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Inhibition and mechanism of Xuebijing Injection on various viruses
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Abstract: Objective To evaluate the treatment effect and underlying mechanism of Xuebijing Injection (XBJ) on the replication of
vesicular stomatitis virus (VSV), influenza A virus (HIN1), herpes simplex virus 1 (HSV-1) and other viruses in vitro. Methods CCK8
assay was performed to detect the cell viability of different concentrations of XBJ treated on A549 cells. Flow cytometry and qRT-PCR
were conducted to analyze viral replications. The cells were stained with propidium iodide (PI) and calculated by high content imaging to
determine cell death. Effect of XBJ on the mRNA levels of /FFNBI, interferon-stimulated genes (ISGs) (IFIT1, IFIT2, IFI44, IFIH]I,
0AS?2), and proinflammatory cytokines (/L B, IL6, TNFA) expression were analyzed by qRT-PCR. Results Low cytotoxic concentration
(20,40, 80 uL-mL™") of XBJ were selected for subsequent study. XBJ efficiently suppressed VSV, HIN1and HSV-1 replication in a dose-
dependent manner (P < 0.001). Meanwhile, compared with the control group, virus-induced cell death and inflammatory response were
reduced by XBJ treatment (P <0.05). In addition, XBJ could effectively reduce the expression of /LB, IL6 and TNFA genes induced by
virus infection (P <0.05), and inhibit the expression of ISGs such as /FIT1 and IFIT2 (P<0.05). Conclusion XBJ inhibits the replication
of'several viruses by reducing virus-induced cell death and inflammatory response in an IFN independent manner.
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Table 1 Primers used for gene amplification
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F-CATGTACGTTGCTATCCAGGC
R-CTCCTTAATGTCACGCACGAT
F-AGAAGCAGGCAATCACAGAAAA
R-CTGAAACCGACCATAGTGGAAAT
F-GACACGGTTAAAGTGTGGAGG
R-TCCAGACGGTAGCTTGCTATT
F-ATGGCAGTGACAACTCGTTTG
R-TCCTGGTAACTCTCTTCTGCATA
F-ACGTGACATCCTCGATAAAACTG
R-GAACCCATCAAGGGACTTCTG
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R-TCAACTCGCAGACACGACTCG
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Fig.1 Effect of Xuebijing on viability of A549 cells detected
by CCK-8 method (x=s, n=3)
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Fig. 2 Effect of Xuebijing on VSV-eGFP replication in A549 cells detected by flow cytometry (x+s, n=3)
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Fig.3 Effect of Xuebijing on replication of VSV-eGFP, HSV-1, and HIN1 by qRT-PCR analysis (x+s, n=3)
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Fig. 4 Effect of Xuebijing on HIN1 induced cell death of A549 detected by PI staining (x+s, n=3)
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Fig. 5 Effect of Xuebijing on VSV induced cell death of A549 detected by PI staining (z+s, n=3)

1.5 IFNB1 IFIT1 IFIT2

IF144 IFIH1 OAS2

| 1

H

e
T

MRNA Hi%} ik &
o
T

T T T T

lll T

X 20 40 80 wiiE 20 40 80 XIHE 20 40 80 X1 20 40 80 %{fE 20 40 80 XIHE 20 40 80

ML (L mLY) b (el LYy LS (ul mLY) L2 (ul mLY) i/ (ul mL ) LS (ul mLY)

B 6 qRT-PCR#&N M43t AS49 4ARE IFNB1 B 1SGs #H £ E mRNA FE BB (x+s,n=3)
Fig. 6 Effect of Xuebijing on mRNA expression of IFNBI and ISGs related gene in A549 cells by qRT-PCR analysis
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