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Establishment of a two-dimensional electrophoresis technology

on colon carcinoma
MA Guozhong,et al
(Department of General Surgery,the Third Hospital of Mianyang)

[ Abstract] Objective:To establish a two-dimensional electrophoresis technology tissue protein of colon carcinoma. Methods:
Lysis buffer of different volume was taken to exiract tissue proteins of colon carcinoma,and different protein quantities
(1mg,2mg,3mg) different preparation ways were taken to establish a two—dimensional electrophoresis. Coomassie brilliant blue
was applied to stain protein,and patterns were analyzed. Results:With a molecular mass between 6.5~200ku and isoelectric
points (pI) from 3~10,1mg proteins obtained 569 protein spots,2mg 786,and 3mg 835. Pattern of 2mg protein and the
sample two were the best. Conclusion:A two-dimensional electrophoresis technology on tissue protein of colon carcinoma has
been established successfully.
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hE BEREGESE, TS BERIEREEZS
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L (B Hitachi A 8] ), UV-2501PC 25b 6 EIF(B A
27 /\5F]), PROTEAN IEF cell % 4y 3 £ {X (BIO-RAD
/AE]),PROTEAN - IFRXI Cell B3 B o 3% 48 (BIO-RAD 2
A7), DDY-10C B Ik (LHE AT A—LER) ), Amer


http://www.cqvip.com

BEREMNXFFIN 2007 £ 32 4% 123 (Journal of Chongqing Medical University 2007. Vol.32No.12)

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

— 1269 —

sham ImageMasterVDS—CL BUEE SR 50 (ERHL Amersham
227]),DKZ-2 Bl HE B RF K ( LI E LR & R
238]),PDQuest 7.4.0 43 ¥r¥kf4( £ E BIO-RAD 2AH]),
12 XA fHH

&4 pH BB (immobilized pH gradient gel ,IPG gel):
pH3~10 £ (linear, L) 17cm 1PG T8l B¢ 4 .20% (wiv ) Btk
1R & (ampholyte ) § £ E BIO-RAD 47, ERFSFE
FRME(TE Marker B9 B TR (CKE)A BA R, BB
Jie I SO B . — B BEBE(DTT) M BBI A E]. i35
B Bz (APS) . H 2 #8 (Glycine ) . 75 B FE WS B 80 (PMSF) . JR &
(Urea) Bt (Thiourea) 3-[( 3- JHEERETAE)- — 287
M (CHAPS ) .+ In BEHMRM(SDS) W B A TAY TH
(E¥)ARARLN,N,N N - G2 (TEMED). Z,
—&I9Z.% (EDTA) 3 AMRESCO AR4r%E, Ok
R-250 . =R HH A K B 5 (Tris ) 24 USB /AR 40% , B2, Bk
B B Fluka 28], A fb24 030 B> 44,
1.3 BRESF
1.3.1 #RFER (SR E MY SCERIE , BRAESGET) Tmol/L
R #& 2mol/L i R .49% CHAPS, 10mmol/LDTT, 1mmol/L. ED-
TA . 1mmol/L. PMSF,40mmol/l, Tris—base ,—20°C{#FF
1.3.2 IPG JE4&/KAL LR Tmol/L FRE .2mol/L Hillk .
4% (wi) CHAPS.65mmolI. DTT.0.001% R B ¥ .0.2%
Bio-Lyteo
133 IPG & EMEE 2% 0.375mol/L Tris-HCl(pH
8.8),6mol/L JRE .20% H M1 .2%SDS, 20 CRAF . B 26 F45 22
W 1 ERRTTE 10 ml B &E65 2 mh ¥ £ P il 200mg
DTT. AP 11 FHRTZE 10m] BE 54528 rh vl B
Wi 250mg MLZ BEE
1.3.4 SDS-PAGE HL{KZE M 25mmol/L Tris, 192mmol/L
Glycine, 0.1%(w/v)SDS,
135 FOERERE RFEEW:40% viv B2, 10% viv &
Mo PAM:0.1%(wiv)E SR E R-250,25%(viv) RIEE,
10%(viv)IKBEBE . BB . 25% (viv) 2.8, 8% (viv) B .
14 #HEFE

6 BlA5 i B EFABUMRRAL AR, MBI MilliQ 7k
PhyE IR kR R B A, BRE S WA R, I T -80°C YK
FhEH.
1.5 EBORESGHE

TERAL VR TSRS R, F 1g &
SrRIIA Sml SR, B SR BEKBHHETHE, 5
EHET 4°C,12,000g B5.L> 15min 15HEM 105187 1);REL
LT 4°C, 150,000g 45 B0 60min, OT - B
FERH S 2(H &= 2), RELLH® T 4°C,60,000g, ¥
AL 60min, BUES.O L EBASHES 3(HI&F K 3), 43I AT
-80°CkAEH&EH,
1.6 BaREE

%M Bradford 5T H B REEY, U4 MEEES
(BSA)HHRERR O, FOSUIREE R 1 g/ w1 BOTEHR, 41 5UBR 10,

20.40.60.80.100 n 1 RYEE FABEE. A 1~6 SRERE,
F MilliQ 7K€ 25 % 100 w1, Bk BE 43 5124 0.1.0.2.0.4.0.6,
0.8.1pg/plo BL 100w IMilliQ 7K Az HXT R, & &4 FImA
5 ml Bradford T{E¥ :0.01%% LR G-250.4.7% 2. B
(viv) .8.5%B% M (v ) FEAR ST, IR Smin, F 595nm 455k
JEEE, 20min WHISE. DA REIBAAAR (x, n g/ ), B
FERPAIR(y, Aws) , FERRRERR 2R, IRASERAE 7 2 W A5
BES Y 595nm AR HE(E
1.7 &% i&k(2-DE)
171 H—p FEFEH£fK (IEF) £ES% BIO-RAD
PROTEAN IEF cell BV %5 a IR 2 RAEIRR AT, ARLEFR
FHEHM PG BRI 17cm TR AR (pH3~10,L), B3 B 1E
HEBERS  BEREES5R 1mg, 2mg, 3mg, HHK 4L
R PR R BAREUR 400 1, SEFTHLIK

J PROTEAN IEF cell 2045 e RN, 7€ 17CHMAT,
R 1 SRR ITE—M.

F1 IEF ¥R
AT (Step) HE(V)  BfE](h) Y& A (function)
0 0 14 Bk
1 250 05 Bk
2 1000 1 Bk
3 10000 5 FHIE
4 10000 6 FHERE
5 500 1~2 RE¥

172 BHREHE SHRER, WBEKEPERE PG Kk,
4y BIE A& v 111 48 15min, SRJ5 FHISHEMR B
B 5k 2R TR

173 $Bh T EBRRG - TP B 5 R e Ik
(Sodium dodecyl sulfate—polyacrylamide gel electrophoresis,
SDS- PAGE) W HEEHKRAERKENRPBREKLY 5s
B AT B 170 129%SDS-PAGE 43 ¢ I, 7E PRO-
TEIN-TFPXI Cell F#4TRBEHFMME _mEk, BESHK
Wk 2,

%2 SDS-PAGE 8¥ig 8

LB BEV) BEF(mA) IhE(W)  BHE(h)
1 100 10 50 1
2 300 50 50 7

174 BOMEHE R-250 16 FERIERTEE, 2RO
s REEREARPRE, EERRTRENER,

1.7.5 EEES5r FH Amersham ImageMaster VDS-CL
BIGE I AR R G X B R-250 A )51 2-DE JB
#7435, PDQuest 7.4.0 BB HIT T, #ITHRER
SR, BEREPLAC, #R48 Normalized Volume {8 A97E {43 ¥
HARAREIENELL.
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HAFHE BAWEATE BB K, AR FR
BT, BIR T LLEHESER.

FIRIG R R M) 2-DE BE, s
FPRER R T RERR 2. SRAEREMTUTIE S A T LAk E)
BREREN BN, BERFEEARESRERFH
RATGH, SHERSEREARNER, FERY
LRSS TIMERRE, B, Wik J6eH
RS EREEER, NES 2-DE HRHH & K
A7THE SCHRM SRt b i FT ekt SR R IR AR &S0,
BUS T RIFHI R

R T BUS REFERRENR, B RMMT
LWHAFR, B, RFRCERE RS T EE, W
RS A R RETE MR R B AR
DL R B REEM RN S, HEARSEIE . RE,—
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B FEARBEBBES . X TEREERHE
B, 5 K AT DL 25 B s e LR RE
A, B THKEEZE, MERZRERPHATEE
Rer  Hi, JRE - ik & RS T ERENOEE
J1o W JFEF| DTT o n] BE5m b o By it , & P LAY
Home, URARERL T MR FRE, B
4 1 % Ji (carrier ampholytes ) 38 13 Hi, 17 55 3 fi 2Z [|]
FIAEAE AR E B R AR R A,

T BRAREE S 89 58 2 W AR A B LR T K R
MEEABRMEEEAFBERRR S, EFLE
WA E AR S BRI S F R TER. SRR
7 CHAPS SR, SDS fE MBS 7355/, % F
BEAMBHIEEERN, Bl THAS FHE, 2
MAMEEERERNE .

MUt B RS B RHE R AR, N
THEARKSG, CFMECABMEN, B FE—
FEARBMHENOY —XEQBEEEM, L,
FATFFAH lmmol/. EDTA, Immol/L. PMSF 41 AR
B 5 FEABHDHIS, KA, PMSF 0] ¥ i 22 & ER
K ff B F— e 2 e MUK A% B8, EDTA M &R &
Al K15 T LA EE R,

FREHA/NEY 2-DE B RH—EE
HE, X S5BAKE pH R AR T EER X,
FHESK, HERALEARIBEMANEFEZET
BER; FRERESARTREEEARMRN,E
RS, SEEEARMBEMSTR, 2 H
&, YMELCEARSNSTEMS ., B, B0

ZIRB AR AT RNREE, #HMRESENE
B EREE, — 8ok, Z DRk FEERTE
1~3mg, 34 AT LR, AT e B LR 2mg,
BUS T RATFHIRCR KL TR Y RB B H R R
BINPGREE R RE#E 37°C, BNE RS £ 2 Pt
1k, 5 1 B % H s (pl B IR .

2-DE TEAr B EARM UM AERENEE S
AR, 1975 4, BRMNA T2 HSEA
IRA XU vk A, {H i FA A IEF
pH 1 BE i & B 2844 B P4 B ##% S5 (synthetic  carrier
ampholyes, SCA ) T & tE R MEFEHl, FR# T 2-DE
SENESEM, H SCA 4+ FHXE/N, 7 IEF i 2
PO “HAREBAR”, FH pH ABRE,
BIO-RAD 72 &4 7 i) [E A4k pH 4% BE (immobilized
pH gradient, IPG ) 5 4% W 7R 47 b % e 73X A~ (] &
AV pH 3~10 &) IPG M4, 158 T8I
L3578

IEF d B+ REBERXBIREZ —.
17cmlIPG & 4355 8000V LA &, i BAENEK
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BB E S A MOt . B B AIRTE A, IR R
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BT B R AR

& TR, ARSI E S T 45 R E A A XU
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85— Al SDS-PAGE e H LIk 58 [, L1 b8
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