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Abstract

AIM: To express gastric cancer related gene
GCRG123 by using thioredoxin fusion
expression system.

METHODS: GCRG123 cDNA with complete
open reading frame was amplified by PCR
from plasmid pGEM-T, and then cloned into
thioredoxin fusion expression vector pET102/
D-TOPO. The recombinant plasmid was further
transformed into E.coli BL21 strain. After induc-
tion with IPTG, thioredoxin-GCRG123 fusion
protein was expressed in E.coli.

RESULTS: SDS-PAGE analysis showed the thio-
redoxin-GCRG123 fusion protein with relative
molecule mass of 18 700 was highly expressed.
The thin layer gel scanning analysis showed that
the yield of GCRG123 fusion protein was 23.6%
of the total bacterial protein.

CONCLUSION: The GCRG123 recombinant fu-
sion protein is successfully expressed in E.coli.
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rhii g I B 140 R D4, i 44 I GCRG123,
FLAE IE 5 A 55 21 23 I 3R 04 v T 4141,
WG B2E T Bon 3t 5 A K laminff 245 1180% )
U5, SLGRAD =4 — AN B laminf 25 (1127 fil
RILGCRG123 HLINE-1 K5 AY. b T 3k
GCRGI1238® I Jf i — DA A B e R AR R
HIPER, JATTYHE T 5 58 ORFIIGCRG123
cDNAFH, RHZERNEAH A, W TS
BER R Bk, JEAE KA b ARk T
Thioredoxin/GCRG 123 & 1.

1 MRRTSEA

1.1 A & H A B pGEM-TIURL H A % K|
At @RAE. E.coli TOP10, BL21 Star™(DE3)
WP, platinum® P DNA polymerasefllpET102/
D-TOPO# {444 HInvitrogen/s @] 7= . IPTG, Jit
i HOA TG [ Promega/A 7). DNASY i
FREDL2000ME H & A7) TFEAT A 7] (TaKaRa).
BT T U AR E I B A6 5l AR A A R
A7), SDS, Trishif A Gibeo A 7 7= . AR EERZ, H
AR N Sigma’ 7 7 .

1.2 7%

1.2.1 3l4hixit 5 4 #GCRG123[fcDNA
Feal et T X514, I ik Hi ik Bk e
SIS AN CACCFF, LME T J5 421
) . 514 b RS BRI A . B
YA R Pl: 5'-C ACC AAT AAT GAA ATG
AAG GCA GA-3', P2: 5-GTA TCT CCT TCA
GTT CTG CTC T-3'.

1.2.2 PCR¥3%: LLpGEM-Tiki AR, LAP1.
P2y 514, HIPfx DNA polymerased)” 14 H & 55 4%
ORF[{IGCRGI123 cDNAJF4I. PCRY 1) 44
J&: 94°CAEPE30 s, 51°CIE K30 s, 68 CHEfHI1 min,
2SVURAEIR SV, T68°C 4R S 4E(H 10 min.

1.2.3 &R S ke M BOK 0 445 i WK
PCR™¥) 5pET102/D-TOPO# ik 12, # 4k,
TOP10/&Z A, FENLERI 10 ®7%, HATPCR
Y. I PCRYID S e I BH PR B %, 2% I
AR ) TR W

1.2.4 #k&% G kik: KFRDNALBL21
Star™(DE3)E&Z AW, R 710 mLE & W55
#(100 mg/L) LB ARR: TR Ak, 37° C b i 8557
Jat1 L SOJUREE IR A 4401£0.5-0.6, IAIPTG
21 mmol/L, 5 F457%3-4 h. WA w4t
17SDS-PAGE#¢ 1 L vk A I

1.2.5 SDS-PAGE 5 #7 &3k /= 4. B0 IEE 5 T 45%
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[ PACE X 1 2 B 1 GCRGI23 1 2345 678 9
lamin: # 4 B % PCRY IBHER. 1: SN e
b, AL RN E DNA marker; 2: M, = ;-
RIS, PCR product. 97400
HERAHEIE 5000 bp 66200
o A AR A 43000
B4k Mk 1000 bp
s M, MALE A 750 bp 31000
B kA e 000bp 20100
T & A R, VA 250 bp 266 bp
BT R R 100 bp 14400 |-
32 % AL Fu B 92 R
FHHERAER.

VLG Sk R R AE R[], K 2oy S AT
F1BZYlamin, AZlaminfd & lamin Afllamin C. B
M lamindE A IR IG RO 40 i rh 3 3R 05, A
A amin U 7EAS [7] 23 4k 1) 48 i R0 41 28 rh 5 A
[F] (1) ZRIB R AE. WEFTR A, A 2lamin ASERI(1)
GEAR B — P %, tFEEmery-DreifussiLE
TR kMO SR g 5 A 6 b 1
2 WL R PR LA T lamin R IE R
WA, ELFE /NG PR, 52 R A A e A B
LR M DY Elamin KA LR G
JR AR AR L, 45 B T AR laming Rk
TG 22 16 B 9 I S Bl T B 5 op, A LR
AR WL B lamin® Ik T, 1Mk R 246 1 %
HIE IR RS 5 o A AR A T
7, GCRGI1237E 1E ¥ 1) B ORGBEF 5z 4t i Frear]
BRERIA, TAE H MR ALLL . AN R 2R 4 41
o M AE A SR RIAY, Hlaminkf 8 (1R IAHF
HEFEA —EL, GCRGI23ILK =My al G Ky —AN B
flamintf 8 A, 15T 5T K IMGCRG123 24
LINE-1Z A b, FLAE BN g g v w2 is .
h T 5 GCRGI237E B kA Kk
Jig Hp A F AR B g 2 Wb i R L FRATT LA ER
1R S BT TR BAE A FIGCRG123 ¢DNAJY
B vl s, R R b B s B A K R e 3
My FRIEEA. difefijsn, LR Daa &
FIR IR TE 88 i, T T GCRG123 ¢cDNA
h B R R G RIS, b Ja Sk Th RE T
GO R A S PR R AL T R AP s
FERE AT CATHIY, %FGCRGI23[FRREAWIFT, AL
A BT e B R R RO AL, S R e S
Wi AT RIS U B A 0 SR R T B
WPCR/M™Y) 5 BUA M HHEER A, I H
A AR SR S TR P A, M R S 0 3 T
e, 1M 0 AN A T ) RE s HAR TR K PCR
P 5 AR AE, R FRATTAE FH I TO P OF- i
voBE TR B R AT T R, &
cedB(control of cell death)JE KM AT B AR

2 GCRGIZZFBHEKRXFZRIIRE. 1-2: RiET4 h LiF
AITE; 3: Marker; 4, 7: IPTGIAE S HI_HENTUE; 5, 8: IPTG
3 h HIERUUE; 6, 9: IPTGIES4 h FISAITE.
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IR, LA LR B AR, KT
RILTABN T, 45 SERARAE e A b AR (1 )7 8.
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T Athioredoxin/GCRGI23f@l 5 8 A, PRIk
RS E 1 1923.6%. % pET102/D-TOPO
AR T A AR B SR RIS AL RS B A,
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JT 5 LA 20 1 oA 455 (1) 222 S . 4 (1) A/ 05 B
FIARBEAE R B AT IR 14 &0 3t
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