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B = BHH9: SIS NFAT2 2K 5 30T CpG & HIEALIR A S 5H mRNA FikMWER .,
Foik e FH TR B R R I A T e 2H 4 0 55 4L 2 KO TR AN R 5 OE R RF 4RI R NFAT2 J 2l 7
RZS, F qRT-PCR F I AFREAHZ S0 55 H 40 NFAT2 mRNA £k, JHMT AL NFAT2 J3 50+ H
FAE 5 mRNA KA b
SR FmAZih NFAT2 2EH CpG & F AL R B & Fig 414l (33.0% vs. 21.6%, P=0.003) ; A
BT 40 0 22 HuH7 . HepG2. Hep3B F NFAT2 B [H CpG 8 H 3 AL 20358 34.8% . 40.4% . 37.0%,
Yol R T AR E A0 & L2t NFAT2 25 CpG B LR (16.2% ) (1 P<0.05) . 42
NFAT2 mRNA #3508 ALT 59 55 4141 (0.000 602 4 vs. 0.001 469, P<0.05) , fFmdls!
NFAT2 mRNA /K535 2h 7 3L (b fe i 2 0 W ARG (r=-0.661, P=0.027) .

i FHEANM D NFAT2 JEFE R 35 N AE 5 IR 3 F X CpG & & 3RS 6.

KA fi, AFARML; NFATC 5 7265 DNA H3E{L; CpG
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Relationship between promoter methylation and mRNA
expression of NFAT2 gene in hepatocellular carcinoma cells
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Abstract Objective: To investigate the methylation status of CpG islands in the promoter region of NFAT2 gene and its
relation with the NFAT2 mRNA expression in hepatocellular carcinoma (HCC) cells.
Methods: The methylation status of CpG islands in the promoter region of NFAT2 in HCC and the tumor-
adjacent tissues as well as in different HCC cell lines and normal hepatic cells was examined by bisulfite-
sequencing PCR. NFAT2 mRNA expression in HCC and the adjacent tissues was determined by qRT-PCR, and

the correlation between NFAT?2 promoter methylation and its mRNA expression was analyzed.
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Results: The CpG island methylation rate of NFAT2 gene in HCC tissue was significantly higher than that in
tumor-adjacent tissues (33.0% vs. 21.6%, P=0.003); the CpG island methylation rate of NFAT2 gene in HCC
cell line HuH7, HepG2 and Hep3B was 34.8%, 40.4% and 37.0% respectively, which were all significantly higher
than that in human normal hepatic cell L02 (16.2%) (all P<0.05). The NFAT2 mRNA expression in HCC tissue was
significantly lower than that in tumor-adjacent tissues (0.000 602 4 vs. 0.001 469, P<0.05), and there was a negative
correlation between the NFAT2 mRNA level and the degree of NFAT2 promoter methylation (r=-0.661, P=0.027).

Conclusion: Down-regulated NFAT2 gene expression is probably associated with hypermethylation of CpG

islands in its promoter region in HCC cells.
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1.2.1 AR DNA eI AR IRHL A
il B HZH DNA i /& Axygen A F] Y AxyPrep
FEA ] DNA /N3 & o B A 20 R ™ A% e IO i
B A5 247 bR A o A 350 pl PBS A1 0.8 pL
RNase A, WeiR#E 15 s, ERHE | min, A
150 pL Buffer C-L fil 8 pL Proteinase K. 7. EfJ i
WY 1 minlBAWS ., BEELE, BEOE
B 56 C/K¥F 10 min, A 350 pL Buffer P-D, 3
WIRY 30 s IRET%), 12 000 r/min Z5.L> 10 min.
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Buffer R-II, WEMIRY% 15~30 s, 12 000 r/min &.0>
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519 HH Beacon Designer 8 3 {47111, 5191
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AL AL CpG i A ST R 5 m (Ho
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A, LR RE4. 6. 7. 38, 401 CpG i,
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JleE L (P=0.003) (K2) .

http://pw.amegroups.com



886 i [E

55026 %

1 162FNESREARKHEETFH 50 1 CpG L A RENHETER (EeBAIRKRFEN, A8HBIRREFEL)

Figure 1 The frequency of methylation in 50 CpG islands in cancer tissue and adjacent normal tissue from one patient (blue bar

representing methylated CpG dinucleotide, and red bar representing unmethylated CpG dinucleotide

2 BALEEFHL NFAT2 B FRENEEMLLE
Figure 2 Comparison of the degrees of promoter methylation
of NFAT?2 between cancer tissue and adjacent normal

tissue

22 ANEEHmE NFFEHAMERE NFAT2 EF

BEIF CpG BHEMNILE

NIE % FFARLO2 5 Cp G 5 B AR 4 R 35 50
(16.2+6.9) %, HuH74I}E & CpG & H FL L 45 %
I8l (34.8+7.3) %, HepG24iJfi R CpG iy HI
FEAL PRI N (40.4+10.3) %, Hep3B4N &
CpG i LA R B R (37.0+10.1) %, #FAF
S A0 LR 1) Cp G I F 0001 32 34 BH 0 % - L0241 i
(#P<0.05) (FE3) .
2.3 BALNFAT2EEE®F CpG BHENKS

R mRNA RikKFEHXHERFR

NFAT2 mRNATEJ 24 41 5 9 55 20 20 b (1 A0 X
Feik 8431 (0.000 602 4 +0.000 259 4) wvs.
(0.001 469 +0.000 171 1) ], FEHLFNFAT2
mRNA ) 235 7K - B B R AIK ( P<0.05) ; Spearman
M B, A2 P NFAT2 mRNAK 5

© MR IT F EHFFNHFEIH

HEshFH IR E R B R AL (r=-0.661,
P=0.027) (K4) .

B3 AEZHARRSHEHARR NFAT2 B3 REL
RERLLER

Figure 3 Comparison of the degree of promoter methylation of

NFAT?2 in human normal hepatic cell line to those in
HCC cell lines

r=-0.661, P=0.027

B4 EHALANFAT2EEEZF CpG B FEML S NFAT2
MRNA RIZ KRR IES 17
Figure 4 Correlation analysis between the promoter methylation of

NFAT2 and NFAT2 mRNA expression in HCC tissue
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