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[ ZE] HE: HTEEZEMEEEHEAMEES (RIP3) MEAER (H/R) HF FAE/NME -
B HK2 4 B W FETRBRAE TR 52 o ek s K180 HE T M ARUA R shRIP3 T 14 X AR 055 3 T
P AR AR R ShNC 23 51 55 e 22 HK2 418, 40 4 shRIPS 4L A1 shNC 21, 55 DLIE % 55 3% K e Je i) HK2 41
MIVE R zs A, 48 h)m, FRMSEm28EE B PCR (RT-qPCR) ¥ Hll Western blotting 32 5 iiF 12 %
FERE YL R . B HK2 400 5> X IR 20 . H/R 41, shNC+H/RZH#1 shRIP3+H/R 4. CCK-8 ¥4l 4%
4 HK2 40 AT 3, SR sd e kR A LA i b i 45 A B A 1R 8E (LC) 3B RIEEITIRE &
BB R B RE LIPS (NLR) G Pyrin U 113 (NLRP3) HHPOLIRE, Western blotting ¥4
K25 HK2 40 s LC3 1 . LC3 1 . Beclinl, & PMEERIN KL ERE AN (Caspase)-1. [REETL
FEHD (GSDMD) ., H4IMEA K (IL)-18 A IL-18 7 4 ik /K, 7] &/ I 45 41 40 i b 4k i 1
(Fe*") K., Z58. S 4 M shNC 4 L%, shRIP3 20 HK2 41 il o RIP3 mRNA Fl14E 12 A K
B B (P<<0.05), CCK-8LAM, S5xFMR4l e, H/RA HK2 4008 17 15 R B B L (P<<0.05);
H5H/RA L, shRIP3+H/RA HK2 4 i A7 7% R W W A& (P<<0.05) . SEZOCR AL, 5XF
MRZH b %%, H/R 4 HK2 4 fg b LC3B & [ 2 6o B2 W] L BE AR (P<<0.05), NLRP3 4 [ 9805 i U
JHE (P<<0.05); S5 H/RAHE, shRIP3+H/R 41 HK2 40 Jfd o LC3B & A % i W B Ik (P<
0.05), NLRP3H 42658 B B B AL (P<<0.05). Western blotting S &, 5 X B2 %, H/RAH
HK2 40 LC3 1 /L.C3 T HA I B BT (P<<0.05), Beclinl 2 M %3k K VW B AL (P<<0.05); 5
H/RAL#, shRIP3+H/RAHK2408H LC3 1 /LC3 T HAERH 88 (P<<0.05), Beclinl & 1%k
KB TR (P<<0.05); S5xFIR4l i, H/R4HK240E% Caspase-1. GSDMD., IL-18F11L-18 #&
H A A (P<<0.05); S5 H/RAIAE, shRIP3+H/R4HK24ffiH Caspase-1. GSDMD,
IL-18 A TL-18 5 11 # ik K F ¥ B BRI (P<<0.05) . S5 X R4 tbde, H/R 4 HK2 40 il th GPX4 Fl
SLC7TAL & A £ X KFH I B (P<<0.05); 5 H/RAH, shRIP3+H/R 4l HK2 40t GPX4
M SLCTALL & A £ XK EHH B AR (P<0.05). S5XHIEAHE, H/R4Y4 HK2 40 Fe* /K B
WIbE (P<<0.05); 5 H/RAWHE, shRIP3+H/R 41 HK2 48 g v Fe® /K F B W F& K (P<<0.05).
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Effect of knockdown of RIP3 on autophagy, pyroptosis, and
ferroptosis of hypoxia/reoxygenation-induced human renal
tubular epithelial HK2 cells

HE Guobin, WANG Huan
(Department of Nephrology, Central Hospital, Xinxiang City, Henan Province, Xinxiang 453000, China)

ABSTRACT Objective: To discuss the effect of knockdown of receptor-interacting protein kinase 3 (RIP3)
on autophagy, pyroptosis, and ferroptosis in the human renal tubular epithelial HK2 cells under hypoxia/
reoxygenation (H/R) conditions. Methods: The lentiviral interference vector plasmid shRIP3 and negative
control lentiviral interference vector plasmid shNC were transfected into the HK2 cells and the HK cells
were divided into shRIP3 group and shNC group, and the normal cultured untransfected HK2 cells were
regarded as blank group. After 48 h of transfection, real-time fluorescence quantitative PCR (RT-qPCR)
and Western blotting methods were used to verify the lentiviral transfection efficiencies. The HK2 cells
were divided into control group, H/R group, shNC+H/R group, and shRIP3+H/R group. CCK-8
method was used to detect the survival rates of the HKZ2 cells in various groups; immunofluorescence
staining was used to detect the fluorescence intensities of light chain 3 (LC3B) and NLR family pyrin
domain-containing 3 (NLRP3) proteins in the cells in various groups; Western blotting method was used to
detect the expression levels of LC3 1, LC3 I, Beclinl, Caspase-1, Gasdermin D (GSDMD ), interleukin
(IL)-1B, and IL.-18 proteins in the HK2 cells in various groups; Kits were used to detect the ferri ion(Fe”")
levels in the cells in various groups. Results: Compared with blank group and shNC group, the expression
levels of RIP3 mRNA and protein in the HK2 cells in shRIP3 group were decreased (P<C0. 05). The CCK-8
method results showed that compared with control group, the survival rate of the HK2 cells in H/R group
was decreased (P<C0.05); compared with H/R group, the survival rate of the HK2 cells in shRIP3+H/R
group was increased (P<C0.05). The immunofluorescence staining results showed that compared with
control group, the fluorescence intensity of LC3B protein in the HK2 cells in H/R group was decreased (P<C
0.05), and the fluorescence intensity of NLRP3 protein was increased ( P<C0.05); compared with
H/R group, the fluorescence intensity of LC3B protein in the HK2 cells in shRIP3+H/R group was
increased (P<C0.05), and the fluorescence intensity of NLRP3 protein was decreased (P<C0.05). The
Western blotting results showed that compared with control group, the ratio of .LC3 [[ /LC3 I and the
expression level of Beclinl protein in the HK2 cells in H/R group were decreased (P<C0.05); compared
with H/R group, the ratio of LC3 Il /LC3 I and expression level of Beclinl protein in the HK2 cells in
shRIP3-+H/R group were increased (P<C0.05); compared with control group, the expression levels of
Caspase-1, GSDMD, IL-18, and IL-18 proteins in the HK2 cells in H/R group were increased (P<C
0.05) ; compared with H/R group, the expression levels of Caspase-1, GSDMD, IL-18, and IL-18
proteins in the HK2 cells in shRIP3+H/R group were decreased (P<C0.05). Compared with control
group, the expression levels of GPX4 and SLC7A11l proteins in the HK2 cells in H/R group were
decreased (P<C0.05) ; compared with H/R group, the expression levels of GPX4 and SLC7A11 proteins
in the HK2 cells in shRIP3-+H/R group were increased (P<C0.05). Compared with control group, the
Fe’" level in the HK2 cells in H/R group was increased ( P<C0.05); compared with H/R group, the
Fe”" level in the HK2 cells in shRIP3+H/R group was decreased (P<<0.05). Conclusion: Targeted
knockdown of RIP3 can induce the autophagy, inhibit the pyroptosis, and reduce the ferroptosis of the
human renal tubular epithelial HK2 cells induced by H/R.
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ZARAH H AR JH & H B (receptor interacting
protein kinase, RIP) 3J&—F 222 R / 7 2 R I 1
FEA T R AE R0 M AE T R AR . Fs
R . RIP3 £ #E Mk 75 0E V5 = 19/ B2 TE B B0,
I A NG 2 0 b B0 3T o N B A (renal
proximal tubular epithelial cells, PTEC) H # i ,
T o0 AR 2 T 7 RN R A Ty e A i D A
Pio BEAN, B RIP3 AT DL i Pk &2 0 5 1 2t B
407 300 1] /NG5 A T Y e R A R B I R 9 AR
M, RIP3WREESSakERGHEELR ", &
o BeE 2 A (hypoxia reoxygenation, H/R)
W N BNV L B AN HK 2 78 7R SN0 i 1t/ 7
HEVERERL, R RIP3 SRR X H/R 7 S 89N/
B b HK2 40 B i) 52 me) B FCAE HIBLT, S 2k
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1.1 @i 22X MNFNE ANE/NE LR
HK2 >k ¥ 7 b B R} 27 B 40 i 2. iR 48 i 3 .
1% -85 % % & DMEM K5 3% 3221 F 3¢ [ Hyclone 24
A, YR Lipolectamine 2000 3% [ Invitrogen
AF, TRIzol, JHHMEL SYBR Green i€ 6l
WA & MW T H A TaKaRa /A 7], RIPA %4 fif i .
BCA HE A i f & . B H ECL 55 i Ml DAPI
JeRhlg T Bl m RAEVEARGRA A, CCK-8IK
A F AL R ik 28 2 |l Triton X-100 1 F b 50
AR R AR AR, %EF (ferriion, Fe'')
G0 3R] 0 T AL 5t RS AR R A R, A
o H ol mE 3 BE M W A B (glyceraldehyde-3-
phosphate dehydrogenase, GAPDH) £ 7 BEHiif .
RPLRIP3 Z DR . RITME L& H N 1R

(microtubule binding protein 1 light chain, LC) 3B
Z L BEYUR . P Beclinl PATTREBUIA | SRl &2k
bt 2 R 1 R 4 2 1R 5 1 [ (cysteinyl aspartate
specific proteinase, Caspase)-1 2 5 BEHUIA . R PL
L D (gasdermin-D, GSDMD) P7g [P
. RPLEAIEAF (interleukin, 1L)-1p ¥ 58 BT
K bt IL-18 Bsg Behidhk . Abi A e T ik i 1k
Y)W 4 (glutathione peroxidase 4, GPX4) P75 [
PO . RO BB K 70 51 11 (solute carrier
family 7 member 11, SLC7A11) ZaBEdiik . &
W MR 45 & 45 s 58 @R H A2 7 41 (nucleotide-
NLR) %K J%
Pyrinlk & H 3 (NLR family Pyrin-domain protein 3,
NLRP3) F12 5 b Hoih K B o Ak Yl /4675 3
(cyanine 3, Cy3) #thric i b = 41 % IgG i ik
Yy T3 Abcam A\ o SRS L 8 B T
K BRL shRIP3 #1448 g 3 1 40 48 14 5T
#shNC AR TAY TR (Rl AR E A B
Lafcis

1.2 @mieRifsi KHK2HEE TS 10%H
AL 5 100 7 -5 % R IR S W IR B9 DMEM K 77 &
e, BT 37C. 5% COBRE R R IR, O B K
W an M T S8 o R AR 75 T SR BURE shRIP3
B Xk AR S 7 T I B A JBORE ShNC 23 J31) 5 e 28
HK2 40, 434 shRIP3 41 A1 shNC 41, HARARYE
Lipofectamine 2000 i 7 & ¥ W] 5 2 AT . 5
PLIE B 55 95 AR 55 e ) HK2 40 M A 28 (1 4L, 5 e
A8 e, WCAE 240 ML I I AT ff 5 A B R L, SRS
i ¢ Y6 %€ 7 PCR (real-time fluorescence quantitative
PCR, RT-qPCR) 7% 1 Western blotting ¥ 5 il 1%
1.3 H/R@mEMERHEFom H/REEE:
o HK2 40 i 8 TARE G 7R M (& 9420 N, 5%
CO.M1% O,) L6 hfa, HBEE AN
N (F74% N,. 5% CO, M 21% O,) H4kse ks
F£6h, T HK2 46 H/R . K HK2 41 53 *F
W (HK2 40 il 78 1E % 3R 5 P 898 ) . H/R 4
(HK2 4 g #47 H/R Ab3#) . shNC+H/R 4 (HK2
20 0 % B ) BEUKR i B T B0 ARUA BB shNC 5
FTH/RACFE) A1 shRIP3+H/R 41 (HK2 41 g 5% Y
18 955 75 4 2% 14 FORL shRIP3 J5 64T H/R A0 ) .

binding domain leucine-rich repeat,



e, . EUE RIP3 XA /S A% S B /NS [ K2 40 M 0 40 A 1 04k 58 1 19 52 1647

1.4 RT-qPCR 3 # @ & 41 HKZ2 % f& ¥+ RIP3
mRNA & A RF 54 HK2 40 g 75 51 TRIzol ik
R, e BRUL AP B AR LA RNA, R A
¢cDNA., RT-qPCR ¥ £ Il % 20 HK2 48 jg i RIP3
mRNA £ ik /KF, 28 SYBR Green i % % & B
PCR K 7 & Ui W 45, n A & il 51 5 X5 0 JiE 9
cDNA, JWARRZMRFIE 20 pl., ERHKE RS -
WEP AN 95 CFHiAEPE30s; 95°CAF
PESs. 60 °CiBAk/IEM30s, TEI 40, 286 HE
K 3, LA B-actin NS, R 2 kit A
RIP3 mRNA £iEKF. 51974 RIP3 L iF5l
¥ 5-GGACCTCAAGCCCTCTAACA-3', RIP3
T 51 % 5-ACCTCGGAGACAGCAGCATC-3';
B-actin I % 51 ¥ 5-TGTTACCAACTGGGACGA-
CA-3', B-actin F 5|4 5-CTGGGTCATCTTT-
TCACGGT-3',

1.5 Western blotting # # @ &40 HK2 %8 f&. P 48 %
Ea &k AKFE i RIPA 268 i 452 4 41 HK2 41
MiSE N, BCAEK# T ER ., EAFME 100 Co
JRB B WA S, B R 30 pg M ABER AL,
it 10% SDS-PAGE HLJk 43 1 I 5% B8 25 1 iR £ 4
R, B IE MR A 5% BTk b, =il
HH2h, MARPIRIP3, LC3I . LC31 . Beclinl,
Caspase-1. GSDMD, IL-18. IL-18. GPX4 #i
SLCTAIL HL K AEH — %0, B+ 1 : 1000 F B,
HRAEACTLEmE . H, WEZIR, TBSTH
WORU G, AR B AR 9 1L 2E BT S 1gG BLiRAE K
Thr, 15000 R, SEAEERTINES,
2 h 5 P DL TBST % WUk AR, M8 ECL i 7 W &
o, B, KGaMARN &R &AW, R
Image J M BT 8 140 KEE(H . BL GAPDH 1R
WS, IR HE NIRRT, HWEAFRLK
V= H M A K BEAE /N S8 A K BEAA
1.6 CCK-8#R &mmpiiEd W HK240M
i BB AL 3 X 10° A 4 i 1Y) %5 B 45 b T 96 L 248 it 1%
FeMr, 37°C. 5% COMBE T . SHANIF
B 10 L B & e ) 19 CCK-8 3K 7], 4k4EMEH 2 h,
K B AR AL D BE K 450 nm 4b & fL ) Ok
JE(A) (8, IR A A G R 20 B AE S R =
(LEKAAME - ZFSAHFLAM) / (B4 A —
2= HALAE) X100% .

1.7 B RALEZAEMNEHEE P LC3BF
NLRP3 & & XA RE  HU45 41 HK2 4 il 5 17 41 ffd

T€F, 4% 2R EERE ), %/ 0. 5% Triton X-100
% i 15 min, W82 #h 22 W (phosphate buffered
saline, PBS) W&/, SW W FEmEH M 1h, A
RLZRFW, A RITLC3B £ 5w Bk sk bt
NLRP3 £ 5 B itk 73 5I4E o —40, #1100
ik, ACTFWELR. KH, PBSZE MR KRG
YE, A Cy35ehric iy — i, M1 200 Fi B,
WOEEEME 2h, DAPIY AR YA 15 min, HLEE
KE R RE R, E9OCT M N WERRAE, &%
BEMg, K H Image J 8 73 # LC3B #1 NLRP3 &
S A S B o A M R S il = B
JE /%o B 20 B 1 9O BR BE

1.8 RKARMEX R ZBmpe P Fe” KT K4
HEK2 4 §fd R H] PBS 22 il U8 i 5 A 200 pL 24 i
WA, BTHRRAIE2h, HEPWRS54.5% 5
ERTRE A WAL IR L - LIRS, R A o IR
o R L AR ) & 10 T 5 S o 4% 1K)
FFES, IRYET60°CHAMTIE Lh, RHE=ER
Ja, A 30 pl Fe gl ), =i F % F 30 min,
K FH A SRS 0 3% K 550 nm Ab & FL A, 2 bR
HEM &IP3 Fe® K.

1.9 %t %2 KM GraphPad Prism7. 0 58 314k
PFBEAT it 27 oy M ot s i R o & 2H HK2 40 i
RIP3 mRNA Fik/K ¥ A E S HK2 48
LC3B % H ¢ ¢ 38 & #1 RIP3., Beclinl, Caspase-1.,
GSDMD. IL-1B, IL-18. GPX4 J SLC7A11 &% H
FRAKELU B LC3T/LC3 T AR Y45 & IE A5 i
Dhaots R, 2 41RREAR 2800 B R BN R O
ZEOr N, ALERE A B LR LSD-2 K 56 o
PLP<<0.05 FEF A G2 E L,

2 & B

2.1 Z#LHK2#F RIP3 mRNA #%& & k& K-F
5254l (1.004£0. 08 F10. 844-0.07) HIshNC 41
(1.030. 10 #10.8340.08) %, shRIP34] HK2
4 }fd vh RIP3 mRNA Fl & H 3R A 7K (0.2440. 02
F10.26+0.02) ¥R (P<<0.05), WK 1.
2.2 BUAHK2@mfef®ER SXTRALE, H/RA
HK2 4 i 7735 22 0] W (% (P<<0.05). 5 H/R4
Fe#s, shRIP3-+H/R 20 HK2 40 i 77 1% 0 W Tt 5
(P<<0.05), shNC+H/R 20 HK2 40 Jfl /£ 1% K %
TGt X (P>0.05), WE 2,

2.3 A #HK2#@mM ¥ LC3B# NLRP3 & & % &
BAE S A4 (1.00420.04 A1 1.0040.05) I
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Lane 1: Blank group; Lane 2: ShNC group; Lane 3: ShRIP3
group.

B 1 &4 HK24 M H RIP3E F R KB IXE
Fig. 1 Electrophoregram of expressions of RIP3

protein in HK2 cells in various groups

¥, H/R 41 HK2 40 jff *h LC3B & [ %Ot 3 &
( 0.244+0. oz) B W R % (P<<0.05), NLRP3
EHOLME (2.38+£0.25) W & m (P<
0.05) ., 5 H/R 4 H %, shRIP3-+H/R 41 HK2 41
il LC3B 8 [ 9B A (1.23+£0.11) Wl 7t
(P<<0.05), NLRP3#&H 12t (1.17+0.13)
BB AR (P<<0.05), shNC+H/R % HK2 40 Jf th
LC3B fil NLRP3 & 1 2¢ )t & (0.2540.03 F1

Control

- ----
o ----

Merge(x100)
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enlargement

S0

Survival rate( /%)
*

,\)X
Q
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‘P<C0.05 compared with control group; “P<C0.05 compared

with H/R group.

B2 %4 HK241BAEER

Fig. 2 Survival rates of HK2 cells in various groups

2.2940.25) 2R B HEFKIT¥E X (P>0.05),
LI 3F 4,
ShNC+H/R ShRIP3+H/R

B3 24 HK2 481 LC3B & 17Ot % B (BB Rot)

Fig. 3 Fluorescence intensities of LC3B protein in HK2 cells in various groups(Immunofluorescence)
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Control shNC+H/R shRIP3-+H/R

: ... .
. . . . .
- - . . .

B4 KHHK240H% NLRP3E H LR E (ARERE, X 200)

Fig. 4 Fluorescence intensities of NLRP3 protein in HK2 cells in various groups(Immunofluorescence, X 200)

2.4 BHHK2#@¥FLC3[/LC3 [ ®efiA Beclinl  {H I W JHE (P<<0.05), Beclinl & [ % ik 7K F
EHREATF SxEAIE, H/R4HK2 410 W I E (P<<0.05), shNC+H/R 40 HK2 48 Jfd
HLC3I/LC3 T AR RFEAL (P<<0.05), Beclinl LC3T /1.C3 T e fl #1 Beclinl 8 4 2 ik /K F 22 7
HE I RIBKE B (P<0.05). 5 H/R4L ¥R G It X (P>0.05), WHE S,

B, shRIP3+H/R4H HK2 401t LC3 1 /LC3 1 kb
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14 000
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LC3 1l

Beclinl 60 000

Expression level of
Beclinl protein

36 000

Ratio of LC3 [ /LC31l
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—
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Lane 1: Control group; Lane 2: H/R group; Lane 3: SANC+H/R group; Lane 4: ShRIP3-+H/R group. "P<C0.05 compared with control
group; ©P<C0.05 compared with H/R group.

B5 F4AHK240H0H LC3I . LC3 I 0 Beclinl FHREHKE(A)MERKE (B, C)
Fig. 5 Electrophoregram(A) and histograms(B, C) of expressions of LC31I , LC3 I and Beclinl proteins in HK2 cells

in various groups

2.5 %48 HK2 % 6 Caspase-1,GSDMD.IL-18 HK2 41l i f Caspase-1. GSDMD., IL-1p # IL-18
FIL-18 % G A AKF HX WAL, H/RY HARRAEHIE TS (P<0.05) ., 5 H/R4A
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t %, shRIP3+H/R 41 HK2 40 g # Caspase-1.
GSDMD ., IL-18 Fl 11.-18 & 1 & 1k /K ¥ ¥ B & [ ik
(P<<0.05), shNC-+H/R4 HK2 4+ Caspase-1.
GSDMD, IL-18 fI1L-18 F H Rk K £ R ¥ TL5
HE L (P>0.05), WE6MT7,

1 2 3 4 Mr
Caspase-1 _ 20 000

Lane 1: Control group; Lane 2: H/R group; Lane 3: ShANC+
H/R group;Lane 4:ShRIP3+H/R group.

B 6 44 HK2 40 8 H Caspase-1, GSDMD, 1L-1p
AN IL-18 2 F 3R ik HL 9k

Fig. 6 Electrophoregram of expressions of Caspase-1,
GSDMD, IL-18, and IL-18 proteins in HK2 cells in

various groups
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2.6 %4 HK2% M ¥ GPX44 SLCTALl & & £
EARFE HXPEA A, H/RY4HK2 400 GPX4
FISLC7TALL AR BAKFE BB AL (P<<0.05),
5 H/R 4 W %, shRIP3+H/R 20 HK2 41 il
GPX4 FISLCTALIL & AR IXKFH I B IHE (P<
0.05), shNC+H/R 4 HK2 40 ffii 7 GPX4 Fi
SLCTAIIEHEARBKFZERH LG E X (P>
0.05). MWL 8#9,

2.7 B4 HK2@mM P Fe" K+ Hx 4
[ (1.0040.03) pmol-g™'] H# , H/R 4 HK2
A Fe”' /KSF [ (1.6740.19) pmol-g™'] B
JHE (P<<0.05), 5H/RAHH, shRIP3+H/R4H
HK2 4 fg h Fe* K [ (1.2240.14) pmol-g™']
Bl BRI (P<<0.05), shNC+H/R %0 HK2 40 g p
Fe’' /K [ (1.6940.18) pmol-g™'] 2RI 41t
RS (P>0.05),

300 @
I PR L, e i O 8 A D e s AL

RN B /NERUE S ARG AR R S SR A AR
W e B gy R A BRI T R

o o
= o
1

o
w

GSDMD protein
o
oo

Expression level

o
=

(=}

Expression level
IL-18 protein

N
00060 Q‘\‘& CX\)‘&

A:Caspase-1;B:GSDMD; C: IL-18;D: IL-18. "P<C0.05 compared with control group; “P<C0.05 compared with H/R group.
B 7 %4 HK240}E Caspase-1,GSDMD . IL-1p FI IL-18 & F &KX KF
Fig. 7 Expression levels of Caspase-1, GSDMD, IL-18, and IL-18 proteins in HK2 cells in various groups
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Mr
GPX4 17 000
SLC7A11 37 000
GAPDH 36 000

Lane 1: Control group; Lane 2: H/R group; Lane 3: ShNC+
H/R group;Lane 4: ShRIP3-+H/R group.

A8 KA HK2ZAMT GPX4FM SLCTAIIEHEEXH
KB

Fig. 8 Electrophoregram of expressions of GPX4 and
SLC7A11 proteins in HKZ2 cells in various groups

By ARG ERE S 2N RA L,
VI & ML A R R ABESE . RIP3AE N & #3838
14 SRR 4T 7, AT A9 R SR 8 IR 7 32 IR K iR
MG S A S, JRE a5 RIPL AR B /EH 5 5k
RIP3-RIP3 [A] L AH B AF H J RIP3 B2 1k, Wiz 1k
1) RIP3 5 48 I 1% R & &R 9 8 11 3 Il A 45 4 )
(mixed lineage kinase domain-like, MLKL) , i
MLKL 5} {3 & 40 i 75 F IR pE Mk s . WANG %™
WFoE & B RIP3 62 08045 T 0% R 8% = 1/ B
1R R R LRE ,  FEAIG T B AR 2R A0 i R 7 2 3K KT,
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