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Abstract AIM To construct the eukaryotic expression vectors
of human p65 and IkBa gene and to testify their expressions in
human rheumatoid arthritis
cells. METHODS Human p65 and IkBa gene coding sequences
were amplified from HEK293 mRNA by RT-PCR. The PCR pro-

sequenced then sub-

immortalized synoviocytes-MH7a

ducts were cloned into pMDI18T vectors
cloned into eukaryotic expression vector pcDNA3. 1myc/His -
A. After restriction enzyme digestion these recombined plasmids
were transiently transfected into MH7a cells subsequently with
lipofectin to detect the expressions of p65 and IkBa by Western
Blot. RESULTS Sequencing showed that the eukaryotic expres-
sion vectors of p65 and IkBa were successfully constructed. Their
expressions in MH7a cells were confirmed. CONCLUSION The
eukaryotic expression vectors containing p65 and IkBa are con-
structed and they can express p65 and IkBa in human immor-
talized rheumatoid arthritis synoviocytes-MH7a cells.
Keywords NF-kappa B transcription factor RelA I-kappa B
proteins arthritis rheumatoid reverse transcriptase
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Western Blot

Pierce
1.2
1.2.1 p65 5'-
GGATCCTGGCTCGTCTGTAGTGCACGC-3’ GG-
ATCC BamH I p65
5'-TTCGAAGGAGCTGATCTGACTCAGCAG-3’
TTCGAA  Hind III . IkBa
5'-GGATCCTCGTCCGCGCCATGTTCCAGG-
3’ GGATCC BamH 1 IxBa
5'-TTCGAATAACGTCAGACGCTGGC-
CTCC-3' TTCGAA  Hind III
1.2.2 RNA
HEK293 1 mL Trizol 4°C
12 000 g 15 min 0.2 mL
4°C 12000 g 15 min 0.5 mL
10 min 4°C 12000 g 10
min 750 mL/L 10 pL
DEPC . RNA 2 pg
Superscript 1I RNase H-
20 pL Oligo dT 500 g/L 1
pL 2 pg RNA ddH,0 10 pL. 70C 10
min 5x 4 pL 0.1 mol/L
DTT 2 pL. 10 mmol/L dNTP 4 pL 42°C 50
min 70C 15 min 2 U RNase
H1pL 37C 20 min.
1.2.3 PCR p65 IkBa 25
pL 2.5 pL 10 x 2.0
pL dNTP cDNA 1.0 pL 1.0
pL ExTaq 0.25 pL H,0 25 plL.
94C 5min 94C 45s 62C 1 min 72°C 2 min
35 . 10 g/L
40 pL
1.2.4 PCR PCR
pMD-18T XL-10

1.2.5 pcDNA3. lmyc/His - A-p65 pcDNA 3.1
myc/His - A-IkBa
pMD18T-p65 pMD18T-IkBa

BamH1 Hind III pcD-
NA3.1mye/His - A

pcDNA3. 1myc/His - A-p65  pcDNA3.
lmyc/His - A-IkBa.
1.2.6 MH7a 37°C 50 mL/L
Co, 100 ml/L RPMI

1640 . 80% Lipo-

fectamine 2000

1.2.7 Western Blot

48 h 30 pg SDS-
PAGE NC 5 g/L
1h P65 IkBa
Myc Actin 4C
TBST 1:3000 HRP
HRP
1 h TBST 2 min
X
2
2.1 p65 IkBa PCR
PCR

1719 bp 962 bp

pMDI18T 2

GenBank
1 2.
M marker 1 IxBa 2 pb5.
1 p65 IkBa PCR
M L )
o
"
M marker 1 pMDI18T-IkBa BamH 1 Hind 11T 2
pMDIST-p65 BamH I  Hind Il
2 pMD18T-p65 pMDI18T-IkBa

2.2 pcDNA3.1myc/His - A-p65 pcDNA 3.1

myc/His - A-IkBa
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