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[ ABSTRACT] Aim  To explore the potential role of activated X-box-binding protein-1 (XBP-1) in apoptosis of endo-
thelial cells induced by high mobility group box-1 protein (HMGBI ). Methods The HUVEC12 were divided into three
groups; control group, HMGBI stimulating group, virus interference and HMGBI stimulating group ( XBP1 was silenced and
then HMGBI was added). The spliced XBP1 (sXBP1) gene expression was measured by RT-PCR, Caspase-3 protein ex-
pression was measured by Western blot, and the apoptosis was analyzed by fluorescence staining with Annexin-V and PI stai-
ning. Results Compared with control group, sXBP1 gene expression was up-regulated, Caspase-3 protein expression
was up-regulated, cell apoptosis rate was increased (all P <0.05) in HMGBI stimulating group. ~ While compared with con-
trol group, sXBP1 gene expression change was not significant, Caspase-3 protein expression variation was not significant, and
the cell apoptosis rate was not increased in virus interference and HMGBI1 stimulating group (all P >0.05). Compared with
HMGBI stimulating group, sXBP1 gene expression and Caspase-3 protein expression was down-regulated (P <0.05), and
cell apoptosis rate was decreased (P <0.05) in virus interference and HMGBI stimulating group. Conclusion The

XBP1 played an important role in endothelial cell apoptosis induced by high mobility group box-1 protein.
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Table 1. Primer sequence of target genes and gene length

HEIEN SIMFSI(5—3") HHKE
XBP1! Forward; TGGCCGGGTCTGCTGAGTCCG 393 bp
Reverse : GTCCATGGGAAGATGTTCTGG
sXBP1? Forward ; CTGAGTCCGAATCAGGTGCAG 367 bp
Reverse : GTCCATGGGAAGATGTTCTGG
B-actin Forward : TGAGACCTTCAACACCCCAG 312 bp

Reverse ; GGCATGGACTGTGGTCATGA

1 34 XBP1 FEF &K 405751 ,2 AP35 XBP1 85 U4k A
BFAI,

1.6  Western blot #2il] Caspase-3 & B &%
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kT4 24 30 min J5 BT 4°C 13000 r/min &0
30 min, B _E3E B S A By R R BRI, 2%
~T0CHEEFH, UWEmEaEAENFERS,
MEHZEEAALE(BCA ZAMNZRAME), B
B & H 60 wg,100°C & # 5 min, 12% SDS-% 7 /& Bt
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Figure 1. Gene expression of XBP1 and sXBP1 in HUVEC
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Figure 2. Protein expression of Caspase-3 in HUVEC
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Table 2. Apoptosis rate of different groups

) YR T R

1EH X R4 1.5% +0.8%
HMGBI |31 12.9% +1.4%"
MG EE T4 + HMGBI Hili4 2.2% £1.1%"

a i P<0.05, 5IE% X AL LE ;b S P <0.05, 5 HMGB1 il 34
A,

A C
3. Annexin V-FITC-PI %4510 40 i 3 46 0 48 A o =
( x10) A HIEH X B4, B 2 HMGB1 Bl B4, C R85 % T

Pt + HMGBI1 J3% 4,
Figure 3. HUVEC apoptosis detected by Annexin V-FITC-

PI fluorescent labeled cells staining( x 10)
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T80 Hirt Caspase-3 A Jy B HAT I e 4 Mo 0 7
PTG, B R “ R T #1, Caspase-
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T2, fEFEA Caspase-3 WIIG . ASHFFEXT HMGB1 %
SN AP T R P sXBP1 B FEAT R, 25
R 7x, HMGB1 AT 755 sXBP1 LR Rk U]
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