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[ E] BH:HRTEHAL C5b-9(sublytic C5b-9) L7 K Kriippel FE T 5(Kriippel-like factor 5, KLF5S) {3 Thy-1 '8 %
(Thy-1 nephritis, Thy-1N) K U ZNER R FEZH L (glomerular mesangial cell, GMC) F= A= 24 K- F F 40U A 2 Cinterleukin, I1.)-23 [I{E
o 3% O KR Thy- INBAURIASNE 75K B GMC, Fi Western blot(WBD A& T Thy- IN A B 2L 2132 sublytic C5b-9 fill11)
GMC FKLF5 FITL-23 (16ik . @7 51K KLFS it 235 Bk (pIRES2-KLF5) 8 KLF5 /N T4 Kz (shKLFS) $£ 4% GMC, 38 53 52 9%
652 & PCR A WB AL KLFS FTIL-23 (1 mRNA FEE (7KF . G1FIL-23 4K B 3T 76 MR 35 5 UF R (pGL3-1L-23-FL) ¥4 ¢
GMC, F45 T sublytic C5b-9 3, 50K pGL3-1L-23-FL 5 pIRES2-KLFS 8¢ shKLFS JE 4% 4t GMC, i 7% ) 22 BiFR 15 J2 DR s 36 A6
IL-23 BB TG A8 . @H4 1295 B (lentivirus, LV) .35 [1) LV-shKLF5 f1 LV-shCTR 1715 sh JkEEE AR SN K BUE 4128, 2/
SRS VT IO = 2 AR MUK D) 5 WLEE GFP %63k, 1ESE LV-shCTR 7E B AL h & 45 A0% . 2 )5 B E KK R Thy-1N, I WB S
A H P KLFS FNL-23 (AR IL . 455 : OThy-1N K1 E 2R sublytic C5b-9 R GMC Hr, KLFS FIIL-23 (R4
BETE, B KLFS (R I IERR T 11-23. @7E GMC it Rk s KLFS 6843 3 512 TL-23 RIA M TR s 4. BSublytic
C5b-9 JIEL KLFS 3 Z3E 5 rT 38 1 GMC 1 11L-23 J3 3 T [13& 14, (H @I KLES Ji5 77 B3 & R 1 B sublytic C5b-9 Hil 3 GMC 75 5 1)
IL-23 B FiE P . @RI Thy-1N K BB 2 KLFS (3058 )5 , B 20 1L-23 IR KF B PR AIR . 4598 : KB Thy-IN
KI5 391, sublytic C5b-9 Hll GMC Jg vl @it i KLFS {28k TL-23 S R i 5t 5 Rk
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Sublytic C5b-9 induces IL-23 production in glomerular mesangial cells of rats with Thy-1
nephritis via up-regulated KLF5 expression
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[Abstract] Objective: To explore the role of sublytic C5b-9 upregulating the transcription factor Kriippel-like factor 5(KLF5) in
promoting the production of the inflammatory cytokine interleukin-23 (IL-23) in glomerular mesangial cells (GMCs) of rats with Thy-1
nephritis (Thy-1N). Methods: (DA rat model of Thy-1N was established and rat GMCs were cultured in vitro. The expression levels of
KLF5 and IL-23 in the renal tissues of Thy- 1N rats and in GMCs stimulated by sublytic C5b-9 were detected by using Western blot
(WB). @The levels of mRNA and protein of KLF5 and IL-23 in the GMCs transfected with either a KLF5 overexpressing plasmid
(pIRES2-KLF5) or a KLF5 small interfering plasmid (shKLF5) were examined by RT-qPCR and WB. (3 The full - length IL.-23
promoter luciferase reporter gene plasmid (pGL3-1L-23-FL) was transfected into GMCs, followed by stimulation with sublytic C5b-9.
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Alternatively, pGL3-1L-23-FL was co-transfected with either pIRES2-KLF5 or shKLF5 into GMCs, and changes in 1L-23 promoter
aclivity were measured using a luciferase reporter gene assay. @The LV-shKLF5 and LV-shCTR lentivirus vectors were respectively
perfused into rat renal tissues via the artery perfusion. After confirming that LV -shCTR could enrich in rat kidney through animal
imaging system and frozen section, the Thy-1N was reproduced, and the KLF5 and I1.-23 expression in the renal tissues were measured
by WB. Results: D The expressions of KLF5 and IL-23 were significantly increased in the renal tissues of Thy- IN rats and in GMCs
stimulated by sublytic C5b-9, with KLF5 expression peaking slightly earlier than IL-23. ) Overexpression or knockdown of KLF5 in
GMCs led to an increase or decrease in IL -23 expression, respectively. @) Sublytic C5b -9 stimulation or KLFS overexpression
upregulated the activity of IL-23 promoter, while KLF5 knockdown markedly reduced the IL-23 promoter activity induced by sublytic
C5b-9. @IL-23 expression in the renal tissues of the rats treated by knocking down of renal KLF5 gene was significantly downregulated.

Conclusion: In the early stage of Thy-1N in rats, sublytic C5h-9 stimulates GMCs to promote the transcription and expression of the 11.-23

gene by upregulating KLF5.

[Key words] Thy-1 nephritis; sublytic C5b-9; glomerular mesangial cell; kriippel-like factor 5; interleukin-23

Z 38 A= VE B /N ER ' 28 (mesangial proliferative
glomerulonephritis, MsPGN) #& — Ff 4 28 #H 5 1 B JIE
PN (U IgA BB ), e 3 B0 FRARRAIE A2 - B 2 4R
A 2 AE LA SRR 1 5 S B /N BR AR 1528 7L Cglomenr-
ular mesangial cell, GMC) 3% 4= F1 4H Jifd 71 2 i (extra-
cellular matrix, ECM) R , 5 24 0] 5] 2 5 WiE 1 £ 4%
W, SBURE RS ThRe " . KR Thy-1 B &
(Thy-1 nephritis, Thy- 1N ()55 2 2038 5 A\ MsPGN [
TS ARAEL, 5 H T2 BB IT MsPGN H B )45
W, G SRR IE , TE 18 /& MsPGN 3 18 /& Thy-IN
KB HE AL AT HAMA C5b-9 AT
GMC 2 1fi, 17 & 7T WA R A A 5 s 2% it
Ah, B FTIESE, Thy- 1N KR GMC 28 B A C5bh-9 #k
LR,

CLRIRMA 28 L0 J 7 A2 [ C5b-9 Bk ¥ 41 Y
175 AT 43 A s A2 lytie) A1 IE 5 8 2 (sublytic)
PRI, B AT B O] R A0 M o AL BOR, T R
ENER:20ay 3 e IR BN 4 SR NS E AL N EREp iF7
RS 4 7 A A R B AR 2 RN AR TR
PAE R TR, Thy- IN K SRR 5381, H GMC %
[ JUAR ) C5b-9 £ Ay sublytic C5b-9. {&4MH sublytic
C5b-9 A S GMC i th g i A 55 17 240ty Ay Rt 2
155 707 B S A 7, et 2 M 2k IR (1 e s MR
1K, Fe 2% 51 GMC 6 Az B LA 28 40 B IA] 5 1 & 7
ER,

Kriippel £ A § 5 (Kriippel - like factor 5, KLF5)
J& T KLF R0, & — i A B4R 450 R e s IR
T FENR 2 Rl b ik, 2 5 AN
WL S S N . ARSI, BT E UZ 4%
3| 4 % (interleukin, L) - 1B 4l ¥ i}, H KLFS )3
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5 BT, T 24 TTER KLFS 3L G, B IL- 185 S 1)
e 48 IR 7 TL-6 A1 TL-8 F A Bk ST U BE 2 BRI,
AR FEUE S, 75 KE PR /DN BRI I P 0 L0
KLF5 /2% 5 TNF-ofl IL- 1B 221k filr b 75 fR PR 3119
A, 75K B GMC HY, R KLFS 3234 0] 18 B sub-
lytic C5b-9 % T H 1L-36a ] R K /K1, fh b mf
WL, KLFS 75 L8 2 58 K7 1) A s e b R T B2
(IR 5N, T T ZHZR R J0E

IL-23 J& T 1L-12 ZR I — A i i, H R ZE TR
225 Z M A 9OE OB, 15 5 21 R
PEE R AURIEEE &1 BRI, £ 85
PR 98 BN BRANN SN L R A TL-23 Rk B 2%
T, T 1L-23 i 32k B mT =5 90 B U ] A 2 A AR 1
NREARHEE H U RAETY . RGN PEIRIE (sys-
temic lupus erythematosus, SLE) & 2 I {E 7 11.-23 1)
KPR T, BT SR R SR R s
SRR R AEAR ™ HhAh, 7R — L8 [ B G PR
(NSRRI K 2 R IE AR JE ), TL-23
RE BH S I E A 1 G e i 9ORE , HLTL-23/11-17 Fliak n] fin
AL A AR I R, DL ERE FUROR, 1L-23 RIE
T T BB RIER .

HH T KB Thy- 1N J2& Bff 7¢ MsPGN 2 #5224,
HIpAF B sublytic C5b-9 K HIAE*, H AR T4
A S8 AHAIESE, Thy- 1N K BB 41 4UR1 52 sublytic
C5b-9 H¥H GMC H, KLF5 Al IL-23 I Ris 5% E
A, HKLFS {7 s W B R 8 T 1L-23 R A
. BeAk, B A AR KB, KLFS BE R 1% 2 F e &
PRl k) E I e A5 (2 33 TL-23 3R 1A A
TEAE . PRI, AHE R Thy- 1IN KBRS AL A S5
F# 1K R GMC, #R1F KLFS _E i %} sublytic C5b-9 ]
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B GMC 153 11-23 3235 B 52 0, 4048 7~ Thy- 1IN X
BRI RORE I 2 5 R 3, 9 MsPGN IR AT
FeHR A 06 B SEIGAK B o

1 #RIFTE

1.1 ##

T SD K R (180~200 g) KI5 T 7 5t 22 Rl K 24
S BN L, BN SR 22 e B R R R A SR
FIVME R RS HHE(TACUC-2011007) . K GMC
ZH MR HBZY -1 HH IR 2 v ] i 78 335 4 s
Ot . 2 v S BT K B IR 4 LIV Canti-thy-
mocyte serum, ATS) A SZ 56 =5 il 2 (F 56 C/Ki#
30 min KiEFMA) »  1E5 AIMIE (hormal human serum,
NHS) KI5 T 30 Az fg e L . 5 oe b BRUAPE KLFS
AIIL-23 LAk (Santa Cruz 2 &, 55 D), RIPA 2@
(BEE REVFBH AR AT, Lipofectamine 2000
(Thermo Fisher Scientific 4 7] , 3% [E ), Hieff qPCR
SYBR Green Master Mix ( i3 AV A R A&
A, B 2R AR 5 2 RS 7R 6 pGL3-basic
pRL-SV40 it ¥i (Promega A 7], 5 [H), pIRES2-EGFP
Jii ki (Clontech 22 &, & [E) . 1L-23 &K 5 8 F 29 %
FBFR A K 5K (pGL3-1L-23-FL) . KLF5 i % ik
JFBL (pIRES2-KLFS) \KLFS5 /N T4 5 ki (shKLFS)
shRNA X & i R (shCTR) « 18 9 8 £ %% ) shKLF5
(LV-shKLF5) fll shCTR (LV-shCTR) 1 A< {5 8 41 51 31
S MNZFCE A CRBO R AR A=A RS
F I 2 HE AR AT PR w AL
12 7k
1.2.1  Thy-1N X RAL A 69 5 4

U1 SD K BR (180~200 g 5 28 Bk 3 5 &5
Thy-1 $T44 (Thy-1 antibody, Thy-1 Ab) [f] ATS (7] &
790.75 mL/100 ), 7EVESS 51,2236 12 h UK R Y
B 2H 2 (n=5/F [8] 55D, 5256 DL O h ToAb B (1) 15 4 234
TR 2 JE, JEECE A ZH ) a1 ARSI E 1 AR
FIRIA .
122 GMC#¥E4%k

KB GMC 2 B AR 32 R0 T2 10% 16 4 1L 1
MEM 5€ &35 7704, 37 °C5% CO, WA P15 5% 48 ho
2 4 {5 A 80% I}, PBS W% 5 T 0.25% ik &
B AL . 1 000 v/min &5 0> 5 min, 2 F7E, B
2 123 LI MR AT AR ARG 757
1.2.3  Sublytic C5b-9 #]i% GMC #9 7] &

SR LA s VAT, B 2 DUAS TR 3R BE ¥ ATS
L GMC 30 min, Ff 7 I0AS [\ 9 B2 ) NHS 0% &

30 min. 1T FLEE M E I (lactate dehydrogenase, LDH)
AR A GMC AR I 53 2 (GMC 1B R 28 <5 % I R
NIE LT sublytic C5b-9 Z &) o A S5 # 72 LA
5% ATS 5 4% NHS 1E N J¥ i sublytic C5b-9 ) 5
.

1.2.4 At g5 R K BIE

H Lipofectamine 2000 4 shCTR Jit ¥ 5% 4% GMC,
48 h Ja ML 4k (475 ). 5 H (green fluorescent protein,
GFP) Rk, LV R . 25, [FEs
GMC % 4% pIRES2-EGFP 8¢ pIRES2-KLF5 Jii £ 48 h,
B % L shCTR B shKLF5 Jii #7 48 h, F %5 T sublytic
C5b-9 3 6 ho $EHU4H L 25 1, Western blot (WB)
K KLES AT TL-23 (235 7K
125 WB%k

KERE A28 GMC i RIPA 2R, 550U
£ EENELEAKRE. K5, B30 pg A L
T 10%1) SDS-PAGE H, 56 FH 50 V LK 30 min G 48
BED, B 120 VK2 he B35 H 0.3 AMEREH
2 ho PVDF JEHI B AG 4= W53 1 2 h, i KLFS 8¢ 1L-23
ik, 4 CE IR . KH, HTBST ¥ 3 X, FH
HRP AR ZHIE I F 1 h, &5 M ECL &t
W TR
1.2.6 8% &% 2 PCR(RT-qPCR)

F TRIzol $2 HL GMC [#] &2 mRNA, i ¥ 5%
¢DNA. 5 Fd Primer Premier 5 B4 ¥4+ B TL-23 [
PCR 51, J- B4 o & Wi AE M H AR B IR A 7 &
. TL-23 519751 & i, 5'-TGTGCCTAGGAG-
TAGCAGTC-3', T, 5 -TCCATTTGTCCCACTGGT-
GT-3'. RT-qPCR XA 24 eDNA F5AR 1 WL, Hieff
qPCR SYBR Green Master Mix 10 wL, | R 5| ¥1%
0.4 pL, DEPC 7K b /& 2 20 L. 7E ABI StepOne-
Plus™ PCR A _FAT 438G S B, F2 7 v = I il B B
(95 °C 5 min)  JEFAHY BE(95 C 10 560 C 30 s, JE
40 MG A i T 2B B (95 C 15 560 °C 60 s+
95 C 15s). AR 3IEIL, B-actin L N S 1A,
K FH 24 SRR AR 5
1.2.7 RAZBRSEEELE

¥ GMC H sublytic C5b-9 | # 6 h, ot %% 4
pIRES2-EGFPE{ pIRES2-KLFS5 i 2 pGL3-IL-23-FL
X [F] pRL-SV40 N 2= Jii Fi 48 ho 53 F shCTR 54
shKLF5 Jii # 5 pGL3-1L-23-FL Ml pRL-SV40 i $i &
B YL GMC 48 h, T )l sublytic C5b-9 #1136 h CE 5t
shCTR 8 shKLFS #£ YL 2H) . 2 J5 , F 1< sh 2 fA 2%
W (passive lysis buffer, PLB) 4b# |18 GMC, 47 %
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I 2% B 2 2 R SE BRI A2 1L-23 1 3l i 1. B
SEAERIE RN 25 WL 5% e ZEEEAS IR 1T, ik
ANBICRIMA T, BB 7 5 WL 1XPLB 24 (1) 241 g
VOIS DA v, A B K RSO R T M S
)RS RN 25 WL 1xStop& Glo®ik 7] , 18 21 & F- i
TENEE RO RBEMEME . 5K R GE 5 E R
AR B AR BP A & 45 R
1.2.8 LV-shCTR & % GMC

IR KB GMC B3, BoMh T 96 LR (5x 10714,
59524 he H MEM £5 72044 LV-shCTR i B i 3 4~
WS, B 1%107.1%10°, 1% 10° TU/mL. AN 7E7L AN
J1100 L i LV-shCTR M B, 12 h Ji5 3, 4k 2235
7260 h, B REE NS GFP Rk G, LLik I
R I LV-shRNA
129 Bahmi#EER

ZME S 3 mg/mL L HE 244 (1 mg/100 @),
PRI R B 7E L SIR F290.5 em & YIIFIEHE . 7E
JIG R T R B 1 = B Kk S5 I B Bl k. o S AE R
B BT 8 b AR i P B K R S P . A7 Sk
B 2 ) R A B AR KRR 1 mL R B R (Y
110" TU/mL [¥] LV-shCTR B¢ LV -shKLF5) # 7% 5] &
FIMKN . 20 A 1% K B0 5 min £ R4 B R 41
Mo 5 min JGAAFERE E BBk BBk, FH A i 4
Rk 550 8 G, R 00>,
1.2.10 TR A= mig Rk &k R E

T A B B ER I D, AR B B
JOKVETAE ) 56 72 o BSE O B AR o L A 5 e
JIE 2%, P B T /NS W36 K 1515 R 4t (PerkinElmer
AT, FEED, AT AL =Y G AS A, RIS S
U 25 PR 2 D't i B2 ) o B ) K REVE LV -shCTR Ji5 1 #%
BHoAi. A, UK EHLUT KRG A, T %
Je B S B L GFP FI3RIE 5 045
1.2.11 AR THGIKA LB

HY 20 HEdE SD KR (180~200 o), BEH L A 4 41
(FE2H n=5) , B 1F 5 I35 2H (normal serum, NS) 4 .
Thy- 1IN 2 . LV-shCTR+Thy- IN Z1 fil LV-shKLF5+
Thy-1N 21 71 7 20 1 AR B2 - 43 3] 40 KRR R i ik
S IR AR LTS BATS G &34 25 0.75 mL/100 g)
JE PR B AL BE A2 R RRAT B B KRR 73 0 3 N
LV-shCTR 5% LV-shKLF5 72 h J& , B35 ATS % &
Thy-1No 24 Thy-IN KEKHE 6 hINf, BOH B A28, H
WB Rl KLFS A1 TL-23 2§ [ [ %15 .
13 %itsrik

T A SEae ¥ ST R 3 WK, T i s A s DL

bR (2 + 50 R, P ELBCR BN ¢ 5
2 [) B A5 R R SRR 25 U 22 93 Mo S GraphPad
Prism B RA 5.0 D347 GL ik 2208, P < 0.05 4
ERA G R L

2 # R

2.1 Thy-1N K £ &% 7~ ) B 18] 49 B 28 22 KLF5 A=
IL-23 & A ey %k

SD K B & ik 55 2 Thy-1Ab 9 ATS, & #i
Thy-1N KBRS, I 75 5 THES ATS J5 1.2.3.6.
12 h CHUOK BRI B 2024, DL O h AL 38 1) B 1 ZUE
S, WB 525646 ) KLFS Al TL-23 B ARk . 45
BRI, MR ARFRIEL L h IR BT, 2 h i BT
3, 3 h I KLFS f 3 0E 28 m g, 1 11L-23 R IE
WITE 6 h B T+ W AE , (HTE 12 h B PiFp 2 (1 R E
BokEvs(E D,

—_
1

(=]
I

Oh 1h 2h 3h 6h 12h
A: The protein levels of KLF5 and IL.-23 in the renal tissues of
Thy- 1IN rats at 0, 1,2, 3,6 and 12 h were examined by WB. B: Semi-
quantitative analysis of WB. Compared with the 0 h group, P <0.01 (n=3).
E1 Thy-1N X5 4 %A [E BT 8 B9 & 4H 40 fh KLF5 FA1L-23
BaMRA
Figure 1 The expression levels of KLFS5 and IL-23 protein
in the renal tissues of Thy- 1IN rats at different
time
2.2 Sublytic C5b-9 &} GMC 7~ B B 18] KLF5 A= 1.-23
ER2EE 8o
T sublytic C5b-9 HI ¥ K B GMC 0.1.2.3.6.
12 h, #EHCGMC 25 (A 5T, WB AL KLES T 1L-23 7 F
BAMEIE. 458 ER, sublytic C5b-9 Il GMC J5
1 h, KLF5 ATL-23 8 FH )R E 45 LR, 2 hisf BT
Y2, IF43 JIAE 3 hA6 hiX BIUEAA , 12 h I P FP ER
AT E I IRE (B 2)
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A oh h an 3n 6n 12n TR AR EE GFP AT L, 0 H e e ]

KLES S s ———— S | D

B 4 1 IKLF5

Tﬁ EmIl-23 L *\v**
2 31

E

2

-2

z

ERE

=

(=]
I

Oh 1h 2h 3h 6h 12h
A: The protein levels of KLF5 and IL-23 in rat GMC stimulated
with sublytic C5b-9 for 0, 1,2, 3,6 and 12 h were examined by WB. B:

Semi - quantitative analysis of WB. Compared with the 0 h group, P <

0.05 and "P < 0.01(n=3).

2 Sublytic C5b-9 #li#% GMC A [E] B [8] KLF5 #0 IL-23 &
HEYRIE

Figure 2 The expression levels of KLF5 and IL-23 protein

in rat GMC stimulated by sublytic C5b-9 at dif-

ferent time

2.3 KLF5 i & 3% & F R0 #2445 4 GMC & KLF5
9 &k

¥ KLFS 3 33k ki (pIRES2-KLFS ) A%} 8 i
Fi (pIRES2-EGFP) % 44 K i GMC 48 h, B KLF5
/N5 RL (shKLFS) B 5 B8 5 R (shCTR) #% e
GMC 48 h I F4T sublytic C5b-9 3 6 h. LLshCTR

A GFP

White light

1K 80% /e 4 (B 3A) o ), 73 sl HE BUAT ik GMC Hr
(18 15, F WB AR 2 KLFS [ 3k R I8 FITER K o
45 AL SZ, 5 pIRES2-EGFP % Y« 44 A1l £t , pIRES2-
KLFS % L4 i J5 §8 2. 3 3145 KLFS.  shCTR+sublytic
C5b-9 H 1) KLF5 Rk & & 3% & T shCTR 4, i 5
shCTR+sublytic C5b-9 ZHAHL, shKLF5+sublytic C5b-9
A1) KLFS 238 U & 0L 2 25 Tt & (B 3B~D), $27K
sublytic C5b-9 I3 GMC fit & 2 Tt 5 KLFS 25 3%
1K, T FH shKLFS I A] JTER KLFS JE ] (1) 320k
2.4 iF & ik R B AK KLF5 2 sublytic C5h-9 4] #%
GMC # F 49 1L-23 & K 69 %7k

¥ pIRES2-EGFP Fl pIRES2-KLFS Ji ki 4 7l
e GMC 48 h, B shCTR AT shKLF5 Jii i 4 71 % G
GMC Ji5 48 h 545 ¥ sublytic C5b-9 Hl#4 6 h. HREXZH
MY mRNA 12 (4, 47 RT-qPCR F1 WB 5246 . 45 53
F W, ¥ 4% pIRES2-KLFS b 33 FURLI¥ GMC, 11-23
mRNA F1 KLF5 % IL-23 [#] 85 [ 7K 735 B & -, 1
B shKLFS JFURL I GMC, HH sublytic C5h-9 1551
IL-23 mRNA PLL R 7K R EIK T shCTR +sublytic
C5b-9Z1 (K4,
2.5 Sublytic C5b-9 & ¥ A= & 1& & ik KLFS %t [L-23
Jo F) T & AR R

W 1L-23 4K A 3l 1 2 6 3 B R 15 BE R s kL
(pGL3-1L-23-FL) # % GMC 48 h, FH sublytic C5b-9
] # GMC 6 h, 50K pGL3-TL-23-FL i ki 2 51 5
pIRES2-KLF5 B shKLF5 Jii Fi (63 45 & [ 1) HE o

C 9 D T
()‘309 Q)CD\ﬁ é 4 sk
s O =}
\0\*\\&# \;Q\ﬂ\\}) q:_) 3 AA
X Q(—)X'b g
S S v
RO = 2 ##
<
KLFS | - 5] kDa 8 |_| |_|
Z
e [Tty g
ST
,L,@%q’, » OO
Q\ < x%o x%é
S
R g&"

A: Rat GMCs were transfected with shCTR plasmid for 48 h, and GFP expression showed that the transfection efficiency was up to 80% (X100,
scale bar=100 pm). B-C: GMCs were transfected with pIRES2-KLF5 plasmid for 48 h(B) or shKLF5 plasmid for 48 h followed by sublytic C5b-9 stim-
ulation for 6 h(C), and the protein level of KLF5 was detected by WB. D: Semi-quantitative analysis of WB (figure 3 B and C). Compared with the
pIRES2-EGFP group, P < 0.01; compared with the shCTR group, **P < 0.01; compared with the shCTR+sublytic C5b-9 group, “P < 0.01(n=3).

3 GMC Frhidk R &R AR KLFS 3 FiAs T Brhi ¥ 3 GMC f5 KLF5 Ry 3RiA
Figure 3 The efficiency of plasmid transfection into GMC and the expression of KLF5 in the GMC transfected with

pIRES2-KLFS5 or shKLF5 plasmids
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9
fs * & & =5
é 4 a \&\{& %30\{0 ;E 4
23 A £
] : & g3
2 » Ny 5,
= #H 4
ER IL—23_19 kDa  KLF5 S S s 5] kDa £
%or].m.[ﬁ . z,
o~ &Q‘ ‘o \0 B—actm- 42 kDa 1L-23 _ 19 kDa <
%$\) e ‘j 6 R @QQ \L\) ((} ‘3“ 6\’
Q&% \Q& o ﬂ\x ﬂ\x B-actin m 42 kDa @% Q»% \%\\g \ﬂ\\c
S SN
S vV
W %& %0() %&Q»

GMCs were transfected with pIRES2-KLF5 plasmid for 48 h or shKLFS5 plasmid for 48 h followed by sublytic C5b-9 stimulation for 6 h. A: The
mRNA level of 11.-23 was measured by RT-qPCR. B=C: The protein levels of KLF5 and I1.-23 were measured by WB. D: Semi-quantitative analysis of
WB (figure 4 B and C). Compared with the pIRES2-EGFP group, ‘P < 0.05, “P < 0.01; compared with the shCTR group, *P < 0.05, **P < 0.01; com-

pared with the shCTR+sublytic C5b-9 group, “P < 0.01(n=3).
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Figure 4 Effect of KLFS5 overexpression or knockdown on IL-23 expression in the GMC
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A: GMCs were transfected with pCL3-IL-23-FL plasmid for 48 h
followed by sublytic C5b-9 stimulation for 6 h, and IL-23 promoter activity
was determined by luciferase reporter assay. B: GMCs were co-transfected
with pGL3-1L-23-FL and pIRES2-KLF5 or shKLF5 plasmids; then 11.-23
promoter activity was determined by luciferase reporter assay. Compared
with the MEM or the pIRES2-EGFP group, ‘P <0.05,"P < 0.01; com-
pared with the shCTR group, **P < 0.01; compared with the shCTR+sub-
lytic C5b-9 group,*P < 0.01(n=3).
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Figure 5 The change of IL - 23 promoter activity in the
GMC after sublytic C5b-9 stimulation and KLF5

overexpression or knockdown
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A: Rat GMCs were infected with LV-shCTR at three different titers for 72 h, and the examination of GMCs under fluorescent microscopy showed

that 1x10” TU/mL had the best infection into GMCs , with an infection efficiency of over 90% (X100, scale bar=100 wm). B: The normal saline Cup-

per) and LV-shCTR (lower) were respectively perfused into rat renal tissues via the renal artery perfusion for 72 h, then imaging of five rat organs con-

firmed that the kidney fluorescence intensity of the rats perfused with LV-shCTR was significantly higher than that of rats perfused with normal saline. C:

Renal frozen section examination showed GFP fluorescence location in both glomeruli and renal tubules (x400).
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Figure 6 Efficiency of LV-shCTR infection in GMC and rat tissues
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A: The protein levels of KLF5 and IL-23 in rat renal tissues of NS,
Thy-1N, LV-shCTR+Thy- N, and LV-shKLF5+Thy- 1N groups were de-
tected by WB. B: Semi-quantitative analysis of WB. Compared with the
NS group, “P < 0.01; compared with the LV -shCTR +Thy- IN group,
P <0.01(n=3).
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Figure 7 The change of IL-23 protein expression in the
renal tissues of Thy-1N rats after KLF5 knock-

down
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