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[(ME] 8 &§.%# TGFPL £ H—~500C>T $ A% 5 LR AR ARAE g TGF-RL R E B R W, Tk B
ARMS-PCR 4 W F Wk, M 2 B R 3MZIFREF AR LEITGF-B1 £ H —509 L AWERHFRE A
B AREHAEA AL EERRY L H;ELISA 2R R G X+ TGF-RI AN ARE S AR KB L E ARG R P EHN
FoA N B NRE NBRARE, # R . TGF-B1 —509 LA 2R WA CEE o HATE FaegrabEgABAFFA
B¥EL£R,-SOCCEEBAENFEALBELEREN Chid PughCLraw o % sWER T TT £EA(P<0.05), FH
B AP n% TGFRL. VEBE. AR LI AWKRENRIAKREEHF®H T2t BAP<0.05). AxtpEas. m¥
TGF-Bl AEA S0 S HALE N ZEI XA LN MAEFFHE LAY, —509CC £ B A H i K TGF-Bl R E R F & T
TT £E A& (P<0.01), S & :TGF-pl £E—500C>T $AUSHARUMWRARAEA R BERFEMNERER
HMEZLERYUFAELEF DR T TGF-fl HRK.
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[ABSTRACT] Objective; To explore the association of polymorphism C>T at —509 of TGF-B1 gene with liver fibrosis in-
duced by HBV and the effect of this polymorphism on plasma concentration of TGF-81. Methods; Ninety-two healthy blood
donors and 93 patients with HBV-induced liver {ibrosis were studied. The patients were further classified into 3 groups (A,B
and C) according to Child-Pugh classification. The polymorphism at position —509 of TGF-81 gene was analyzed by ARMS-
PCR and sequence analysis. Concentrations of TGF-B1, collagen type N, hyaluronan, N-terminal type H procollagen peptide
in plasma were measured, the former 2 by ELISA and the latter 2 by RIA. Results: No significant difference of —509C>T
polymorphism between the diseased and control group was found in this study. The frequency of C allele was significantly
higher than that of T allele in Child-Pugh C grade. The TGF-B1 plasma concentrations did not show any difference between
carriers of —509CC and TT genotypes in control groups. Conversely, the concentrations were statistically lower in popula-
tions with TT genotype than in those with CC genotype in diseased group. Conclusion: There is no relationship between
—~509C>>T polymorphism of TGF-fI and liver fibrosis in Chinese populations, but the presence of C allele at position —509
may play an important role in the progression of liver fibrosis and may influence plasma concentration of TGF-B1 in patients
with liver fibrosis.
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HNEEZHEMPBHEBRANR. AHE BRI
TGF-Rl HEBERX —500C>T £x3U52H5
FEEF 4 19 0 R ROH S 3 o TGF-81 o ¥ B &
W » 33— 25 B B 4T 4 4L 0 & % BL i) % TR AT 7
YEAL I e Bt R AR B AR F A M S R

1 #HEF7iE

L1 BRA% 93HIZHEFGEILEES N
MBER S ER . F_FREAFKBERASE. B
H5 66 B4 27 B, FHER (47.4110. HF . B
HERR KA AT RGP M Z 8 . 25 %5 HA0 L H 5
B EARATRE. MRA Child-Pugh 44217, 92
BFEFREAL BB N AR BR.CEIE, b A4
18 i ,B £ 35 #1,C 40 40 @], 902 Hixr BRE K L
BRI O R B3 B BB 62 L 4 24 B, E R AE IR
(29.54+10. H %,

1.2 &M BAEKAMN PE-9600 PCR X N ¥£H
PE 22 &7 & ,GIS-2010 B AR R 4% R K BERH
(E¥HOEBRAF ™5, DNA ## % I # E Qiagen
HEHEAMRLAKN & Tag DNA B4 #.pfu DNA
B 48 .ANTPs fl DNA marker ¥ 8 B E4L W T
FRARH:5|h LBEREDMBEARERA A
B HGPCR Y BRIk A g EREY TRAR
AERME LK TGFR BMANEWE THE
HEPATNEER(INOKMRMNEWE T L
ERAEY TRENW AR ;B R HA KW
AAEMEF LBEYBEATR S L LHATRER
N 3Bk (P I NPY B F7F 22 ORION A d].

1.3 Fi#k

.31 HAXE SHMBZFEFaGELEE
MIEE#kmF4im 5 ml, L EDTA #i#%. 3 000Xg
.0 10 min G, 4BEMEMERAMEZ . H KK
F£F — 70 C LA T M0 R A 1 3% AR 2 1 9 L 1 JE 4
MERTHEFEYA DNA fRK.

1.3.2 ## DNA #hi#4# KA Qiagen DNA #
RiAF % BERE R HTHE.

1.3.3 PCR¥ # & & —500 4% A th A K &
(—1065 bp~—271bp) ¥ ¥ K K B&: # H
Primer5. 0 3 /4. i% 3t 1 X514 .5 -CTC CAT TTC
CAG GTG TGG TCC CA-3' K X 51 4.5 -CAC
CAA AGC GGG TGA TCC AGA T-3', PCR & i
BARFR 50 pl, Hr 10X Buffer [Mg®* 15 pl,Mg-
Cl, Yk B % 1.5 mmol/L,4 X dNTPs ¥ & H 0. 2

mmol /L, 1E 3. & LB #4& 0. 5 mmol/L, 84 DNA

4 pl,pfu DNA RA&# 2.5 U, PCR R &K .
94C 5 min;9% C 455.60C 455.72C 1.5 min, 3t
PEAT 35 MEFF; 72 C 5 min, BEEICE B 4B P18
PR L SYUBAEME R IK . EB o8, FESMT T W
FEER . HRARI VIR B A 23 . SR F B 0 ke 170 4
BRI EW B WA BT 30 pl iBKH, &
20l WP  BABSEERAT TSR,

1.3.4 ¥ 34 % %% R % (polymerase chain re-
action-amplification refra.cory mutation system,
PCR-ARMS3) ZHMX 2 &P 5t —509 6 S 10
¥ R AEE] &, B, 5-GCC TCC TGA CCC TTC
CAT CCC -3, 5-GCC TCC TGA CCC TTC
CATCCT -3 HHATUERS K LM TS
EHMERL X K X518 R 5-CAC CAA AGC
GGG TGA TCC AGA T-3' ,PCR R Ri{K £ N . Bk
M A 25 pl, % 2.5 pl 10 X Buffer (Mg?* 1,1. 5
mmol/L MgCl,, 0.2 mmol/L. 4 XdNTPs,E X .K&
X5 ## 0.5 mmol/L, KK BY B =Y g,
MARK 1 pl,Tag REM 2.5 U, PCR B N &4
¥25:94C5 min; 94 C 305,63 C 30 s.72C 1 min,
AT 30 MEFF;72 C 5 min, T YRS EB
2Y AR RESE R LUk, T HAMT T M & RIFmE,
REBKERVSEEFMAER,

1.3.5 #HEEEE BHRUEVHERSUFE
RAEME BABESTERNELEER,

1.3.6 fi TGF-B1.NC.HA X PINP & th #
A TGF-Bl M N C M4 R Fi ELISA ¥ ¥ ,HA
1 P I NP f Rk Atk , B8 UL S Ui B
HITHRE.

1.4 witFsnr REFERERAEFTRERITE;
HEBEFEBREMERBRNLERE ¢ AR H
) 4 3R B L BCR BRI R R A g A
£ I3 K4 22 1D S A AR T SR I LR AE R 43 A5
ARBERBREMEK TGP KEHHLERA 1

2.1 #% TGF-B1 —509 £ £ A HAA H ARMS-
PCR %32 S5 FF 45 R M R, RA A& TGF-81 &
WAEE—509 T>C Z&EME, FE —509TT M
—509CCH Mol & FR R B B I AL —509T/C
ETHHER, WA 1 EE 2.
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Fig 1 Gel electrophoresis for ARMS-PCR product

1. DNA marker; 2 .4: Sense primer T; 3,5: Sense prime C
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Fig 2 Partial sequence of polymorphism at position —509

A: Genotype TT; B: Genotype CC

2.2 TGF-f1 —509 iz s A M HEFEAREMELE
s B8 4 A BF 4 e dLmeg A F AL TGF-pL
— 509CC £t B 75 FF £F 4 4k 40 F 0 R4 B0 43 7 A 3R
45N 52. 3% 47. 7%, TT HE B ERF A E LA
o B 2E B4 4) AR B4 B 47, 4% F0 52, 6%:CC
3 [ %) 75 T 4F 4k Child-Pugh A.B.C AW 2 1
SR A4 B 13.2%.28. 9% 57. 9%, TT EHFHE
7E fiF 4 44, Child-Pugh A .B.C &AM H R o
Bk 23. 7% .43, 6% 1 32. 7% . CC B ERITE T4
B HFRERT TT AN BXMERFT
Gril @ GCC AN ENFEABELRBERN
Chila-Frgh C ZRAMAHHERABRH T TT ZRE
(P<0.05), 8 B & Fix# KB M Child-Pugh B
94 P A AR SRR (28. 9%) (P<C0.05),

2.3 s TGF-B1.NC.HA R PINP #9k &
B T T8 B B0IE F Z R FE o, U 3%+ TGF-B1.
NC.HA & P I NP )% 3 7€ FFeF e B R X BR A
R R R E T RAKGR AW, HRERP A
¥ (median) BRI EIBE (25 % ~75%) Fw. A4
gL Mm% TGF-B1, NC.HA & P I NP ¥
¥ B EETIEYXEAEP<0.05,P<0.01), &
JReFdfb . 3 TGF-B1 MR E S5 NVC. HA 0
PINP ZRIHAFAPEOMXE:;MNVC 5 HA
(r=0.401 6,P<0.01).HA 5 P I NP (r=
0.5435,P<0.01) R NC 5 PENP(r=0. 453 5,
P<O.0DZRBFAFEREWMHERME LK 1.

1 EEMRAMFFHALEARNE TGF-f1. VC . HA 1 PENP KR E
Tab 1 Serum concentrations of TGF-P1, VC,HA and P H P in liver fibrosis patients and controls

(ps/ng » ml~")

Group N TGF-p1 NC HA PINP
Median 25%-75% Median 25%-75% Median 25%-75% Median 25%-75%
Control 92 7.7 4.5-15.2 14.5 6.1-20. 8 62.9 41. 8-90. 8 4.7 4.3-5.5
Liver fibrosis 93 15.7" 5.2-23.6 76.6** 16.2-188.5 573.4"* 322.4-841.8 14. 4" 9.1-19.1

* P<0.05, " * P<0. 01 vs control group

2.4 TGF-f1 —509 45 & A B A #f o % TGF-B1 3k
B ¥h ERFFHEMAH G, TGF-1 —509CC
BB E M3 TGF-B1 f9 & M (22. 4117, 2) ng/
ml, HEEF TT ZE A (9. 9+8. 9) ng/ml (P<
0.01), M7EXT RRA &, 3% TGF-B1 §¥k K 7 TGF-
Bl —509CC K A #[(10.949.9) ng/m! 11 TT
ERAE][(10.3£6.2) ng/mlJZRIHANFERE
=R,

3 W i

FEET 410 TE LR MRS B R R i BE AR I 45
R GBUHERERGEDEX, ERE XMHBHEL
BE R BRI RES . TGF-B1 A4
RS BFREIRMRERER RARE T
A 38 3 TR0 3 440 S 4 3 SR ) R o P AR 0 ) 4 B 4
EFHNEBREZHIHS SHRIFF LML, F
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BEFES R, @ M NP, TGF-B1 3% P 5
R —509 C>T HRHE LM 5W/RKERF B MK
FLIRE BHTRAREEHERW R LR REE
AAEMEXHE. SEHMRAE Kn V0. ZEHE
DR 5 E ARSI REHFRREN .
ERFEYMERL,

AFRERER, TGF-R1 FEH —-509C>T £
SUS LA R ESEHF AR EEVIRE
. BREREHFTH . TGF-BL HH—509 C>T
EEMNTENZ RS RN EERHBFE
Wl TAMRTEFANEABEAR, ZELET
T KRR, RFREM T ZAENE SIS
P AL R KR, 1145 Child-FPuegh 53 % 50,
TR H AR R AR BYR.CHRIAUE
R AR LA RP C R A GENBEE
BEME EREH . ZMABEN S T4 m™
BEREFAEMEME. CC XEAE Child-Pugh 4+4
FCHRATMIHMERESTTIT EHA . MA,
FERER.SMERC LU AERE CC #5fi SiE
B T £F 4k 4 72 B 09 b0 26 i F 5, W) LAHEBT, TGF-B1
F [ —509 i R F LR FE C AT B 2 % il AT £F 4L i
REEN—-TEENREER.

A SCHERRE 0 TGF-B1 78 ML 3K o Wk &
SHENFUEIMUZRFEEEIRR. AAK
B, TGF-1 —509C>T 5§ —800G>A Z Ml 1E %
BORE M, 3 5 TGE-B1 (1M 3 W B & 1% % U 4
¥, AHRGEREH, ERFEARF, TGF-B1
—500C>TEAMMEMKKEHEAFLENE
WA T TE AT 4 b ABE A i B8NS H i ok B
B IRFEFEY LR . TCGF-p1 —509CC % H B F
Mm% TGFBl MWEHBE T TT HHA, x5
TGF-Bl —509 i S K H AR FEMLHFLT
St TGF-B1 & B ay Fak | R EEM, # W& W
TGF-B1 MR LR .

WA AR ERN T ME T VC. HA K
PINPHIWKEE, 4 RKIE T A L gt 3 Ml
Kk TGF-Pl W ¥ EWHER TXRA, H
VC.HA K& P I NP ) I 3 % 5 5 2 (R FF 76 B &
HAR LM, (B TGF-B1 i M 3 W E Z B ¥ A 74
BB AR et , 5 U IR B R A — B

Bz B AR, KA M TGF-pL # H
— 500 ARE C B, T L A AR E
3 s TGF-B1 W YR E , 3+ B 6k 4% 3 el JiY £F 4 4L 19
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