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[ Abstract]  Objective To investigate the mechanism of expression of the chemokine CCL22 in human normal liver
LO2 cells after infected with hepatitis B virus( HBV). Methods 102 cells were first infected with HBV virus and the
expression of 1L-32 was detected by ELISA. Then, exogenous human recombinant IL.-32 protein was used to stimulate
human acute leukemia cell line THP-1 or HEB and THP-1 cells co-cultured with HBV, and TNF-a expression was detected
by ELISA. Second, exogenous human recombinant TNF-a protein was applied for stimulation or co-cultured LO2 and THP-
1 cells were infected with HBV. LO2 cells were used to detect the phosphorylation of CREB protein by western blotting with
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specific antibody and to detect the expression of the chemokine CCL22 by ELISA. Results HBYV induced IL-32 expression
in LO2 cells (P< 0.05) ,and virus-induced 1L.-32 in turn induced the secretion of TNF-a by THP-1 cells ( P< 0.05).
TNF-a induced activation of the CREB pathway in LO2 cells. This activation then promoted the expression of the chemokine

CCL22 in LO2 cells (P < 0.05). Conclusions

LO2 cells co-cultured under conditions of HBV infection and in the

presence of THP-1 can express CCL22. The mechanism behind this may involve HBV inducing IL-2 expression in LO2
cells, and then IL-32 induces the secretion of TNF-a by THP-1 cells, after which TNF-a promotes the HBV-infection. LO2

cells to express chemokine CCL22.
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Table 1 Target gene and internal reference gene primers.
(5'-3")
Primer names Sequence (5'-3") Amplification product size
IL-32-F GCAGAGCTGGAGGACGAC 146 bp
IL-32-R CTCAACATCCGGGACAGG
TNF-a-F ATGAGCACTGAAAGCATGATCCGGG 148 bp
TNF-a-R CCCGGATCATGCTTTCAGTGCTCAT
CCL22-F GTCCTCCTTGCTGTGGCG 150 bp
CCL22-R CCTCGGGCAGGAGTCTGA
ACTIN-F CTGTGGCATCCACGAAACT 147 bp
ACTIN-R AGGGCAGTGATCTCCTTCTG
1.3.2 . o THP-1 ,
THP-1 2 mmol/L L- 1L-32 , o ELISA
RPMI-1640 (37°C, 5% CO,) THP-1 TNF-a
, 100 U/mL ,100 pg/ mL o
10% FBS, LO2 DMEM 1.4
(37C,5%C0,) 100 SPSS 23 ,
U/mL ,100 pg/mL 10% + (x%£s), Student’ s ¢
FBS, IL-32 0.4 pwg/mL; TNF-a » qPCR Q- aacr
0.5.10.15 ng/mL, 24 h . LO2 o Image) ,  Western blot
THP-1 30MOI  HBV, 24 h , ,
o one-way ANOVA ,
1.3.3 o 3
10% 12% SDS-PAGE , o P<0.05 o
Immobilon-P PVDF  (0.45 um ) PVDF 5
0.01% Tween-20 5%
Tris (10 mmol/L Tris-HCI, pH 7.5, 150 2.1 HBV LO2 1L-32
mmol/L NaCl) 1h, 4°C qPCR  ELISA HBV  1LO2
o 1L-32, ,
HRP 1 h, HBV  LO2 IL-32  mRNA,
ECL Plus Western LO2 IL-32
1.3.4 . ,HBV LO2 IL-32, (
(5~20 pg/ mL) 1. 2)
o 37°C 4 h, 4°C 2.2 IL-32 THP-1
° , TNF-a
10 min, ,  0.5%BSA IL.-32 THP-1
1 h, 4 10 min, TNF-a, THP-1 LO2 ,
100 . PBS-TA , TNF-a o HBV THP-1 ,
5h TNF-a ( 3. 4), THP-1
, PBS-T . L02 , HBV , TNF-a
1.5h 37C 1 h, 4 ( 5, , 1L-32
100 pL o 100 L. 1 mol/L THP-1 TNF-a,
o 450 nm o LO2 , 2.3 TNF-a LO2 CREB
HBV, o ELISA LO2 , TNF-
LO2 1L-32 o, CREB
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Figure 1 The relative expression of IL-32 mRNA in the
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