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Effects of Xuebijing on the endotoxin-stimulated THP-1 cell line
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[Abstract] Objective To study the effect of Xuebijing, a Chinese traditional medicine injection, on the
Methods

The THP-1 cells were pretreated with Xuebijing in different concentrations (10, 25, 50 mg/ml) and times

THP-1 cells challenged by endotoxin, and to explore whether it induces endotoxin tolerance.

(4, 12, 24 hours), and then challenged by endotoxin. The level of TNF-¢ in culture supernatant was
detected by ELISA assay, and the expression of TLR4 and IRAK-M mRNA were detected by Real time-PCR
Results

technique. There was no significant difference in TNF-q level among all the groups (pretreated

with different concentrations of Xuebijing for different time) (P>>0. 05). Only in 50 mg/ml Xuebijing
group, TLR4 mRNA was 1. 547-fold increase in 24 h than in 4 h group (P<C0.05). Only when pretreated
for 24 h, IRAK-M mRNA was 1. 349-fold increase in 50 mg/ml. Xuebijing group than in control group
(P<<0.05). However,there was no significant difference among other groups (P>>0.05). Conclusions
Xuebijing can not block the release of TNF-q from the THP-1 cells challenged by endotoxin; and it does not
induce endotoxin tolerance. When pretreated with high concentration of Xuebijing for long time, the
expression of both TLR4 and IRAK-M mRNA is up-regulated, but its significance is not yet clear.
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Tab 1 Primer Sequences used for Real time-PCR

Gene Primer Sequence (5" to 3")

Fragment size (bp)

Forward: TTGAGCAGGTCTAGGGTGATTGAAC
Reverse: ATGCGGACACACACACTTTCAAATA
Forward: TCGGTCATCTGTGGCAGTATATCAA
Reverse: ATGTTTACTGCTGCTGCTGGTCA
Forward: CGGGCATTCCTGAAGCTGA

Reverse: GGATGGATGAAACCCAGACACATAG
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Tab 2 Level of TNF-a secreted by THP-1

cell after Xuebijing’s prevention (x = s5s,n=06)

Group TNF-o (pg/mL) b
(mg/mL) 4 h 12 h 24 h
Control 38.32+1.96 39.39+1.23 39.86+0.91 0.197
10 40.12%+1.82 39.47+1.75 40.30+1.44  0.673
25 38.85%1.06 39.86+1.24 40.66*1.45 0.074
50 39.18%£1.56 39.47+1.39 41.03£1.09  0.068

P 0.309 0.938 0.423

P value was obtained by variance analysis among the groups in

every row or column in table.
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Fig 1 Expression of TLR4 mRNA in different concentrations of

Xuebijing for same time (X +s,n=6)
For 4 h, P = 0. 429 (Kruskal-Wallis Test); For 12 h, P =
0.524; For 24 h, P=0.087.

& 2 a) DL R R B 2H B A R I ] Y S
TLR4 FikTCH] i 22§ (P>>0. 05) , Ui & A B %f
GRS Bl A VR T TR B ZE 4G L 7R 10 mg/mL
s ¥ 4, TLR4 R K JC B i 22 5% (P=>0. 05); 1F
25 mg/mLIfL ¥4, TLR4 55084 Fil 25T
it oE B L (P>>0.05) 5 1M 7E 50 mg/ml ifil & 1+ 2 ,
TLR4 k5 FiEER .24 h B & 4 h 5 1. 547 £%,
ZERAGIEE L (P<0.05),

2.0 - > Control

1.8 L 10 mg/mL
16l -2-25 mg/mL
6 e 50 mg/mL 1.547
. 14L 1.307
Z 12} X1.201
€10} 1.000 ﬁ
5 0.8 § 0.836
=06
0.4+
02+
I L L
0 4 12 24
t/h

B2 EKEMSEAEERNE TLR4I HHENREESR
Fig 2 Expression of TLR4 mRNA at different times in the
same concentration of Xuebijing (X *s,n=6)

Control group: P = 0. 333; 10 mg/mL Xuebijing group: P =
0.577; 25 mg/mL Xuebijing group: P = 0. 083; 50 mg/mL
Xuebijing group: P=0.046 (V24 h vs 4 h, P<C0.05)
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Fig 3 Expression of IRAK-M mRNA in different
concentrations of Xuebijing for

same time (X *s,n=6)
For 4 h, P=0.901; For 12 h, P =0.080; For 24 h, P = 0. 007
(50 mg/mlL ws control group, P<C0. 05; 50 mg/mL group wvs 10 mg/mlL

group, P<C0.01; 50 mg/mL group vs 25 mg/mL group, P<C0. 05).
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Fig 4 Expression of IRAK-M mRNA at different times
in the same concentration of Xuebijing (x£s,n=6)
Control group: P = 0. 690; 10 mg/ml Xuebijing group: P =
0.091; 25 mg/ml. Xuebijing group: P = 0. 267; 50 mg/mL
Xuebijing group: P =0.202 (Kruskal-Wallis Test)
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