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HBV JE R A A0 A7 5 M35 IR R I8 R F o ( TNF-a0) 7KSF I RS 31 X
~238, =308 fi i FEHLZEER KRR, ik PEEAEET /2 HIX 203 4] HBeAg
FH: CHB H, R HBV JE[K /30 (B C FERR) 98565 B PCR B HBV 3
UGS HBV S L DK Sy B 300 5 e A6 i) HBV 3 PR 78 Tp 780 5 B 45 T s o — PR 7l
PR B 28 PE 5081 (PCR-RFLP) (1) J5 7 ) TNF-o — 238 J% — 308 1/ 5 5& [
L, B AR W MR 56 ( ELISA ) 0 52 M3 TNF-o /K-, FEXF 45 Rk 15 80147
Bro &5 HBV FERAEI B C 435 558.6% 41.4% ,Hr 150 5] HBV S FLH B H
ey, Ba WY 81 ], Ce MV 7Y 69 f51] ; B F PR 7Y £8 35S 47 4% % FI AR B2 48 %0 ( BMI)
/INFCHI(P = 0.020), HBV J:[H A B.C By TNF-o 7K F \TNF-o — 238 F1 —308
PSRN Z B LS 2= 2Z 55 (P > 0.05) . 458 AT HLIX HBeAg
FHYE CHB &2 HBV SEHARLL B #h 3=, Hkg& C Y, {2 L Ba #1 Ce JE#Y ;B LA
T HB A AR % BMI NTF C B, {H HBV 3L [H % B C 5 TNF-a 7K3F . TNF-a — 238
1 =308 o7 f5 Fe R Z AP RE O o
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[ Abstract] Objective To investigate hepatitis B virus (HBV) genotypes and
subgenotypes in HBeAg-positive chronic hepatitis B patients from some areas in Fujian
province, and the relationships between serum levels of tumor necrosis factor oo ( TNF-

o) and polymorphisms in TNF-a gene promoter region at the positions of —238 and
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—-308. Methods All of 203 HBeAg-positive chronic hepatitis B patients from some
areas in Fujian province were recruited for research. Real-time fluorescent quantitative
PCR was used to test HBV genotypes and HBV S gene sequencing was applied to de-
termine HBV genotypes and subgenotypes. Gene polymorphisms in TNF-a promoter
region at position —238 and —308 were determined by restriction fragment length pol-
ymorphism ( RFLP) assay of PCR products, and the serum levels of TNF-a were ex-
amined by enzyme linked immunosorbent assay ( ELISA). Results were analyzed by
corresponding statistics. Results HBV genotypes in all patients were B and C, ac-
counting for 58.6% and 41.4% , respectively. And in 150 patients by HBV S gene
sequencing, 81 cases were subgenotype Ba and 69 cases were subgenotype Ce. The
average age was younger and the mean body mass index ( BMI) was lower in patients
with genotype B than genotype C (P =0.020). The levels of TNF-a, polymorphisms
in TNF-a promoter at position —238 and —308 were not significantly associated with
HBV genotype B and C (P >0.05). Conclusions The major popular genotypes of
HBYV are B and then C, but only Ba and Ce subgenotype were found in some areas in
Fujian province. Patients with genotype B may be younger and with lower BMI than
those with genotype C. But HBV genotype B and C may be not associated with the lev-
els of TNF-a and polymorphisms in TNF-a promoter at position —238 and —308.
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Hu7, #i 98 HBYV XK E ) 5 ik = 8% 5 S JL N F 4| 5tk = 4% ¥
HBV 73 8 FhIERI A A-H' JFARYE 2L 5 F R PE = 4% 1 < 8% ¥ HBV
) —FhEE R A0 R AL o Fe [ HBY F2 %21 B.C BEH AL, 3, Hopg
J7LL C RN, B A B BRI RN 1 AR d s HBY Bl B RN §,
HROE C PR 8 /D% D RN A7 i B BRI %50 B2 (Ba) WA,
C BT F %, C1(Cs) \C2(Ce) WAL, Jazayeri 55 B 58N Ky HBV JE[H 5y
i S5 E S14 e, AR 3L AL HBV 204 T4 BRI A R FP e ABE R, A SOk
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—238 , —308 i s N Z S AE S HEFEA TR VT

TRIFN A &

— MFFRXTS
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BHE) L B2 B B AE I8 TN 2 IR 2 L % % i (ALT) \HBV DNA # i | {A 5 45 4
( body mass index, BMI) %%, 1 Microsoft Excel 2003 %44t 7 804 %

1. A#EpRifE: HBsAg HBeAg HBcAb FHMEHRFEE 6 4~ H DI H HBsAb [HE; 4F
I 18 ~60 % ;HBV DNA 25t = 10°42 01 /ml; ALT= 2 x ULN; AJERi6 A fA
BAUERY ALT JHiE 58 .

2. HEBRARUE 20 OB R vl AL JFUR s LA IR 2 I TSRS
JFES i s I, & 3 HAth s 7 8% (HAV (HCV (HDV HEV .CMV EBV HIV) } HAih
JEE R (R ELC B AR RS RO R B PR A ) 5 AR 3 N H AR
TR BG4 5 ATERT 6 S H N2 e il ) el Aayr & It A B
PEOREE TR R Get A B S P & LI IREE .

= A B

HBV MiifFric i ELISA 5 & o B 1T & 38 2 ) TR\ )™ i, HBV DNA
2k 1 A 0 3R 6 SR TR N DT B A= 1 2 w1 77 o, N A i PR 24H DNA $2 B ] & 2
Taq DNA A (S U/pl) Ak 5t RAREHE A R w7 i s N TNF-a ELISA 55|
B DU P8 A Y TR R w77 s 5 |0 i B2k TARY) TR A IR H]
A HBY JE R 4351 (B C LRI 5¢ 5 PCR S IR B A A0 M 18 5% 25k R 32 T 4%
ARABRAF] ™ o

= ST

L. FRASUER : B BF5E6 S22 I Y BiCR I 6 ml, 4 ml B850 84 B,
T M35 TNF-o ¥ BRI A HBV FE PR R FNE A At %€ 32 ml EDTA $p#g 41, i+
FEHFE R 2 DNA

2. A AbFE RS S AfIE AR IC YR A2 RER FH S [E Beckman CX9 ALX A4 H
AL TS S R S R R I, HBVY (L3 A 490 % A ELISA il , HBV DNA
K SEB Pt e 1 PCR Rl o 15 ™ 44 B0 & vl B o A T4

3. ANFEF 4 DNA W FREC: # B0 RAR B A R A A 2 M2 A 41 DNA
SR BGRB8

4. TNF-o =238 ¢ —308 {3/ 15 KL R BIKG 0 - iz F PCR-RFLP £ TNF-o — 238
S =308 fi i HE AL (1) TNF-a — 238 i i 25 A AU A I, B 5l 9.5 -
AGAAGACCCCCCTCGGAACC-3’, N5l ¥.5° -ATCTGGAGGAAGCGGTAGTG-
3’7, PCR G Z%0:.95°C Fi 28 E 3 min, 94°C 1 min,59°C 40 s,72°C 30 s, LfEFF
35 R, 72°CIEA S min, P71 =P 152 bp, £ 2% B igMEBER (%5 EB 0.5
ng/ml) FELIK, FEERE R RS 254 nm 50N T AR S5 R, 25 FI 6 IR H DNA #1
B TB 22 vpif 3.0 wl A%, R AL, B 45 IR A Lo SR JG7E PCR >4y
I BR 1 N DI Msp 1 ,37°C /K 16 b, U] 795 1 12 % JE 728514 5 PN 9 Pk e e
JERL UK 3 B, AR Y AR AE AT WO R 4 2R . (2) TNF-oo — 308 {3 o5 5 A R
m, EWEs1 % .57 - AGGCAATAGGTTTTGAGGGCCAT-3" |, N 5| 4.5 -ACACTC-
CCCATCCTCCCTGCT-3’ ,PCR HE¥HZ=%:95C i Zx 14 3 min,94°C 1 min, 60.5°C
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40 5,72°C 30 s, ILAFFH 35 IR, - 72°CHEM S min, 71 H10 117 bp, 48 2% Bi)l§
PHEEIE (& EB 0.5 pg/ml) BLIK, THER R R GET 254 nm 1 5 HMKT N WSS 4G
J, 25 0 AR Th DNA BT TB 22 ofif 3.0 pl A, LI A S, RS-
[ _E o SRJE1E PCR =9y rh o A BRI N DI Neo 1 ,37°C K 16 h, il 0171
12% R AR VSR N I TR R EE S FRL UK 0 B8, R YL (A AE vl DGR A 4 R o

5. M3 TNF-o ZK-F-A9HEI > H B F] Anthos 2010 FgA5{3i# 4T ELISA Ul
MG TNF-a 7K, EARERAE J7 ik 4 iU £ A ) TREA R 7l 1 N TNF-a
ELISA {7 & il 45

6. HBV FEPR AR K BE PO RGN - (1) 5t & PCR LA IER 7 FE4 HBV K&
Y, R 2 2 Ay BRZS W Light Cycler 2.0 $E172906%E & PCR 51 HBV L[
A AR HBV LA 3R (B C B A 556 PCR AR S 45, (2)
HBV S S PR 4200 J3 A 0 38 43 A A% HBV S PR 78 K2 5 PRSIV BBy 6 358 4 1ML 375 s A<
(BFEZOEE 5 PCR EARGET BIAY L T 43 B4 1Y BE LAl IS Uk 1 SR K I AR AR )
WA G AT it HE4S HBYV DNA AEHL, Zfifh [ S FERII T o Xy 45
#4T HBV JER AL Hr , ZE R AL 8 5 DNA Man 310{F 5 2 7 GenBank % 3 1 AH i
HBV &[RRI (775 ( 222 Ba \BjCe ,Cs LI ) 47 751 L XTI P22 il [|] 5 06 31
KI5

IS g e oy DL

JH SPSS 13. 0 #ff#ktrgeit 40 A, Z I R 4T e T BRI R Logistic [ 15 73
Br,o# P o< 0.10 IR S5 31T 2 &R Logistic [1]1H 53087 (LA P <0.05 K %5
HE) , FH A (B EE (odds ratio, OR) M H: 95% n] {Z [X [&] ( confidence interval , CI) .
TNF-o 3£ 2 85 M 4T Hardy-Weinberg ( H-W ) - & A6 5

#H R

— TR RIEA TR

203 5] HBeAg FH{E: CHB 35 W LTS b A & PCR-RFLP J7 3560 i TNF-o
—238 ¢ —308 fif i FYFE A Y, Forp - 238 (i iR A B A/A BRI i — 308 o7 5
DB L B AZA BN AL, S G310 A Inh R 25 i8R A5 R Kl PR3 35 % HBV LA
RIRYAGIN , 63 5] H 25 R 9Ot € it PCR 1545 2 Y, 150 i ( iR e 5206 &
5 PCR LIt 55 P ALR AT B0 E i 10 (], A H L PR AL Y 12 4]) >R I HBV S 3
PR A2 e I 2 o 2] HE o i 22 A R U O 2% PRI A 1 R R R, HG A 10 {31 38 e AR
AR 8 PRSI 7 VEAT HY B R R — 2

= TNF-o =238 J& —308 1/ s F K] #l

1. TNF-oa —238 fif 5 LK Y . TNF-o0 — 238 fi7 5, PCR §7 18 /=% TNF-o — 238
i 5, PCR 958 77 1) 28 2% By g W 56 2 W vk, £ 152 bp Ak M B 4F 53 4 450
(W 1),
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200bp 250bp
150bp 152bp
100bp 100bp
50bp

Bl 1 TNF-o —238 {37 PCR 4347119 2% L Wi e e Fa. vk
1 :M1.:DL2000 DNA Marker; M2 :50 bp DNA Ladder;1 ~4:PCR § 34724,

TNF-o 238 fii i, PCR 738 7= W B BR 1 A DT ED) 73 A TNF-o — 238 A7 151
PCR 38 7= W2 Msp 1 WV IS, 12% 3R V9 M T 14 458 JC e 1 PO, R0 €00 1
~ 2383 LR, Hih G/G By 132 bp/132 bp,G/A %1 132 bp/152 bp, A/A
MK 152 bp/152 bp  ASERCR KB AZA RI(ILIE 2) o
1 2 34567 89 10

152b 160kp

P

13%bp iégti
110bp
90bp

K12 TNF-o -238 {ii 5 PCR 438 = W BFUI S 12% 3R P L 366 JC FL
{E:M:PBR322 DNA/Msp | Marker;1 ~3.5 ~10:G/G ;4 .G/A %,

2. TNF-a —308 i {5 R Y : TNF-o — 308 i/ i PCR §7 3474 PCR 434 =4
22 2% TR BB LUK , 75 117 bp A0 H B2k 2577 (LI 3) o TNF-oo — 308 fif
% PCR ™38 7= 9y (4 BR i 1 A DT g D7) A, TNF - — 308 37 53 PCR 47387 ) 42
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Neo 1 B Y] 5, 12% 5 VN M T e B 1 2 L R UK, AR % €00 5 A e o s 25 (AL 78 : TNF -«
~308 fif YL . HirR G/G B 97 bp/97 bp, G/A Bl 97 bp/117 bp, A/A
AUSM 117 bp/117 bp , ARSLERA B 1 il A/A BI( LA 4)

7o

T
2 1 2 3 4 HE M

250bp
100bp 117bp
50bp 100bp

3 TNF-a —308 fii i PCR 435 W11 2% Brfshs e i Ha vk
7 :M1.:DL2000 DNA Marker;M2:50 bp DNA Ladder;1 ~4.PCR § #4724,

117bp %%ggp
97bp g%pp
T6bp

67bp

Kl 4 TNF-o —308 {3 i PCR 438 ™= WIBY) 5 12 % 58 V8 I ok A 258 Jie v Dk
1# :M:PBR 322 DNA/Msp | Marker;1.5 ~7.:G/G #1;2 3.G/A %l;4.A/A
o,

= HBV S LR 45

150 i F 3 MLyE AR AL HBV S JEHN P J5 MU B B C LR AL, R & B
HAFLFAL, B C REE RIS S FEF M FE (ILE S5 ~6) o ARLTTHRE B FLpH AIRE
A S FER 7 F1] 5 GenBank H Ba Bj B4 B7 V. AU it 7 41 L o 322 il [] P 56 £ A
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B 7 JE L 183 SAEAA B2 i B [FIE G R & . AN TR

C R BIFEAR S FEH 7415 GenBank Ht Cs Ce C5 ,CO VT (1) 751 B X6 F- 22 Hill [
TRRE L FRHB R T Ce WL, &l 8 &L 37 SHEA M2z 6l B9 RS R .
g HBV JE[R 7Y B C 5 TNF-a 7K} TNF-a —238 | —308 i fi 3 [N 2 56
FIGIRSE LR
X HBV F: R B [ C 8] ) TNF-o 7K J TNF- — 238 | —308 {if. s 36 [H 2 54
9N mRSHHAT RN R A Z &R Logistic [H[IH 3087 5, {4 .BMI &5 HBV
FERAI B C AR (HMEILFEL ~2) B HBV LA R B 83 4E 8 A1 BMI /NF C
LR T H TNF-a 7K J2 TNF-o —238 | - 308 £/ 5 FE PR 2 8 0 25 5 B4 124

F1 HBV EHE B.C HIfKSHA KR (FH R Logistic [M1IH7347)

a5 HIE [(n) % ] Bl ) BMF (/) ALT*(U/L) HBV DNA® TNF-o*

B> Bt ' (log;o#5 D1/ml) (pg/ml)
SR B 51(42.9) 68(57.1)  29.69.1 20.7 2.1 208.3 £119.3  7.50+0.94 218.1£37.3
R C 38(45.2) 46(54.8) 34.3+9.7 22.3£2.3 208.7+197.7  7.67%0.94 207.1£31.3
B -0.097 0. 053 0.317 0. 000 0.193 -0.009
Wald 0.113 11.390 20.310 0. 000 1.571 4.623
P 0.736 0. 001 0. 000 0. 987 0.210 0.032
OR 0.908 1.055 1.373 1. 000 1.213 0.991
95% CI 0.517 ~ 1.593 1.023~1.088 1.196 ~ 1.575 0.998 ~ 1.002 0.897 ~ 1.642  0.982 ~ 0.999
o) P (n) % ] TNF-a°[ (n) % ]

i 4 -238 G/A -238 G/Gb -308 G/A -308 G/Gb -308 G/G
HePH R B 82(68.9) 37(31.1) 22(18.5) 97(81.5) 31(26.1) 87(73.1) 1(0.8)
HHEA C 63(75.0) 21(25.0) 9(10.7) 75(89.3) 15(17.9) 69(82.1) 0(0.0)
B 0.303 -0. 637 -0.494
Wald 0. 893 2.249 1.955
P 0. 345 0.134 0. 162
OR 1.354 0.529 0.610
95% CI 0.720 ~2.537 0.230 ~1.216 0.305 ~1.220

Ut NAEPTALIBGR L & + s Jm 5 B0
H-W e i

HEAT H-W A A 3, S48 78 P > 0. 05, B 4520 TNF-o - 238, 308 fi7 i HE K 22 AT &

<2 HBV N B.C S5HICIRKRS N KR (LR Logistic [81J35047)

I RS %1 B Wald P OR(95% CI)
0.038 5.397 0.020 1.039(1.006 ~1.073)
A BMI
0.281 15.063 0. 000 1.325(1.149 ~1.527)

%

it

Fo[E HBV JEHTULL B FI C BN 3, BERG AL A 1 Fb R A ARRSE
X AR EEA T4 HiIX. HBeAg BHY: CHB fRE R T 3E R 40 Y, 25 R 7R AR 78 B
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F(58.6% ), FERA C 5 41. 4% , o % PR Ad L DR Y, i %o 150 45i) 35 PR 75 ik — 21
AER, R B LR AL Ba WAL, C FEPRIEIY Sy Ce AL, K& B 1 1
MR TAB TAR A4 Rope s BT T 245 51 (73542 63. 8% F1 68.2% ) , [] i}
RS R T R Ba WA (71.0% ) Fil Ce W7 (57. 4% ) 5b, i6 & 30 Bj W78
(8.0% ) 1 Cs [T (25.9% ) , GATFGR 45 AR, 0 7 4245 %) 511 4] B %
PRI R I YRR A (P A FE AR T A5 Y B Bg 131 43)) KGn i 2% 31 435K o~ Ba WP 7Y,
AR B) WHL IR By WHRITEFR E AL, SARM A5 el FERITH C
LR R R4 Ce s, 15 7 50 £ T [ A9 49 A 522 I3 XA S, R0 70 i X 0
FTH) C JERITE Sy Ce BT T 76 B 5 840 M X, Cs S0 T B A 7488 8 L, 4 Sl e A
IR AGEEE A, Cs WA AT R 5 T Ce WY, #@E4 HBV JE[H 7R
A3 AT T BEIE s B KA ZH X BE G R oc e — WA, i AN KM
HBV 35 R 0 44 A B — 1y 5 PRI 28, e TG v A ] — 5 PR RS () I 284 2 ) 4
PRAE S L3

S H Al SR AR, AT W R B HBY BE B B E - E 4R N T
ST C S I AT B S DR R ) i P 78 HBY e AR IS VR T &2
A T 14 B2 00 5 ) — 928 40 L P AN [ 07 5, 35 A SR8 B 7 A 25 5, SR T M o
THHE RS AR —, HAh, BRI B LR AR 571 BMI/NT C LA, (HABEW]
B2 BMI /N R 35 50 e HBV JE PRI B3R S8 HBV KL[H# B J5 &) S5 BMI
AN 13X T B O T M B BIF 5 10— BT A

UM TR RS BRI 2 — 76 HBV B # ey | it [ e 15 15 3=
S I AN T R B 4 R R SR AT IR 2 A e TR
[l Rl RN R 2 ] ik AL 22 5517 TINF-oo & — R ELAT 112 A2 0T T 1 400 i 1R
+ , HE R NFE SR T IR 2 80, UHAE 57 -iwm 2k g s+ XN , 635 - 308
(G/A) . —238(G/A) &, SLPRII RS - 4 [ F1 HBV 28 2L A /E S B —
PRI AL I 5 SR, S TR b e R TR ) S8 IR R AF AR 22 0], TR, 1 T 00 S g IR
Zulfig 5 HBV KRR MM A 3¢ . (HABEFE AR & B TNF-o - 238 FlI - 308 fif 5 5t
P £ 2515 HBV SLPI L B C A, Wk & B HBV JE B &Y 2200 1 3 TNF-o 155
K, $27R TNF-o — 238 1 — 308 {v7 5 B PH £2 257 7] REAS 52 i) HBV JLPH % B C 4y
A, M MLE TNF-a 7K 5 HBV JEHEA B C Jok, KFHREEZELY HBV RH
BRI REIE T 2Ly KA, I35 485 LAt 4 93¢ PR 28 A7 i 34 DA A i — 26 B it
fmE SEREBLEE,

Z % x #
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