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Effect of Hirsutella Sinensis Mycelium on Cis-dia minodichloroplatin-induced in-
jury of renal tubular epithelial cell

GONG Wei LIU Dan YUE Hui-Min SONG Yu-Xian HOU Ya-Yi. Nanjing Key Laboratory of Pediatrics Nanjing
Children Hospital Affiliated to Nanjing Medical University Nanjing 210008 China

Abstract  Objective: To investigate the effects of Hirsutella Sinensis Mycelium ( HSM) on Cis-dia minodichloroplatin ( CD-
DP) -induced renal tubular epithelial cell ( RTEC) injury and its possible mechanism. Methods: RTEC was divided into five groups:
control group CDDP-reated group and low middle high doses of HSM pre-treated groups. After pre-ireated with HSM 2 h RTEC was
then treated with CDDP for 24 h. Cell apoptosis was detected by Annexin V/PI double staining flow cytometry and the mRNA expres—
sions of apoptosis—related genes inflammatory cytokine TNF-oo and pattern recognition receptor TLR4 were detected by Real-time
PCR. Besides for in vivo experiments mice model of acute kidney injury ( AKI) was induced by i. p. injection with CDDP and the
HSM was given by gavage once a day with a dose of 200 mg/kg. Results: HSM pre-treatment increased the mRNA expression of Bel-2
while inhibited the BAX and Caspase9. Besides HSM reduced the inflammatory factor TNF-o« and pattern recognition receptor
TLR4. Furthermore HSM-treated mice subjected to AKI showed reduced symptoms of tubule injury. Conclusion: HSM can alleviate the
RTEC injury induced by CDDP.
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(200 mg
50 mg) DMEM/F12 N N
( Gibco ) Annexin V/PI
(BD ) SYBR Green PCR Master Mix ( Bio—
Rad ) CCK=8 ) o
1.2
1.2.1 RTEC 5
(1 RTEC; (2) 10
ng/ml CDDP RTEC; ( 3) 125 g/
ml HSM+10 ng/ml CDDP RTEC; ( 4)
150 pg/ml HSM +10 ng/ml CDDP RTEC;

(5)

1100 pg/ml HSM +10 ng/ml CD-

DP RTEC.
1.2.2 RTEC 10%
~ 100 U/ml v 100 pg/ml
DMEM/F12 37°C.5% CO,
80% 0.25% ( EDTA)
1.2.3 CCK=8
RTEC 5x10°  /ml 96
100 wl
PBS HSM( 12.5.25.50+ 100,200
wg/ml) o 24 h
10% CCK-8
3h 450 nm (0D )
. =( op - oD
) /( op - 0D ) x100% -
1.2.4 Annexin V/
PI o RTEC
2x10°  /ml 12
25.50.100 pg/ml  HSM 2h 10
ng/ml CDDP 24 h. PBS 2
binding buffer FITC-Annexin V
Pl 5l 5 min o
1.2.5 Real-ime PCR mRNA
Primer 5
1. Trizol ( Invitrogen)
RNA 1.5 g RNA
cDNA, Sybr

Green PCR Master Mix

ter CA USA)

H-8ac
1.2.6
HSM SPF

o

Applied Biosystems ( Fos—
PCR o GAPDH

o

C57BL/6
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0.9% 0.2 ml;
10 mg/kg - ( 1 g/L);
HSM 10 mg/kg -
200 mg/kg. 72 h
4%
1.3 xXts
Prism5
One-way ANOVA P<0. 05 o
2
2.1 HSM  RTEC HSM
12.5.25.50.100 pg/ml RTEC
HSM
200 pg/ml (%) 0.85 = 0.14
( P<0.05) HSM < 100 pg/ml
o Lo
2.2 HSM CDDP RTEC
(%) 54.27 +0.38
HSM (%) 44.33 + 2.4
HSM RTEC o
N HSM
Bel2  mRNA BAX. Caspase9
o 2.
2.3 HSM CDDP RTEC
HSM  RTEC o
CDhDP RTEC TNF«  TLR4
HSM TNF-««  TLR4
o 3.

1
Tab.1 Table of PCR primer sequences

Genes Sequences 5°3° Length
Bel2 F: ATGCCTTTGTGGAACTATATGGC 120 bp
R: GGTATGCACCCAGAGTGATGC
BAX F: CCGGCGAATTGGAGATGAACT 229 bp
R: CCAGCCCATGATGGTTCTGAT
Caspase-9 F: TCAGGGGACATGCAGATATGG 196 bp
R: TTGGCAGTCAGGTCGTTCTTC
TNF-o F: CCCTCACACTCAGATCATCTTCT 61 bp
R: GCTACGACGTGGGCTACAG
TLR4 F: CCTGATGACATTCCTTCT 255 bp
R: AGCCACCAGATTCTCTAA
GAPDH F: AACGACCCCTTCATTGAC 191 bp

R: TCCACGACATACTCAGCAC
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Fig.1 Effects of HSM on RTEC cell viability
Note: * . P<0.05 vs control.
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Fig. 2 Effects of HSM on apoptosis and gene-associated
with apoptosis in CDDP-treated RTEC
Note: A. Apoptosis measured by Flow Cytometry; B-D. mRNA expres—
sions of Bel2 ( B) BAX ( C) and Caspase9 ( D). **. P<
0.01 k. <0.001 vs control; #. P<0.05 ##. P<0.01 ###. P<
0. 001 vs CDDP-reated group.
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Fig.3 Effects of HSM on expressions of TNF-« and TLR4

induced by CDDP
Note: k. P<0.001 vs control; ##. P<0. 01 vs CDDPreated group.
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Fig.4 Effects of HSM on CDDP-induced acute kidney in—
Jjury

Note: A. Kidney sections were subjected to H&E staining ( x400) ; B
C. mRNA expressions of TLR4 ( B) and TNF-« in kidney tissue.
Yok . P<0.01 Yok, <0.001 vs control; #. P<0.05 ##. P<0.01
vs CDDP-ireated group.
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