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Abstract BL21(DE3)
AIM: To express BO-E2 recombinant fusion SDS-PAGE. Western blot
protein in Escherichia coli for use in early
diagnosis of primary biliary cirrhosis (PBC). =
, 3 . -B-D-
METHODS: CDNA encoding BCOADC-E2 (IPTG) 3
and OGDC-E2 were obtained by reverse tran- ’
scription pdymerase chain reaction (RT-PCR), ) ’
confirmed by DNA sequencing, subcloned non- AMA-M2
directionally into the bacterial expression plas- A
mid pET28a(+), and then transformed into E. coli it BO-E2
BL21(DE3) to express the recombinant fusion ~PBC
protein, which was identified by SDS-PAGE and
western blotting. KT ;
E2; 2- E2; BO-E2
RESULTS: Results of nucleotide sequencing and re- :
striction analysis showed that the recombinant plas- .
mid successfully constructed three species. Three , , M2 > et al
types of fusion protein were expressed by isopropyl- BO-E2
Beta-d-thiogalactopyranoside (IPTG) induction. The 2007:15(22):2465-2467
recombinant fusion protein exhibited the antigenic- http://www.wjgnet.com/1009-3079/15/2465.asp 20
ity of AMA-M2 by western blotting. o
= 28
CONCLUSION: BO-E2 recombinant fusion pro- 0515 6 M2

tein can be used for in vitro diagnosis of PBC.
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PBC) & —Fh LU A A /NIHAE 1 AR AL PR 1A T 1
RVESTARFAE . S5 28 5 S5 A0 302 385 1)
T 5 S MR (AID) ™. ZEPBC R 44 A )
H 2R A Sk, PTZPUEANA). Jrdhifk
PUAAMA). JUFEIPUESMA). B E R
PRPUARLKM)SE, o R HALEAMAR,
AMAZF AMI-M9FEOANE R 1fif LA M2 HPBC
FE PR, AMA-M2BTLAXTPB CASL I ) Uk
93%LL b, KM J LA 100%". M2FLAAHET
Ji R SR A b 1) 240 1% it U 5 5 K (2-OADC)
(1) L6 J5: TN IR it 8 52 5 /A E2(PD C-E2)
2% Il Sl S S KE2(BCOADC-E2). 2-%J%.
1% i A B 2 S RE2(OGDC-E2) %%, FATTFHFE A T
TR 7R IEBO-E2Al & 8 1, APBCI AR
PR P2 W AT 3T B

1 MR35

1.1 2241 H 35 M3 24 [ Euroimmun /A /)
G 58 BRI S I 5, M2 by B S B 5%
fit;, PCRY B4R 75, RNATEEUR 76 hQiagen
AN RS SRR DI . TADNATE #2
filg I 1 TaKaRa 2y 7). pET-28a(+) FUki & K it
BWBL21(DE3) HNovagen/ . |85 fu sk 5%
Hevki 2 AMAIRF &% B EuroinmunA . 2
I ABCOADC-E2. OGDC-E24 %71, &t 5]
¥).BCOADC-E2IE [ 514): 5'-ATCGCATCCGC
ACAGGTTGTTCAGTTCAT -3'; BCOADC-E2 X
1514): 5-TAATTTTTGCATGCACGGCGAAC
TGCAGGAGT-3'. OGDC-E2iF [ 5]4): 5-CAGA
TTTAGAGCTCACAGCTGTATGCAAGGATGA
-3'; OGDC-E2 2 [7] 514 5'-ATCGCGTCGACAG
GAGCAGCACCATGTTTCC-3".

1.2

1.2.1 FH bR T2 40 43 25 v Ak
NG NG A = R 3 N T NIS B2
HHRERNA, REEF1FF|cDNA. pET-28a(+) Fiki
Sy HBamH1RISphl. SaclfSall. BamH1
MSa/ 1Y) )5, 4 TADN A 32 1 1 4E F ¥
BCOADC-E2. OGDC-E2. BO-E2[¢JcDNAX W
SE AR A 26 B A TREH AR A F
T AN BEAT 458 . PCRY™ 1 [ Y 464 4 94°C AR
P£1 min, 56°CiE K1 min, 72°C ZE{#11 min, 35 M
I FEE T72°C ZE 45 min.

1.2.2 4 H A TR 4
P54k 12 5 N1 EEBL21(DE3), N ALBH;
FEW3TCRE B 7745 min)GifAi LB TR (&
ZWRPE100 mg/L R %8 20) 8572 i . e ok,

FH10 g/L 3t i B vt i v ik WL 252 0 &4 s 1)
JE .

1.2.3 R H PRE
P I B R, BeRh T R IR A R IMLBRE IR
W, 3T CRIKEFRY 1 A 00 N0.4 /24 I
RS N0.1 g/LIK 5 B AR-B-D-F- FLBE 17
(IPTG), %3154 h, 4°C B ODWCEE R K HIH
SR URRLAIR, 48 PR L300 W, 15 s, flRTE
4R, LA EERAEAE ORI T 34T, T 5 4E4°C, 10 000
g5 15 min, WADTHE, LA7S g/L TritonX-100,
10 mmoVL EDTA G s 5, H100 pLgd
fR P (270.1 mmol/L PMSF, 8 mol/LJE 2, 10
mmol/L DTT)# il LIk, SBUE L he A
900 pLA IR B2, foe i B BT, K B
MM APBS PTG IMGS TR JZHTAE, 420
mL PBSYES, IS mmol/Lik R 723 e H ki
VRN, WCAEDEB R AT 150 g/L+ b FE i
-2 T I e i HEL UK (SDS-PAGE) 43 AT

1.2.4 BCOADC-E2.

OGDC-E2. BO-E2# 41 14 SDS-PAGEHJk
JaEATEEEN, 200 mA, 40V, 2 h. KL S (INCHE Y
S, FHE750 ¢/L BSAIKIPBSEFI1 b, 51 & 1000
PR IR AM2 B P I35 S W2 h, 78 /3 ki a5 1
100047 B FTHR PAR L ISR BTN 1gG —Pi R N2 h,
FERVEE G I3, 3- G A L ) J AU K
JFIVATALR

2 BR

2.1 PCR ¥ FRSAEY 18 379 bpAil
279 bpl A Bt, ZDNA 7R WAL/ EBCO-
ADC-E2, OGDC-E23% [R ff A& A2 UL

2.2 T R
PCRY™ Y R AH N D B, e P N SR I8 4k
pET28a(+), #44 HE 4 KA AApET28a(+)-BCO-
ADC-E2, pET28a(+)-OGDC-E2HIpET28a(+)-
BO-E2, #2344 F B il P 9 DI IG D) 46 0, 45
RN, FPAZ 52 56 4 IE .

2.3 AR TR £
IPTG% 5547120 g/L SDS-PAGEHLIK, 7541
TR AR (L ) mT LA 14k W B IR A e
M5, FHX 2y T8 14X 10° Da(BCOADC), 10X
10° Da(OGDC) 124 X 10° Da(BO)([412).

2.4 1E B 2245 M2 BH P )
BE M, KH Western-blot 7 iEHEATRIIN, $iT
BCOADC-E2HUK B 1941, FHAE:2486.4%; i
OGDC-E2HuRBHM: 1861, PR A81.8%; it
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B 1 SEMANEBLEESERE. 1. pET28a(+) |
2: BamH1 Sphi pET28a(+)-BCOADC-E2
; 3 Sacl  Sall pET28a(+)-OGDC-E2 ;4
BamH1+5a/1 pET28a(+)-BO-E2 ; M: DNA
Marker DL2000.
kDa
175
83
62
48
33
24 25
17
14
10 7
2 RIEZEEAY120 g/L SDS-PAGEEERE. 1:

pPET28a(+)
;2. BCOADC ;

3: 0OGDC 4. BO

; M: Protein Marker.

BO-E290 /43 A BH I, BHE S 4100%.

3 111E

PBCUF R FH&E A, B RIRHEL A1 10,
LR, AR, MR TR B IR
AR AL R RN BT 1M, e 5] H L A AL,
I Ty B 3 vy ¥ 2 Pl R R L. JF D) AR A ALP
Hly-25 B ke 7T, i AL 710, DA
R 22T ok 52, 4 AMIF SRS, PBCR G %
2902-24 N10JT, TERIEN0.4-3.0A/10)7, Hi%
A B AR KA, TRk E A PBCAE R R
IRANWTHE I, o EPBC AR 5 LR EHLA-
DRBI1*07". (Kt XFPBCI¥I 31 A& BRI PR 12 W7
BAIAEE AMAP HAM2BUAAPBCRE 7
Pk, HoAh AT W AR 2 000 W 2B O
JUU SRR IE DG R e — SR N 45 4%  Mg it
25 BRI IO IE R AMA Y R, T2
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PB4 Fe Itk 22, A SZIGA I (1) 2245 M2 FH P 1) 28
HIME T, 4 5 BO-E2/ £ 8 11 M. M2JTJ5AE
NP B RD, ARG A TR B Al R %
PURHRR IR IR, HAER %, oA, RAER
Al I b PR BT, S MR I & L. 1 A A
J7ER R E ARG P b, HTPBCH s 2
Wi, APBCIH IR BLAIIG IR 2 Wi it
TH.
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