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1.4.4 Western blot
: PMSF =100 : 1)

( RIPA
BCA
( SDS-PAGE) PVDF .

1 x 15 ~ 30 mino.
B-actin( 1 : 5 000) ., ACSI4(1 :

500) . GPX4(1:1000) . LPCAT3(1 :500) .
iPLA2B(1:500) . TFRI(1:500) KIMA(1 :
500) 4 C . TBST 3
HRP I IeG
50 min, TBST 3

10 min.
(1:5000)
ECL
Image J 0
1.4.5 Real+time PCR
Hifair® [l SuperMix plus
cDNA 0 195 C
5 min 95 C 10s 60 C 30 s 40 o
iPLA2B+: 5-AAGGCCTCATCATCATC-
CAG3” iPLA2BR: 5"-CGGAACACCTCATCCTTCAT-
37, B-actin+: 5'-GGACTTCGAGCAAGAGATGG3" B-
actin-R: 5"-AGCACTGTGTTGGCGTACAG3",
Ct p-asa

RNA

1.4.6
o BCA

1.4.7 DCFH-DA
HK=2 ROS o HK=2 (1
x10* /) 6 o
DCFH-DA( Beyotime) 30
min o
1.4.8 6
36 h.
PBS °
10 min  PBS o 10%
30 min iPLA2B(1 :
500) .  KIMH(1 : 500) 4 C 0
PBS o 37 C
1 h, PBS DAPI
10 min.
1.5 SPSS 23.0
e o t
( ANOVA) P
<0.05 o
2
2.1
iPLA23 HK=2
36 h  iPLA2 ( Fapap =
107.6 P <0.001) GPX4 ( Fopxg =
370.4 P<0.01) 36 h o
1.
1 HK-=2
a:0h ;b:6h ;c:12h ;d:24h ;e:36h ;f:48h

0h :"P<0.05 **P<0.01 ***P<0.001
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3 iPLA2B HK-=2
A: Western blot iPLA2B B: Real — time PCR iPLA2B i 1 Vector( ) ;2 OE(
) ; C: Western blot KIM -1 ; D KIM4 ;aiNC ;b: MG ;e HG ;d: HG
+Vectors ;e HG +iPLA2B + OE  ; f: HG + Fer- t¥P<0.05 %P <0.01 ¥*¥P<0.001; NC :"P<0.05 **P

<0.01 ***P<0.001; HG
=105 P <0.001), HG +
iPLA23-OE HG + iPLA2B-OE + erastin
SOD.GSH. MDA
(Feop =18.9 P <0.01 Fg =101.6 P <0.001
Fypy=373.2 P <0.001) , HG + iPLA2B-OE
SOD( 8.47 £0. 10) u/mg prot- GSH ( 10.24 £ 0. 35)
umol /mg prot MDA (5.76 +0.92) umol/mg prot
HG +iPLA2B-OE + erastin ~ SOD (7.13 ¢
0. 45) u/mg prot GSH (6.61 £0.09) umol/
MDA (10.97 +£0.07) umol/mg
HG + iPLA2B-OE HG +

mg prot
prot o

:*P<0.05: %P <0.01 *P<0.001
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4 iPLA2B
A: Western blot ACSIA.LPCAT3.TFR1.GPX4 ; B: ; C: SOD
SOD ; D: GSH GSH ; E: MDA MDA ; F: DCFH-DA
ROS ;aiNC ;b:MG  ;c:HG ;d: HG + Vectors ;e HG +iPLA2B + OE  ; f: HG + Ferd ;  NC :** P <0.01
0.001; HG :#P<0.05 #P<0.01 #P<0.001
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5 Erastin iPLA23 HK=2
A: Western blot ACSI4.LPCAT3.TFR1.GPX4 ;B ; C: SOD
SOD ; D: GSH GSH MDA : F: DCFH - DA
ROS ;arNC ;b:HG ;¢ HG +iPLA2B + OE  ; d: HG +iPLA2B + OE +erastin ;  NC 2" P<0.05 **P<0.01 ***P<
0.001; HG :*P<0.05 #P<0.01 #P<0.001; HG +iPLA2B-OF :¥P<0.05 *¥P<0.01 *F%P<0.001
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iPLA23 prevents high glucose — induced injury of human

renal tubular epithelial cells via regulating ferroptosis
Xue Lu' Wang Jingjing® Hu Xueru® Wu Yonggui® Qi Xiangming' >
(' Dept of Nephrology Fuyang Hospital Affiliated to Anhui Medical University Fuyang 236000
*Dept of Nephrology The First Affiliated Hospital of Anhui Medical University Hefei 230022)

Abstract Objective To investigate the expression of Ca’* <independent phospholipase A2 (iPLA2B) in human
renal tubular epithelial cells ( HK2) induced by high glucose( HG)  the relationship between iPLA2{ and ferrop—
tosis and the protective mechanism of HG treated HK2 cells. Methods The HK=2 cells were treated with 30
mmol /L glucose the overexpression model was constructed by transfection of iPLA2@ plasmid. Ferrostatin4 ( Fer—
1) (‘an inhibitor of ferroptosis) and erastin ( an activator of ferroptosis) were used as controls. After 36 hours of in—
tervention the kit detected the levels of superoxide ( SOD)  malonaldehyde( MDA) and iron in HK2 cells. DCF
immunofluorescence was used to detect intracellular reactive oxygen species ( ROS) . The expression of ACSI4
GPX4 LPCAT3 TFRI in HK-2 cells were measured by Western blot. Results The expression of iPLA2 down-
regulated in HG-nduced injury of HK-2 cells. The levels of ROS and MDA in HK-2 cells increased while the lev—
els of GSH and SOD decreased. The expression of ACSI4A LPCAT3 and TFR1 decreased and the expression of
GPX4 increased in HK2 cells. However these indexes were improved after Fer- intervention. iPLA2B overex—
pression could reduce the injury of HK2 cells via attenuation of KIM-. Further research revealed that iPLA2[3
overexpression inhibited oxidative stress and ferroptosis in HK2 cells injury induced by high glucose. Meanwhile
the improvement effect of iPLA23 on HG-induced HK-2 cells damage could be eliminated by erastin. Conclusion
iPLA2@ prevents HG-induced injury of HK2 cells via regulating ferroptosis.
Key words human renal tubular epithelial cells; diabetic kidney disease; ferroptosis; iPLA2



