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Establishment of a two-dimensional electrophoresis technology on brain tissue

protein of rat
ZHOU Chenglin et ol
(Department of Pharmaceutical Analysis , Pharmaceutial School ,Chongqing Medical University)
[ Abstract JObjective: To establish a two—dimensional electrophoresis technology on brain tissue protein of rat.Methods: Lysis buffer of
different volume was taken to extract brain tissue proteins of rat, and different protein quantities (1mg,2mg,3mg) 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 ,Img proteins obtained 546 protein spots,2mg 780,and 3mg
805. Pattern of 2mg protein was the best.Conclusion: A two—dimensional electrophoresis technology on brain tissue protein of rat has
been established successfully.
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RUA SRR

1EH/MEB:. AAK(1972- ), B, ALHT L,
ITEBHEFE .- BOQRMAF,
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A]),DKZ-2 Rl $E R % KAl (LI LR S a R
] ),PDQuest 7.4.0 7348 {4+ (35 E BIO-RAD 22),
1.2 KA fetrd
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(CHAPS ), + b B8R SASDS)H 11 4 T A TR ( i) Ay
FRANE], NONONGN'- PUH AL Z, “H(TEMED) (L 88
(EDTA)¥ AMRESCO 23 7] 43% %5 Wi S2# R-250 =3 5
BB B A2 (Tris ) 8 USB 28 |l 40 4% , BLZ BERR W 1 Fluka
NI R R =se w1 B SN s e 2
1.3 B AL
1.3.1 B SR e (5 BRIE S SCRRIRE , IS AERRGHY) Tmol/L
FRE 2mol/L Bili§ .4%CHAPS, 10mmol/LDTT., Immol/l. EDTA .
Immol/L. PMSF , 40mmol/L. Tris—hase , ~20°C {£ £ .
1.3.2 IPG B EREZE ORI Tmol/L JRE .2mol/L HifE |
4% (w/v)CHAPS 65mmol/L. DTT.0.001% & B # .02%
Bio-Lyte.
1.3.3 IPG BE 4 - MR 45 % 0.375mol/L Tris—-HCl(pH
8.8), 6mol/L JRE . 209% 111 .29%SDS, -20°CIRTF - B4 P sk
W 1: fEFIATAE 10 ml 2 2 S 28 i b & 7 P i 200mg
DTT . e #r 4% ik 1 R AITCE 10ml 1B 4 °F- S 48 ik
BN 250mg L2 BERe .
1.3.4 SDS-PAGE th ik 48 nh &
Glycine, 0.1%(w/v)SDS -
1.3.5 ZO WA BIER 40% viv LFE, 10% viv LR .
P A 0.1%(wiv) % T HT ST R-250,25% (viv) S RBE , 109%
(vIv)TKEERS . T 25%(vv) 2 B2, 8%(vIv) 2. T -
14 #iaxtg

AR R SD KR 6 FL &S, (B 250~300g,
BEKERXZEZR PO, FIE 1R BER LB .
K ERIEAMARE, FBA Bk shsk g2 s 5% & iY M
W REEBEER AT -80C kP& -
1.5 ZF9FHDGHE

TER RS R 54 T IR SR PR A, 18 1g #F
GrAIMA Sml . 10ml B, FHBE SR KA it T2
. SIIRT 4°C, 120008 B0 15ming BE EIEW® T 4°C,
150000g ## B0 60min, 375 LR BIR IS Z , WE - iE
BT 4°C,60000g, & .L> 60min, BUE O FiEH, FAET -80°C
KA &
1.6 BOREF

SRH Bradford B3 TR B LIARME HE(BSA)
FPRUERR L B EE R 1w g/ | OV - 5 I 10,20 .40,
60.80. 100 w L ARHETR I TIEW . A 1~6 S HIERE , 4l
KERZE 100, B E 5508 0.1.0.2,04.0.6.08,
g/ wl BOPRHEE AW L 100w | #8407k H2s FIstig . &
B4y BIMA S ml Bradford T4 :0.019%% T3 ¥ 3 % G-250.
4.7% CBE(IV) 8. 5%BERR(vV)FESHR ST, AL E Smin, F 595 nm
bW WK e BE L 20min NI SE . VLR FTHR B AR AR AR (x,
/) IRIERE AR (v, AS95 ), PEARHERT £ | SR8k
AR B A I RE 8L B0 595nm bR OCRE A TR, SR 15K
o R R .
1.7 &€ x(2-DE)
1.7.1 8—1a L REHEIK(IEF ).

25mmol/L Tris, 192mmol/l.

F % %% BIO-RAD PROTEAN IEF cell 7% i B A2 {Y
BVERS T T AR R AR PG FikAZRYE: 17em T
%%(pH3~10,L). B3 3 IEH KRMAL RS EHEEED
B4 Img,2mg,3mg, FEK ML EEEGE o FIRE & ER R
400 1, A FRLVK -

F PROTEAN IEF cell RIS BAL, 78 17CHEMET,
fed | B BT -

172 BRAPHE SHREBES, ARIKEPRY IPC K&,
BITERE S - A5 mrk 11T HP 45 15min, SR IR 4RI LR
& &R EER.

#* 1 IEF 8¥i¢E

H(Step) HE(V) BsHiE] Ch) YEHA ( function )
0 0 14 Bizhkk
1 250 0.5 Bk
2 1000 1 32N
3 10000 5 FE
4 10000 6 HHRE
5 500 1~2 ¥ 1

1.7.3 88 /) e B B R S — 3R TN I Bt PR O JBE Rl UK

(Sodinm dodecyl sulfate—polyacrylamide gel electrophoresis,
SDS-PAGE ).
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£ Smm WHE (- HLK -
1.7.4 % BHEEE R-250 et fEfERDREE, RRER

+£ 2 SDS-PAGE 8#i8E

IR (Step)  HWE(V) HEmA) IHEW)  EERQ)
1 100 10 50 1
2 300 50 50 7
gefa SRISERCBPI O, EERRERT N6,

1.7.5 B E S04 % Amersham ImageMaster VDS-CL
BRER BUIR R G TSR R-250 B (/S (9 2-DE it
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SR BEHEVCED , AR HE Normalized Volume {8 #1735 4k 3 3| by
ERBLARBEREL.
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WL B EHETE S EEEARMNBEATR, &%
X.EE HWETCEARSHS BN FR,
LT EB ARG R R U, #TIRES
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#l, REBBMPEE AT 37C, FNEAS
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2-DE AN BEEARMNUIAERENES S
MAPEE, 1975 4, BN A T2 H A EA
FRIRED TR a Bk BB, BH FARK IEF
pH B M & KB & S (synthetic carrier
ampholyes ,SCA ) E E MR &, BRH T 2-DE
STEMEREYE, H SCA 4y FAHXTH/N, 78 IEF i3 12
P EERAREBRIE”, 3 pH A5BE. EAH
pH £ B (immobilized pH gradient, IPG) /8 £ NI 1R 4 3
R T XAEIRE . FATEE pH 3~10 Y IPG £RPEKE
%1880 T BRI EIS,

IEF id R R R XBMEEZ —, 17cm
IPG f 455 %) 8000V LU |, FH B EMRE KT, &
AR GAAE  FHEEN NS EERENEE
KA., ERBAARN, R EAR BRI
HIBR AR L I, P 8 A E H BR b B B R SR AT ) 5 85
P 2

£ FRTIR, ASCIE T T K R (A R A XU
BIKEARTE . AT S SR AL AT
FHER IPG iS5 IEF S50 B e 5 NS E
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