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[Abstract] Objective To investigate the correlation between abnormal hypermethylation of LZTS2 pro-
moter region and hepatitis B-related hepatocellular carcinoma. Methods Methylation specific PCR (MS-PCR)
and un-methylation specific PCR (UMS-PCR) were used to detect the methylation level of LZTS2 promoter
region in peripheral blood of 40 healthy patients,50 patients with chronic hepatitis B (CHB group) ,50 patients
with hepatitis B-related liver cirrhosis (LLC group) and 50 patients with hepatitis B-related hepatocellular car-
cinoma (HCC group) ,the agar-gel electrophoresis was performed on the PCR amplification products. And the
gray values of MS-PCR band (M) and UMS-PCR band (U) were analyzed by Image J software. The expres-
sion of LZTS2 postoperative resection of hepatocellular carcinoma and adjacent tissues in the 32 patients with
hepatitis B-related hepatocellular carcinoma was analyzed by immunohistochemistry. Results The value of M
in the NC group,the CHB group, the LC group and the HCC group were 198. 00446, 65,255, 32 £50. 34,
425.324105. 45 and 715. 324188. 46, respectively. Except that the difference between the NC group and the
CHB group was not statistically significant (P >>0. 05), the difference among other groups was significant
(P<C0.05). The LZTS2 expression of hepatocellular carcinoma tissues in the HCC group was 0.1340. 05,
which was significantly lower than that of paracancer tissues 0. 34 0. 12, the difference was significant (P<C0. 05).
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The M of hepatocellular carcinoma of edmondson-steiner [l — IV (771. 92+ 85. 34) was significantly higher
than that of T — Il (605.44468. 06),the difference was significant (P <C0. 05). Conclusion With the devel-

opment of chronic hepatitis B-liver cirrhosis-hepatocellular carcinoma, the hypermethylation of LZTS2 pro-

moter region gradually increased,which is positively correlated with the Edmondson-Steiner grading of hepa-

tocellular carcinoma.
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JFINfE .2 B F 4 5 B, HBV-DNA %545 B 28 (6)
HR B RN, B B E A 58 8 I IR %Rk, Horp
HCC 44 32 647 968 VI BR AR . 7 U988 41 2 R 9es 55
A SN G B KT 7 cm) , H P BE AR
K2y . AR 48 I AR B B B2 Bt
2L HE (sunc-IRB-2018) , B # ¥ % B g R 15 .
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BB B ], 0B R b B 3R AR R & (59124) 1
FHEE QIAGEN 2~ al, & B 5| 9 F 4t 5 R Fnllk
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W6 F 3% [ Tangen 28 A, 40 DNA R 4 M (Code #
AP131-02)M Tdb st =X &AW A R F L & DNA
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poeia 23 H » HL #UE i K B (HW-SY11-K P2) i
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1.2.2 E Z#E % DNA FALE B

RN A &R A JE i 4 B DNA (1~ 500 ng)
40 L, # T 0.2 mL EP & il A Bisulfite Mix IR
W 85 pL. DNA Protect Buffer 15 pl. RNase-free
Water 10 pL, 8RR 150 pl., B &A44 24 95 C
5 min, B F 60 °C 25 min, Z&tE 95 °C 5 min, HFH
60 °C 85 min,Z¢M 95 °C 5 min, % & 60 °C 175 min,
A kF 20 CHR,

1.2. 3 ¥ K 4L 4 F M PCR (methylation specific
PCR,MS-PCR) 5 3k ¥ & 4t 4% % 1 PCR (un-methyla-
tion specific PCR, UMS-PCR)

MS-PCR: F % 5] % GTAGAGTTGGTG-
TAGAAGGGTAGC, T ¥if 51 ¥ GCAACTACT-
CAACTTCCTAACGAT, ™) 187 bp; UMS-PCR; |
W5l % TAGAGTTGGTGTAGAAGGGTAGTGA,
T W 51 % CCACAACTACTCAACTTCCTAA-
CAAT, ™) 188 bp. [Nk F . 5 W B B8 £ 4k 3 Y
DNA Btz 2 pL. ETF##51% (10 pmol/L) £ 0. 5
1L .SYBR Green Master Mix 10 pl..50 X ROX Ref-
erence Dye 2 0.5 pL.H,O 6.5 pL, B&F 20 uL. &
W &4 :50 °C 2 min, 95 °C 10 min; 95 C 30 5,60 °C
30 s MBI 40 K. 473G 7 Wy kAT B B W 5 I L UK,
T HE I A A A0 B AR A K
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(ALB) \Hi#E 2 H (pALB)  BHZL & (TBIL) kb #8 %
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JEE I 7E B (LSM) 24. 11(18. 38,29. 84)Kpa, K& &K
FIER RS/ /M {1 (APRID 2. 25(1.45,3.05),
BT 4F 4k 1k 45 %0 4 (FIB-4) 3. 98 (3. 37, 4. 59), Child-
pugh 740 A 9% 23 ) .B 9% 17 i .C % 10 fil. HCC
H BB /DT 13 f1, Edmondson-Steiner 43%% 1 ~ I
g1 L I~ INVge 21 i,
2.2 &% A & DNA LZTS2 &3 F X 3 ¥ &ALt
P Hr

A4 kB 2 ] B BR A MS-PCR F1 UMS-
PCR ¥ 3§ =Wy i vk Bl 17 7R, WLl 1, NC 41 .CHB
4. LC 4 . HCC 4 MS-PCR H, Vk 4545 JK B {8 (M)
435 R 198. 00 4= 46. 65, 255. 32 50, 34,425, 32 &
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SIS LAN(P >0, 05) , Hof2H = (6] 2% 5 0] @
(P<<0.05), L% 2, NC4.CHB 4 .LC 4 .HCC 4
B M/U 43 %1% 0. 2540, 05,0, 30 £0. 12, 0. 78 =
0.22.2.5940.35,Fk NC 45 CHB H i % % L5
T2 AN (P >0, 05), Hfh 4l Z [a] 22 55 8 & (P <
0.05), W% 2, LC 41 Child-pugh 4% C % M 5 M/
UWEHEET A% B ARS BRZWES
TGt # 2 L (P>0.05), HCC 4 Edmondson-Stei-
ner PHM~NHE MM M/UHEHEETTI~O
90, 03K 3,

*®1 BHZKABRERER

IiH NC 41 (n=40) CHB 4 (n=50) LC 4 (n=50) HCC 4.(n=50) P

Bl (%] 24(60. 00) 31(62. 00) 31(62.00) 30(60. 00) 0. 895
AFIRM (P . P) %] 36. 8(32.0,40. 2) 44, 6(35. 6,53. 2) 48.2(38.2,55.5) 53.7(39.5,65.7) <<0.001
PLT[M(P,;,P,),x10°/1] 226.0(112. 0,320. 0) 193. 5(95. 0,266. 0) 118. 6(76.0,145. 0) 120. 8(80.0,142. 0) 0. 656
ALT[M(P,;.P,;),1U/L] 28.2(18.9,35.3) 55. 2(20. 2,89. 3) 98. 2(51. 3,150. 3) 152.5(83.1,245. 5) 0.033
AST[M(Py; . P;5).1U/L] 22.0(18.0,33.5) 23.5(20.0,32.0) 33.0(25.0,54.0) 45.0(39.0,62.0) 0.013
ALBIM(P,; .P;),g/1.] 44, 2(38.5,45. 3) 39. 8(35.0,40. 9) 37.5(34.2,39.8) 35.6(33.0,38.2) 0.016
pALBIM(P,; ,P,;) mg/L] 258. 0(209. 8,306. 2) 186. 0(146. 5,225. 5) 127. 0€90. 8,163. 2) 110. 0€79. 4,140. 6) <20.001
TBILLM(P,; ,P;;) spumol/ 1] 28.2(25.0,31. 4) 29. 8(26.2,33.4) 58.8(51. 3,66. 3) 84.2(74.3,94. 1) <20.001
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A:NCH;B:CHB4;C: LC A ;D HCC A 1-M: %5 1 IFEA MS-PCR ¥ /=¥ ykil s 1-U. 45 1 IFEAR UMS-PCR ¥ 34 7= 9 1k il ; 2-M.: %
52 BEEAR MS-PCR #3723k i ;2-U . i 5 2 M AR UMS-PCR "3 7= ¥ ¥k 18 ; Marker: #R1iE 9 .
1 £HZiRE MSPCR #1 UMS-PCR ¥ BBk E

x2 F£HZIXHZE MSPCR 1 UMS-PCR BBk E&HREBEE M/U LLE (2 +£5)

i H NC 41 (n=40) CHB 41 (n=50) LC 4 (n=50) HCC 4l (n=50)
M 198. 00+40. 65 255.32450. 34 425.324105.45" 7 715.324188.46° %4
U 988.22+63.56 739.22+43.57 654, 22423, 58" % 288, 224-23. 59 4
M/U 0.2540.05 0.3040.12 0.7840.22"% 2 5940.35% %4

U:UMS-PCR HL 3k §45 K BE{E ; © - P<<0. 05,5 NC 4 H#; ™ . P<<0.05.5 CHB #H %" . P<<0. 05,5 LC 4 Hb#k,
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X3 LC 4B Child-pugh 92k % HCC A Edmondson-Steiner SR B EWX 5 (2 £ 5)
Child-pugh 432 Edmondson-Steiner 43 2%
5 H
AP (n=23) BH(n=17) CHn=10) I ~M%xm=11) M~N%G=21
M 374.55440. 20 400. 07+45. 45 552.75+56.32" % 605. 44+68. 06 771.92+85. 34
U 890. 65+63. 56 815.52+45.73 667.54+36.75" 7 388.22+29.55 240. 54+ 25, 88"
M/U 0.42+0.05 0.49+0.12 0.8340.22" 7 1.6040. 28 3.2540. 562
T P<C0.05.55 AR T P<<0.05.5 BRI P<<0.05,5 1 ~ Il %Lk,
" O D ‘-’&?‘\,- f N 5 ) AN . EY . &
.( o ® . : G 5 . ) N ‘ a ¥
° .\ : NS s 'Y 5
* . § A 4 » .
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N .V\ A3 K% (A .’0 gy '~..’.." t’ ¢
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[+ ° y'* W B ¢ “ v 4 0 v. ¢ .
v ° bi oo TStk W R AT i‘
el e -& ' ) _.& 1 6 “ (B <
A S B » A0, ) ARG PO R £ 4 e
A FIHEXS 8 B SR AL C PR AL 2L,
& 2 FEAAREEHRA G LZTS2 EERIAFER(<400)

2.3 LZTS2 f£RF5% 4 8 A 0 A 4R 05 KA 0L
HCC i 32 Bl AT I VI BR AR, S piz 41 241
A a5 R R LZTS2 7 240 i 4% F1 40 A o 34 A 3Rk,
WE 2, FFRmHZ T LZTS2 #ik (0. 13£0. 05) B
WAL TR HL10.344+0.12), 2R A% 1% 5 X
(P<<0.05), L% 4,

R4 HEAAREBEZHR LZTS2 RAFR (xL5)
NE| I 55 H 4 JHF 98 2H 21
10D 5 598. 404724, 54 1876, 58-£347. 88
Area 17 054. 65-£603. 22 16 986. 98-£535. 66
10D/ Area 0.3440. 12 0.130.05"

10D A3 % i s Aera: JIr#E X 38 ; IOD/ Aera: Jit 38 X 5 i) °F- 257 F1
SRR P<20. 05, 5SS H B
3 9 i

s 1 PR I 9 R RO | il A R s AL R 2
HCC kAWM E AR, £ E UL HBV 18 #: .
F B RS M O AT K i HCC fie % WL, HBV R 2
FE HCC WEmAENREZ —, 45 &8k HCC 1
50%~80% ", WESEIESE HBV $ Sk CDS™ T 44
il .CD4 " T 4 . B 40 i B Al 55 5 1 40 5 40 i Fn 43 1
FAE AR 5252 5| T 4t i 12 14 IR 28 P 48 E R AR
WA T T 27 2 fh- BB Ak BT s 00 9 A8 o A 4R
i, W3 HBV J& gL 8 HCC M HLE M AW 2, DNA
FH b 2 3R 0 338 £ 98 2 v AT S AR AR 1) I L ) 22—
P98 2L R 3l 7 DX 0 S5 o R A oA O O 0 9
DR 358 SR = RIBLAR S L 32 B e A AR S IR SR IR A
SRR CpG . KRR, M H $ CpG
S 10 58 v R SR e A O R R LR R TR B

HE AT, Al o T AR IE W0 T B2 W bR
947—‘[10*11]0

LZTS2 44 3 W A7 F AN 2K 10 5 4 @ ik

(10q24. 3) , Sy yw 3 PTEN 47 4 (10923, 3)
a1, 3 P A IX S 7R £ B bR b g T 9
BN, LZTS BN R A 5 35S 5 5 5k 0 5 R 40
M E B a4 . A WFE R, LZTS2 i 76 40 e i N
4 B-catenin X UR Y & A A R B EAE DY
[ A B-catenin /2 Wnt f5 S ECHEER —
Y BRI LZTS2 L p85 M iy Iy =4 1
B 0 B e A AR RS R BT, R ) LZTS2/
PISK/AKT 155 fli /2 5 0 g 550 5 488 0000 — o 985 636
I mED T (0 T, 1LZTS2 5 R 0 1 6 R R E .
FERERRNFEARY YR Z B E S, S
M/U AE HE 47 50 #1453 08 i ml 550 A B 58 45 21
NS BR LZTS2 Ja g+ X B4k M/U HefE7E NC
15 CHBH Z M 2% gt =8 XA, HoAh 4 2 (1]
S . Child-pugh A 2% @ T EPEFAT L. B 2%
J& T RACEE R v A A I B i H M s AR K L C
HHRFAIF TR I KA, SR BN, C g3t
AR ST A %M B %, A % .B %% a] 3L/
EF 2 S AHE . Edmondson-Steiner 43 2% J& T %% ¥ 4
g, A BRI ~ N R H RAREHEST
I~ .38 LZTS2 5 8h 7 5 % & B 364k 5 i 9 40
R AR FR BE A 6 . A 5% 8 R Bt o 12 1 2 T T %2 -
JF 1 £k -9 1 a2 R i AR L LZTS2 Ji 8l X 3 DNA H
FEACFR B W, S HCC MR B %A K.
A 15 TR B 3 b A EE W Mk 51 9 4 — X
H = FEH X BRI — CpG 7 5. #5 H—FEATE W5 I
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