~dimensional gel electrophoresis(2-DE )

2 H i 41 2 (Proteomics ) =& 8 X — /> 4 fig sl — EWEECHT THEXRTR -FEHRSA
MHARKFEAFTRAMESREARMOARY, BE  BEARHAERRSY, RPFFRBRARE Bk
R LR AN EA AR L AR R BEOLHT /BB - AT EY A BT (MAL-
i, HEARE AR AR B Ik X B #7445, DI-TOF-MS) #4115 5.2 77 B A E A 92 40 i ik
REFABESB A TEE, BT HBRIEFKS QGY-7701 W R RIEIE, BENLIXAMRA
PR AHREEARSNEL, FERBALH  SERNYEARHETREE M,
AR R CRE AR, DRARKEE
A ZPERMZEYIA B RN B4 T-HL S B e, 1 MEEH*

EENR: ERME(1977- ), &, HE4E,
LEFRF O HWEGRAE, Ll 2ZHAMPRE

HEWH: BF8K8#4F14£(30371632), B A pH B BB & (IPG F B 4% ,pH3 ~ 10, £k,
EFREMKFEAE L FLEIHMEL, L=17cm) . Fi# 53 2 J& (pH3 ~ 10) 9 & 3 H Bio—Rad 2+ 7 ;



http://www.cqvip.com

— 1234 —

P 000 http://www.cqvip.com]

BEEEMAFEEH 2007 £F 32 4% 12 (Journal of Chongging Medical University 2007. Vol.32 No.12)

o - B -4- BEMNER (CHCA). EHBIHARAY
(Protease inhibitor cocktail ) . Z. BERE . 5% 75 FEBE (DTT) .
3-[(3- MEMERE N EE )- — ZAK]- INEAR (CHAPS) =323 H
EEEP B Tris) . UBEERE P XU HABERZ IS B £ Sig-
ma A8 BRE Gk HW HERBA LA TAYTHEA
Al BEARWE Promega AF], ZHRMK 1 (8mol/L JRE +4%
CHAPS+40mmol/L. Tris+65mmol/l. DTT+2% Wi ¥ W f## i
+Protease inhibitor cocktail), H#l; HMBE T (TmolL JR E
2mol/l. B & +4% CHAPS+40mmol/L  Tris+65mmol/L
DTT+2 % W1 B /5 +Protease inhibitor cocktail ), H .
Bio-rad protein IEF cell Y2l IR 2  Bio—rad protein
XD cell BIHE & A IKIE & PDQuest 7.4.0 BURSIHTERMH3%
[E Bio-Rad /A Bl F= & ; Amersham Image Master VDS-CL %!
BB R 5L B Amersham 23 57" f o
12 fmAitfi
AR AR QGY-7701, H H BR BRI K FL A 3
RS, AEK TS 10%/NFER RPMI 1640 £
FEW, F 37°C 5%CO, SRR R4 R
13 mpetRaRAHNE
BOWBUE R BI A , f 25 5 R 2, 4°C TR 1 PBS Bt
% 3K, W PBS, I AR 1 21, 4R S R %) L
I A AR, TR VRRE 3 ~ 4 N, 14000g B L
15min, BUVR E 1S A Bradford 20U E BE B R HES,
HA LHERE -10°CHKANRAEN . BEERER#HITE
Cak7 o8
14 REER K
141 %BEHUEF) #sh/Kk4k 12 ~ 16h,250V 1h,1000V

1h, 10000V Sh, BJ5#aE 7E 10000V,60000Vh F T4 HE
£

Poatel

142 SDS-PAGE R 12%SDS- BINIBBRME Bk,
YK PR Tris-Glycine—SDS, LA — K4k SmA 1HFHIK 1h
J& ,30mA {E 7L ik B ZIR B I AT BRI R A O 1k o
143 Bfs FOETE R-250 PERYE 1h, FEABHR
BE=E RIEM .
1.5 BgsH

H Amersham ImageMasterVDS-CL B AR R Gt R 4E
B8, FIF PDQuest 7.4.0 X RS TR I 03, F B,
BE AR, VS AL
1.6 EOREGKAREHREBiESH

IR 10 MEAES, BiFtsicE, HE 50%(Viv)
CH.CN #1 25mmol/L. NH,HCO, ISR HITH®R, BT,
HOA 10 p ) BEE B, 4 CUKEAICE 60min. TFEREE 2
ik, *FE 25mmol/L NH,HCO; 10.1,37°C/KHE 15h, TIA
5% (VIV)ZE ZMR(TFA)50 1 T 40°C/K¥ 1h, | L
o fMA 50%CH,CN2.5%TFA 50wl F 30°C/K¥E 1h, B
VW, A DL R R TR SRR S 2 ABL A
T} Voyager DE-PRO MALDI-TOF J&i&{X 547 .

FESAT 50%CH,CN/O.1%TFA I, HR o - M3
—4- ¥ IR (CHCA ) 50% CH;CN/0.1% TFA %5 % it /i,
RAMFR, R SR L ERFIRE B Lp] BT 100
AAEME B, AT RHFTRIESI . SHREWT 4t
R, EEFIENE, N, BOCRBEK A 337m, EEF 2x
10 Torr, & FIRINEAIE X 25kV, Bk 5 4 3ns, BT 1E
SR EF1E] 200ns,Grid 75% ,Guide Wire 0.25% , #OGIRE R
1500 ~ 2200 PIFREALT, SRISE Sk AR RN 100 K. SMR
KHIRA B Mixture 2 PRAEEBGHEITHSALIE, WARKHERE
EIEERY B Y008 (MH+:2211.10u B, 2283.18u 5 2299.18u
842.51Da )it fT I H B B AKIE .
17 HEEFH

1833 Matrix Science PR EEAIIE KT |2 Mascot 1T
e, B RIS IR R IR B A R ABK M B R
A ER 1; KBNS F R &K R IFIRZER
T + lu,

2 &£ B

2.1 AREEMREL 2-DE 45R

FH Bradford Bl B AU, (E4HAEK
(1x 10* MMM R AMT , AR 1 fRBE
H¥E N 78mgmL, HERTERBREAKEHN
10.2mg/mL,

FH PDQuest7.4.0 A4 %1 Bt K 04 B3 336 47 4 47
Bk 1 LTIk 2-DE B b+ B BT 5 579 +24
A, B@E 1873k 2-DE K E B A BT 846 +
334, WA 1.

22 EOXEHR

MEEREW M REEEE, ERE L1 &
PRy 10 NMEAL . WS IER TR ZHL S
EoFE WHBREMEE KB TAEXH I
BEAK (P<0.05), E 1. A2 HBHEEDN
SSP7602 FE H 4. (Alpha—enolase) BJAKE &35 40&

i
3 3t g

BHFEHFIRBEARZELZHRE W, KA
FEMNUTILAFTHHE.
3.1 IR AR e

HETAL B AR B I ik B RS P IRA S — /Y
T XA R B4, R AR R R B R
B E FEERELUTILA 1) FToRMEHH,


http://www.cqvip.com

P 000 http://www.cqvip.com]



http://www.cqvip.com

P 000 http://www.cqvip.com]

— 1236 — BEREMAFEFE 2007 £F 32 %% 12 (Journal of Chongqing Medical University 2007. Vol.32 No.12)
1 10TEARMEELER
S Sspx* Acc:z.sion Protein name Mas;}/l:}r( %) Cov  Score* Sl;‘l:z:tlil;llar
1 4406 PO7195  L-lactate dehydrogenase B chain 36508/5.7 339 58 Cytoplasm
2 7107 P62937 Peptidyl-prolyl cis—trans isomerase A 17881/7.8 520 58 Cytoplasm
3 4708 P30101 Protein disulfide—isomerase A3 precursor 56783/6.0 380 112 Endoplasmic reticulum
4 3703 P10809 60 kDa heat shock protein (Hsp60) 61055/5.7 380 80 Mitochondrion
5 2807 PO7900  Heat shock protein HSP 90-alpha (HSP 86)  84529/4.9 372 81 Cytoplasm
6 6309 P18669 Phosphoglycerate mutase 1 28673/6.8 69.0 148 Cytoplasm
7 8206 Q06830  Peroxiredoxin-1 22111/8.3 650 99 Cytoplasm
8 6004 P49773 Histidine triad nucleotide-binding protein 1 13671/6.5 60.0 56 Nucleus
9 7602 P06733 Alpha-enolase 47038/7.0 59.0 185 Membrane
10 2111  Q9NWP1  SMEK homolog 1 95935/4.8 170 43 Membrane

* BT 55 RAE BN ESER(P<0.05) **.SSP BB SERTHMAE SRS
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