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Abstract: Transforming growth factor-B1 (TGF-B1) is a highly conserved pleiotropic cytokine. In this
study, we presented the hioinformatics analysis of TGF-B1 full-length ¢cDNA sequences from orange-spot-
ted grouper ( Epinephelus coioides). The full length ¢cDNA is 2477 bp, which contains an ORF of 1161
bp, encoding a 386 amino acids protein. Real-time PCR results showed that TGF-B1 mRNA was predom-
inantly expressed in the kidney, followed by head kidney and spleen of the healthy orange-spotted group-
er. The expression of TGF-B1 in isolated headkidney lymphocytes was up-regulated treated with Polyl: C
or ConA, and peaked at 4 hours after stimulation. Lymphocytes groups which were treated with Polyl: C
had little TGF-B1 expression after 16 and 24 hours, while the expression of TGF-B1 was significantly
higher than the control groups during the whole experimental processing time treated with ConA. In con-
clusion, we found the structure and expression pattern of grouper TGF-B1 was similar to those of other
fish. ’
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Tablel  Primer oligonucleotide sequences and their applications
EIE/E J#3 (5'=3") P&
DF1 GAYCTGGRNTGGAARTGGAT TGF-B1 H il F B
DF2 GARGCBATTMGRRGHCAGAT TGF-B1 ] A B
DRI GCMGAKGCWCCDGGRTTGTG TGF-B1 H[a] A B
GR2 GTTTTCAGCATTCCAGATGTAGGTG TGF-1 A A A Bx
3GF1 GACCTGGGGTGGAAGTGGAT TGF-p1 3’-RACE
3GF2 CACCTACATCTGGAATGCTGAAAAC TGF-B1 3'-RACE
5GR1 ACTCTTCTTCCTCCTGCTCTGTG TGF-B1 5'-RACE
TF1 CACCTACATCTGGAATGCTGAAAAC EEREE
TR2 CTGCTCCACCTTGTGTTGCCTGC EEER
_ CGACUGGAGCACGAGGACACUGGAGUGAAGAGUAG
Oligo dT AAAGCTGTCAACGATACGTACGTAACGGCATGACAGTG (T) 18
NUPA AAGCAGTGGTATCAACGCAGAGT
3'-CDS AAGCAGTGGTATCAACGCAGAGTA C (T) 30 (AGC) &5
UPMA-S CTAATACGACTCACTATAGGGC -
UPMA-L CTAATACGACTCACTATAGGGCAAGCAGTGG TATCAACGCAGAGT
5'-CDS AAGCAGTGGTATCAACGCAGAGTACGCGGG

L6 Zitsrih

Gl BB R B AR F B = Wl RFR
(n=3), Gt E5MHHRE ¥ Z5 P LSD
Al Duncan’s K30, 0. 05 F10. 01 /K FEFRIERER
B B B3R SR Bl SPSS Statistics 16. 0 24
G387 o

2 4 R

2.1 HIEABIE TCF-B1 cDNA &K 75

R ] A B AR R 9 3G 3R 45 5 RACE £
AR, RS T b A A TCF-B1 cDNA 2K )%
%] (GenBank %55k GQ503351), LK K2 477
bp, 5'4E4RASIX A 47 bp, 3'IE4RIH XN 1 269 bp,
TP HE ( Open Reading From, ORF) 1 161
bp, Yt —FEr 386 NMEIRMEZIK, URFEEEY
A HIT S BRRD 2 112 NSRRI BLAIK . 7 394
FBIX. polyA RiHLA 5 PNTEANIE F F % JLAY mRNA
ARGE R (ATTTA) fI—PZREERMERF Y
(AATAAA)
2.2 Sl AEBA TCF-B1 | [ER %50 7 gk 4 57

Hr
TEHUW B W) Fh MO ER R 7R GenBank 1) 28 5

TRIFH) 5 B2 40T . RV A1 BE F Epinephelus co-
ioides, ACV96791; ¥  Morone chrysops X Morone
AAD46997; H. Y
AANO03842; W% Oncorhynchus mykiss, CAA67685;
BED M Danio rerio, AAI62361; VY ¥ ik Salmo
salar, ACN11294; ¥i 4 Ctenopharyngodon idella,
ABU84814; 4 Cyprinus carpio, AAF22573; 4
Carassius auratus, ABU55371; WEWE Ambystoma mex-
icanum, ABX24523; £ Bos taurus, AAA30778; L
AAD49431; %%  Sus
AAC83807; BB f. Rattus norvegicus, AAH76380;
FK R Mus musculus, AAH13738; K EH& Chlorocebus
aethiops, AAA35369; A Homo sapiens, AAH01180,

REMRFH R IR, TR IR XA %
BRAGGAA (RGD) F1 KEX-Furin FE8E HEERA
firr (RKKR); SR XIA 36 i 5 1Y 24 B
46 A7 I H SR LA 9 A2 Db 2 IR 20 S e 2
1 “cysteine knot” ZE#) (& 1), H MEGA3.1 4}
Fpkiy i TOF-B1 FIEH AW SRR, R A3
R H A S TE R — 203 b, SiBEER
REE, SRR RGCREIE (K 2),

saxatilis Sparus  aurala,

Equus  caballus, scrofa,
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Fig. 1 Amino acid alignment of E. coioides TGF-B1 andother known TGF-B1 amino sequences of fish
(HEZRAREABE & R AL RGD AR BAARAR A6 19 RKKR 45485 PARARHA GRS AR ER SRR B ABVIK 36 {31
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sequence of E. coioides TGF-B1 andother species
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Fig. 3 Real-time PCR analysis of TGF-B1 expression in

various tissues of healthy E. coioides

2.4 RITEADEA TCF-BI 7E R 5k B itk B 40 i o
HIFRIB S

Realtime PCR 45538087, Fd Polyl. C #f ConA
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Fig.4 Real-time PCR analysis of TGF-B1 expression in
stimulated lymphocytes of E. coioides headkidney
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