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ABSTRACT Objective: To investigate the effect of TNF- o and RNA interference of DNMTs on the expression file of Can-

cer-Testis Antigens in Burkitt lymphoma cell line Raji. Methods: The expression file of Cancer-Testis antigens mRNA in Raji cell treated

with TNF-« and transfected with siRNA was detected by RT-PCR respectively. Results: After treated by TNF-«, the expression of SSX-1

and NY-ESO-1 were upegulated in some groups, while PRAME was re-expressed in groups transfected with siRNA towards DNMT1 and

DNMT3Db or 5-aza-dC. Conclusion: TNF-« and siRNA have effect on the expression level of Cancer-Testis Antigens in Raji cell line.
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1% 10%ml, TNF-  PBS 48h, 3 DNMT3b DNMT3b  siRNA
6 TNF-a 6h 48h, 4
250 500 1000 pg/ml, 4 6 Smg/mL  5- (5-Aza-dC)
mRNA RT-PCR CTA 6h , 48h 5
siRAN 6h
1.4 siRNA Raji 48h,
DNMT1 DNMT3b RNAI 2pl/ml,
“ Li-pofectamine 2000TM o
DNMTI: 5-TCT GTC CGT TCA CAT GTG TTT 1.5 RT-PCR CTA DNMT
CCT GTCC Trizol
, 5-ACA CAT GTG AAC GGA CAG ATT CCT GTC RNA fermentas kit cDNA,
TC GeneBank DNMTI1 (NM_001130823.1) .DNMT3b
(ucleotide positions 61,544-61,565; GenBank accession no. (NM _175848.1) .CT10 (NM_016249) MAGE-A1(NM_004988.
NM_001379); 4) .PRAME (NM 206955.1 ).SP17(NM-001009738.1) NY-ES-
DNMT3b: , 5-AGA TGA CGG ATG CCT AGA GTT  O-1 (NM-001327.2) HCA587 (AF-151378.1) . HCA661 (NM-
CCT GTC TC 016521.2) SSX1 (NM_005635.2) CTA cDNA
, 5-CTC TAG GCA TCC GTC ATC TTT CCTGTC  PREMIER6
TC ( D, 10 wmol/L,  20pul
(nucleotide positions 46,915-46,936; GenBank accession no. 2 PCR, 94°C 30s 60°C 30s 72°C
NM _006892), 1 min 28-35 94°C 3 min
1x 10° 72°C 10 min, PCR
5 1 DNMT1+3b 2.0% GOLDENVIEW
DNMT1 DNMT3b siRNA S 6h ( WD-9413B)
48h, 2 DNMTI °
DNMT1 siRNA, 6h
1 PCR

Table 1 Sequence and size of product

Gene Sequence Size of product
B-actin F:CGTGGACATCCGCAAAGA 304bp
R:GAAAGGGTGTAACGCAACTAAG
DNMT1 F:5'CCGTCACCCCTGTTTCTG3' 254 bp
R:5' GTCTTAATTTCCACTCATACAGTGG3'
DNMT3b F:5' TGAAACAAGGCACAGTTTTTT3' 170 bp
R:5' TGGTGCTATTTTGTAGAATAAGGA3'
CT10 F:5’AAAGAGCAATACATGTGCGAC3' 139bp
R:5' CTTTGCATTTCTGTCCCATATG3
HCA587 F:5' CACAGATGAGGAAGAGGAGGAA3' 104bp
R: 5' GACCACCAAGAATCAGAGAAGAG3'
HCA661 F:5' CGGCAGGTTCCAGGTCTAAT3' 167bp
R:5' GAGGTCGTCATCGTTGTTGTC3
MAGE-A1 F:5' ATGAGTTGCAGCCAAGGC3' 222bp
R:5' CAACCATCCCTTAAAAAAAAACA3'
CT9 F:5' GCTCGGACACAGGAACTCA3' 176bp
R:5' GCTTCTGATGACTGCTGATGTT3'
NY-ESO-1 F:5' CGCCTGCTTGAGTTCTACCT3' 158bp
R:5' GTCAGTCGGATAGTCAGTATGTTG3'
PRAME F:5' AAGCAGCCACAGTTTCAG3' 238bp
R:5' GTACTTCCCAAGCCAGAATC3'
SSX-1 F:5' GTTTCAAAGTCACCCTCCC 3' 203bp

R:5" TGCTTCTGACACTCCCTTC 3'
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2 PCR

Table 2 PCR reaction system

cDNA 2 pl
Forward Primer 1wl
Reverse Primer 1wl
PCR Master Mix 10 wl
ddH2o 6 pl
Total 20 wl
) 2.3 TNF-a  Raji DNMT! DNMT3b
TNF-a Raji DNMT1 DNMT3b
2.1 CTA Raji 3. TNEF-
NY-ESO-1,SSX-1 MAGE-A1.CT9 HCAS587 HCA661 . o Raji CTA DNMT!1  DN-
CT10.PRAME mRNA 1, SSX-1 MT3b
NY-ESO-1  Raji °

MAGE-A1  CT9

1 8 CTA Raji

Fig.1 Expression file of 8 CTA genes in Raji cells

2.2 TNF-a  Raji CTA
CT10.SSX-1 MAGE-A1.CT9 . HCA587 . HCA661 NY-ES-
O-1 . PRAME mRNA 2, SSX-1
250 pg/ml 4 6 NY-ESO-1 1000
pg/ml 6 o CTA  Raji
TNF-« °

300bp

200bp

100bp

200bp

300bp

200bp

2SSX-1  NY-ESO-1 mRNA  Raji A.
TNF-a 4 SSX-1 B TNF-a 6 SSX-1
C. TNF-a 6 NY-ESO-1
1. Raji 2.250 pg/ml 3.500 pg/ml

4.1000 pg/ml
Fig.2 Effect of TNF-« on the expression of SSX-1 and NY-ESO-1 in Raji
cell line detected by RT-PCR A. SSX-1 expression after 4 h ; B. SSX-1
expression after 6 h ; C. NY-ESO-1 expression after 6 h. Groups:1.
Untreated Raji cells; 2. Treated with TNF-a 250 pg/ml; 3. Treated with
TNF-a 500 pg/ml; 4. Treated with TNF-« 1000 pg/ml

3 DNMTI DNMT3b  Raji . ARaji
DNMTI B. Raji DNMT3b 5 1
Raji 4 2 250 pg/ml 4 3 500 pg/ml 4
4 1000 pg/ml 4 5 Raji 6
6 250 pg/ml 6 7 500 pg/ml 6 8

1000 pg/ml 6
Fig.3 Effect of TNF-a on the expression of DNMT1 and DNMT3b in Raji
cell line detected by RT-PCR: A. expression of DNMT1 in Raji cells; B.
expression of DNMT3D in Raji cells. Groups: 1. Untreated Raji cell,for 4
h; 2. Treated with 250 pg/ml, for 4h; 3. Treated with 500 pg/ml, for 4h;
4. Treated with 1000 pg/ml, for 4h; 5. Untreated Raji cell,for 6 h; 6.
Treated with 250 pg/ml, for 6h; 6. Treated with 500 pg/ml, for 6h; 7.
Treated with 1000 pg/ml, for 6h
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DNMT1 DNMT3b
DNMT1 DNMT3b N
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Fig.4 Expression of DNMT1 and DNMT3b genes detected by PCR.
Groups: 1. DNMT1+3b 2. DNMTI; 3. DNMT3b; 4. Positive control; 5.

Negative control

300bp

5 RT-PCR siRNA PRAME
DNMTI1 + 3b DNMT1 DNMT3b N
Fig.5 Expression of PRAME gene detected by PCR after transfected with
agents. Groups: 1. DNMT1+3b 2. DNMTI1; 3. DNMT3b; 4. Positive

control; 5. Negative control
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