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Prokaryotic expression and polyclonal antibodies preparation of TGF-£1
protein in Nile tilapia

YU Yan-ling, FENG Peng-fei, PAN Chuan-yan, CHEN Xiao-han, LIN Yong, ZHANG Yong-de,
LUO Hong-lin
( Guangxi Key Laboratory for Aquatic Genetic Breeding and Healthy Aquaculture, Guangxi Academy of Fishery Sciences, Nanning 530021, China)

Abstract:  To prepare the polyclonal antibody against TGF-B1 of Nile tilapia, the TGF-B1 gene of Nile tilapia was
transferred into the prokaryotic expression vector pET-B2m using homologous recombination technology, and transferred into
Escherichia coli B21 for expression. The expressed TGF-B1 protein was purified and used to immunize rabbits for the prepa-
ration of polyclonal antibodies. The specificity and potency of the antibody were detected by Western blot and ELISA. The
results showed that the pET-B2m-TGF-B1 prokaryotic expression vector was successfully constructed, and the recombinant
protein with the molecular weight of 5.2x10* was obtained by inducing expression. The anti-Nile tilapia TGF-81 polyclonal
antiserum with a potency of 1 : 2 048 000 was obtained from the immunized rabbit. The antibody could specifically recog-
nize the prokaryotically expressed TGF-B1 protein.

Key words: tilapia; TGF-B1 protein; prokaryotic expression; polyclonal antibody
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TEREE P Y T 4 F, fEX LR TGF-B1 1]
B2 P R 40 Pk 3 B A ™ TGF-B1 nf
LA R AN F (Tfa A1 Ifny) (T/B 40 FRICH)
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HEEMIER
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TR R IR 18 i ey K B Al £ % 9 £ TGF-B1
Z iUk, AW Y HE fa TGF-B1 2 H 1Y) RE AN
G RENLBEHEIERE
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1.1

JUkL pET-B2m 5 #£ k2K B21 1y B R4 FF
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SRR & DNA [0 R & B RARAE W EOR 2
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Al (SR IR AGE AR A TN 58 4450l A
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EED
1.2 FiE
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1SR AT A3 B Sk M PR B0
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Primer Premier 5.0 ?}T{#,*ETEE?%EIE@ TGF-BI 3k
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bp JPFI M FifEA: T A "G, DA AR AR 31 T
PCR ¥ 154k 7% B 092K Bt 284K pET-B2m £ Sal
1 5BamH DA U) A0 B 5 , SR FH [R) 5 25 20 19 7 a4
A FORL pET-B2m-TGF-BI , ¥4 AL RZ 25 K ImkT #i
B21, PkiE M ST B HE AT PCR 9748 | o K 4G I % 3
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PR A B PRPE SE b4 A LB 8535 3L 41 /N i
STk WG BRVE N X B AR BRI A IPTG
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WAL TR | LAZS B R AR g 6 R, o S Dl & B
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PR i 3 3R IR 5, B R R I BT 2 ml A2 000
ml LB KigR3 b 17 K5 T 3R 58, SR B & 1
W, B DR TRR, BRSPS e U T
W LA BUTUE , 3 | B/ B ot A F RS
1.2.4 % ulEirikey &2 %2 R Ni-NTA #
BT ISCAR (19 E 3 W B DUVE AT 4li4k , ¥ 2lifk
I SRS = S L N M 1 R 71 R N D W E
TGF-B1 HFA/EMPLE, 51U : 20001 : 4 000.1 :
8 000FE " fH BB R RE 21+ 8 192 000 Y £ K 1L 775 37k
TrHUREPUAR RN, 5 A HRP #RiC I EPi R 126
(1:5000)1ER " Hit4T ELISA S, i € R kR
AR . SR Western Blot 545l TGF-81 H
AR ERPUMIE R, 55 LA Protein G 2 A2 AT
[ERLZRE N SK A

2 HR50Hr
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VL pET-B2m-TGF-B1 FRi N, % TGF-BI H
AT PCR U788, 973 7 1 28 1. 2% S IR BE e
PRI, $RAF— KN R 1 086 bp B9 H Y H B ([
1), 58U B/, ¥ PCR 714 ™ 4li4 )
J¥ P HI LU oM, 865 TGF-B1 R 2L IE#i 6 A
AR pET-B2m H

1 086 bp

1:DL2 000 plus DNA marker; 2:TGF-BI 1724y,

B 1 RBZFiE& TGF-BI EERZHKH PCR B

Fig.1 PCR amplification of TGF-1 gene expression vector in
Nile tilapia
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Fig.2 SDS-PAGE electrophoresis results and expression of

TGF-B1 recombinant protein in small quantiy
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Fig.3 SDS-PAGE electrophoresis results and large-scale ex-

pression of TGF-81 recombinant protein
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Fig.4 SDS-PAGE analysis of purified Nile tilapia TGF-81 re-

combinant protein
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3% HARRH Al %4 2 4k i TCF-B1 £ Pk, K
I ELISA B Pty . 558 8R, TGFB1 £ 5
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N, FRAF T A B ) TCF-B1 ZFi ik,
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a:1:2000;b:1:4000;¢c:1:8000;d:1: 16 000;5e:1 : 32 000;

f:1:64000;g:1: 128 000;h:1: 256 000;i:1: 512 000;j:1 :
1024 000;k:1: 2048 000;1:1 : 4 096 000;m:1 : 8 192 000;n:
R

5 RBFFIf TGF-B1 EA S TERGHMN
Fig.5 Titer of polyclonal antibody against TGF-81 protein of
Nile tilapia
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3 3
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Fig.6 Western blot analysis of TGF-81 polyclonal antibody in
Nile tilapia
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Fig.7 SDS-PAGE electrophoresis of purified TGF-1 antibody
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