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1.1
1.1.1 N pCMV6 ( cat. no.
PS100001) OriGene . E. coli DH5«
: HaCaT
1.1.2
Promega ; Lipofectamine 3000 Transfection Re—
agent Invitrogen ;

Hind Il \Xho [ . T4
+DNA Marker.SYBR Premix Ex Taq

< Trizol N

Takara ; PCR RT-qPCR
; G418 Sigma ; DMEM
N Gibco o
1.2
1.2.1 HepG2 RNA
NCBI Genbank IL28RA mR-
NA primier 5.0 :
AGAATGTGACGCTGCTCTCC; GCCG-
GCTCCACTTCAAAAAG. HepG2
RNA : HepG2 37 C5%
Co, 10% 1% \
80%
2 ml PBS 3 1 ml Trizol
RNA.
1.2. 2 RNA cDNA PCR
IL28RA RNA
cDNA. 2 @ 0.5 ul Ol-
igo dTPrimer 0.5 pl ANTP Mixture 4 pl RNA
RNase 4 pl 70 C 15 min e

5 x PrimeSecript Buffer 2 pl
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RNase Inhibitor 0. 25 pl PrimeScript RTase 0. 5 pl

RNase  2.15 pl. 30 °C .10 min 42 °C.
60 min 70 C .15 min.
-20 C - PCR I1.28RA: 2

pl cDNA 10 x PCR Buffer 2.5 ul 0.5 pl

0.5 wl MgCl, 1.5 pl 2.5 wl dNTP Mix—
ture TagDNA Polymerase 1 pl 14.5 pl o
94 C .5 min 94 C.30s 40 C.30s 72 C.2 min
35 72 °C 5 min, PCR
PCR o
1.2.3
HindIl.Xho I  [L28RA  PCR pC-
MV6 N o
pCMV6  IL28RA PCR 1:8
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pCMV6-d128RA
1.5 ml o
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24 1 x10°
o 80%
DMEM Lipofectamine™ 3000 Transfection Re—
agent pCMV6 IL28RA
HaCaT 6 h DMEM o 48 h
400 ng/ml G418 2
d 1 4
400 ng/ml G418 o
1.2.5 RT—4PCR [L28RA mRNA
HaCaT N pCMV6
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( 1 x10%) 70% ~
80% Trizol RNA
RNA RT-qPCR
( GAPDH) ( - AGATCATCAG-
CAATGCCTCCTG - ATGGCATGGACTGTG-
GTCATG) o 20 ul: 2 x

SYBR Mix 10 pl DEPC H,0 8 pl ¢DNA 1 pl

0.5 plo 7500 qPCR 195 C
5 min.95 C 15 .60 C 20 s.72 C 2
min 40 o  maae 1128 RA
mRNA o
1.2.6 II28RA  HaCaT
HaCaT
pCMV6 pCMV641.28RA
12 5000 /ml o
24 h 10 pl
Oh 48 h
1.3 SPSS 15.0
XES o
t . P<0.05
2
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RNA
IL28RA 1 563 bp 1A.
2.2 IL28RA
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PCR o
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I1.28RA 1B. NCBI blast
1C.
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90% RNA
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(4.442 0 £0.621 1) (t=
4.032 P<0.05)
II28RA  (68.543 3 £3.946 1)48 h
pCMV6  (42.786 7 £2.049 7)
HaCaT (50.913 3 £2.413 6)

(F=79.01 P<0.01) IL28RA
HaCaT o 25
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Construction of eukaryotic expression vector of IL28RA

gene and its effects on the migration ability of HaCaT cells
Yin Xueli' > Zhang Shengquan® Zhang Xuejun'
('Dept of Dermatology The First Affiliated Hospital of Anhui Medical
University Hefei 230022;° Functional Center Anhui Medical University Hefei 230032;
*Dept of Biochemistry and Molecular Biology Anhui Medical University Hefei 230032)

Abstract Objective To construct an eukaryotic expression vector of interleukin 28 receptor o( IL28RA) and
then transfect it into HaCaT cells to examine its effect on the migration ability of HaCaT cells. Methods Total RNA
was extracted from HepG2 cells and CDS of human 1128 RA gene was amplified by PCR with HepG2“s ¢cDNA as the
template. The recombinant expression vector of pCMV6-4I.28RA was constructed by inserting the CDS of 1L.28RA
into pCMV6 plasmid. After identification by restriction enzyme digestion and sequencing the recombinant was
transfected into HaCaT cells and screened by G418 to get overexpressed cells. To testify the efficacy of transfection
the relative expression mRNA level of IL28RA gene was detected by RT-qPCR. The effect of IL28RA on the migra—
tion ability of HaCaT cells was detected by wound healing. Results The eukaryotic expression vector of pPCMV6—
IL28RA was constructed successfully and expressed in HaCaT cells. The relative expression level of IL28RA in
transfected HaCaT cells was significantly higher than the control cells examining by RT-qPCR. Meanwhile com—
pared with the control cells overexpression of [L28RA inhibiting the migration ability of HaCaT cells was detected
by wound healing assay. Conclusion Overexpression of IL28RA can decrease the migration ability of HaCaT cells.
Key words IL28RA; recombination; HaCaT; migration



