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miR-140-3p attenuates hypoxia/reoxygenation-induced cardiomyocyte injury by tar-

geting chemokine receptor 4 and inhibiting JAK2/STAT3 pathway
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[ ABSTRACT ] Aim To investigate the effect of miR-140-3p on hypoxia/reoxygenation ( H/R)-induced cardiomyo-
cyte injury and its mechanism. Methods [In vitro cardiomyocyte H/R model was constructed, and H9¢2 cells were
transfected with miR-140-3p mimics and chemokine receptor 4 (CXCR4) overexpression plasmids.  Cell viability was de-
tected by methyl thiazolyl tetrazolium method.  Cell apoptosis was detected by flow cytometry.  Reverse transcription pol-
ymerase chain reaction and Western blot were used to detect miR-140-3p, CXCR4, and the activation of Janus protein tyro-
sine kinase 2 ( JAK2) /signal transducers and activators of transcription 3 (STAT3) pathway and the expressions of apopto-
sis-related proteins in cells.  The targeting relationship between miR-140-3p and CXCR4 was verified by dual-luciferase
reporter gene experiment.  The activity of lactate dehydrogenase (LDH) and the levels of inflammatory factors and reactive
oxygen species (ROS) were detected with corresponding kits. Results In vitro H/R could inhibit the expression of
miR-140-3p, up-regulate the expression of CXCR4 and the phosphorylation of JAK2/STAT3 pathway, induce the apoptosis
of H9¢2 cells and inhibit the proliferation of H9¢2 cells, promote the release of inflammatory factors and ROS, and up-reg-
ulate the activity of LDH.  miR-140-3p could inhibit the expression of CXCR4 by targeting CXCR4 3'UTR, thereby inhib-
iting the phosphorylation activation of JAK2/STAT3 pathway, inhibiting the release of inflammatory factors and ROS, down-
regulating the activity of LDH, promoting the proliferation of H9¢2 cells and inhibiting their apoptosis. Conclusion
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miR-140-3p may inhibit the JAK2/STAT3 pathway through targeted inhibition of CXCR4, thereby attenuating ischemia/

reperfusion-induced cardiomyocyte injury.

Bt TP o JUFE 9 2 — R DL 4.0 1T R , T
) 2030 4K 2 EGE L 2 360 T AFETS, IR L, O
LA B S —Fofr i DL A g0 ot O RS, 2 R R
FET-RIBOR M B X A4 Aok o DU
FETEN B 2 ETEAR B IR £ 5 AiE , 8 ik 28 K et iR 3l ik
I NIBYT B AR A T HERT T 00 A Sy
A RN SR, PRI T 2 3 U A 1O L2
Madbi453 , BBk 1l P 7 (ischemia/reperfusion, I/R)
B BT, O WUAH A T SN ORI 58 RE B
FZIA R &0 L /R B 0 R EALH B
RNA (micro RNA, miRNA , miR ) 42 1 4% /2 2H i 14
et /N RNA 38 52 45 5 TR 5 8 55 38 5 A 5%
K. miR-140 B A T 4 B 4K 17p13. 1 1, X
k7 438, miR-140-5p/CLDN, 2 5 Jie 35 9 451 0.0
JULZHE R £ 54000 ) 2480 A O T W R AR AE 5 A P
i Neatl/miR-140-5p/HDAC4 %l 5 55 .0 JIL 40 g 4
T AR E I miR-140-3p £ HE 2 kO ILRE E
Jr s A H 2 0 T AR A Bk 40 52 4R (hypoxia/
reoxygenation , H/R ) 175 5.0 L2 M9 53 4% 1 /B o8 oK
UGB, #fL T 3Z K 4 ( chemokine receptor 4,
CXCR4) 2—Ff o LN T32 08, BEFE N B2 4R,
AR 2E 4 i 4 0 308 5 1l 2 PN R R AR E SR 7
SN EIRRTE 00 T i R O IR
CXCR4 PRI R 19 /)8 B3R B0 L A8 1 L 2% 19 Jie 72
FEUYC I RE RIS AL LR . HFSEHGE Janus
B H & & MR ¥ ¥ ( Janus protein tyrosine kinase,
JAK) /15555 5 % 53 3300 IF 7 (signal transducers
and activators of transcription, STAT) (JAK/STAT) i
P& BTG LA K CD63 A BUAS 2 AT g5 0 JUL4H i 5%
T ORIEN AN, JAK2/STAT3 3l % 355 1 f) 25
550 73 3 FLO LIS KA 56, 2 B JAK2/STAT3
KSR O MU HERTA YT I — A P, e
miR-140-3p [ N JEH CXCR4 15k B 2635 7] g ot
JAK2/STAT3 il %2 5.0 ML /R $ifhi

1 #EFTE

1.1 ZHAEFnIRF

HOc2 2 B R L &R A RRBHRAF
DMEM ( Dulbecco’s modified Eagle medium ) ¥
& 4 7 | SuperScript 1V % % B . Annexin V-FITC
A AR A & | e BT 3000 B 4R R v e 1
(methyl thiazolyl tetrazolium, MTT)  Bad — 4t . Bel-2

— 30 .p-STAT3 — 4, p-JAK2 — 30 AR 3F & b
BATID W W E ER G R R AL,
CXCR4 —#1 JAK2 —4i .STAT3 —#i Bax — 311 &
Abcam 4 1 # A A R F 5 B JE 3 38 B F o (tumor
necrosis factor o, TNF-a) | & 28 8/ % 1B (interleukin-
18,1L-1B) . #% ft. & K B F B(transforming growth factor-
B,TGF-B) IL-10 A IL-6 B X % 7% % P K % ( enzyme-
linked immunosorbent assay, ELISA) & 7| & 1 B & X
FF R BOR IR A B 5 9L B I A B8 (lactate dehy-
drogenase, LDH) | K 4 & B & 3 % # B | JJLER 3% B fn
HLB % Bl THE ELISA RA & E L R R A4
BARARAE,

1.2 YHpELEFRFIEE

4 10% fis 4 i %100 kU/L & & % A
100 mg/L 4% % % th & ¥ DMEM 3% 3= 3t & 3 55 H92
SH B B E T 37 Cth 5% CO, ke, &2
REBERL FRI~4 RERAH,

ZEE U kR H/R A E 1%
0,.95%N, #1 5% CO, W3 3% % i T4 DMEM %5 7%
FIEH HOc2 40 4 h LIBEHL SR A B 07, ML, 2
HoE T # I (95% & A 5% CO,) F 37 CHEH
8 h, Lk Bl & E 4,

1.3 #HRasr4AFIEE 3

B 1x10° 4> HOC2 20 fig 8 % T 12 FLAR,80% i
& & A g R 3000 %% 443K 7 miR-140-3p AZ L4
(miR-140-3p mimics ) # CXCR4 i % #* & K
(CXCR4 over-expression; CXCR4 OE) % % %41 jig,
miR-140-3p # W 4 F1 CXCR4 3T F 3£ Fiokr th b &
| 2 B AR A IR E AR

R 2 2 BT AL 32 R4 H/R A HOC2 2
AR AW (1)H/R A 5 % 02 U AR A (non-
meaning control mimics,NC mimics) ; (2) mimics 41 ; ¥
%2 wmol/L miR-140-3p mimics; (3 ) mimics+CXCR4
4. %% % 2 wmol/L miR-140-3p mimics+2 pmol/L CX-
CR4 OE; (4) CXCR4 OE #1. % % 2 umol/L CXCR4
OE; 4L # 24 h F 4448 LAl T MTT 55 R XM A
R %% 5k R A B 4% R (reverse transcription polymerase
chain reaction, RT-PCR) #2 Western blot 447 .

1.4 MTT 3£5&

#% 1x10° A/mL t 28 g & i, #£ 96 LA i
B M (2x10° /3L, F AL N 20 pL MTT % 7,
37 CHEHE 4 h, lm A\ 150 uL — ¥ T8, A4k
KA E 0Dy, T
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1.5 LA

4 1x10° AN/mlL By 40 f 2, A T4 By B 8, 2
%% 7 7% ( phosphate buffered solution, PBS) ¥ #% 2 &%,
N0 pL EECE & V-RARABR K AR S ul B
AW, A EL LB A HETTEEBEF 15 min, A K
2 28 JLDUAE 490 nm B R WK T AR I 2a BB 1
1.6  HEYH BRI

W & 4l 8 e B o B IE AR, 3 500 1/ min B L
5 min, Y5 £ F % 7, ELISA # JIl TNF-o \IL-1B . TGF-
B.IL-10 IL-6 \LDH A K & 7 B 2 FL 4% % B HLER 4 B
VB B E TEE A&,

#20 wLl2',7'-=4 7% K% (2,7 -dichlorofluo-
rescein, DCF) e N L@ g +,37 CH &, L
30 min Jg , Al %K b o6 L JE 1T E E 485 nm R K
K #1530 nm & 5K T8 5 KL DCF, iH £ & A
(reactive oxygen species, ROS) & &,

1.7 RT-PCR

JH TRIzol 3 % % HOc2 4 jfL B9 % RNA, 4 5 &
B ¢DNA, ¥ J5 {# | SYBR PreMix Ex TaqTM I i 7!
B E g AL B R AR KT, U6 E 7 CXCR4 #r
miR-140-3p N &, R WS M 77 b Ll &5
TR AERAFRIT AR (K1), RE%E ABI
PRISM 7000 # % #3247 RT-PCR K7, J 27 7
AT A EFH KA,

% 1. RT-PCR ETH5|#
Table 1. Primers for RT-PCR

L Em5#(5-3") 58 (5'-3")
140.3, CACTGTGGTTAC- ACTTGGTTTTTCATA-
MEEP cereATGee ACAGCGGA
XCR4 AGTGTTGGTGAGT-  GCACCATCATTC-
GCCAA CAGGAC
e CATGTACGTTGC- CTCCTTAATGTCACG-
TATCCAGGC CACGAT

1.8 Western blot

&K F 70% 04 8 48 ML, F PRIP 2 4
RE )G BRI | JT, & A BCA K7l & # AT &
HEE, RELELRHITEL LM, T K HE5HR
B 4N TR A Bt B IR K e B B R R A L E R
b8 JE A —4 B-ALE & & (1 :200) ,CXCR4(1 =
500) JAK2 (1 :300) STAT3 (1 : 300) . Bax (1 :
200) .Bad(1 : 500) .Bcl-2(1 : 300) ,p-STAT3 (1 :
300) \p-JAK2(1 : 300) #£ 4 °C T H L 7, PBS ik
K mNFRAR I A A A B AR T B ZF0 (1 2 200)
FURAEA 2 h, A% E KR R LA Quantity One

A FEAT BB AT, UL B-ALEE & B 1 o at B DL A
B E Ot REE,
1.9 MKHEEHmIREERELR

FI A “https://cm. jefferson. edu/rna22/Precom-
puted/” % 4 15 & ¥ % 4 M £ miR140-3p 0
CXCR4 3B IFERFEMN AL AL E, T
4 miR-140-3p 45 & L & 17 CXCR4 3" 4750 X 7
7|, B H 7 & %] pGL3-Basic K ot K B it bt , A #
CXCR4 % 4 A (wild type, WT) B4 T, B ARE
R84 CXCR4-WT t miR-140-3p %5 & 11 & ¥ 4T
RA A #E CXCR4 R % A (mutant type, MT) & 41 Jft
B, %2 pmol/L 8y CXCR4-WT = CXCR4-MT Ji
52 wmol/L 1y miR-140-3p mimics 2 NC mimics 3£
P HOC2 40 48 h J5 , I WK b & B 4R & A [ L
B AT % % 4  CXCRA-WT 3, CXCR4-MT 4 4 /T
LY R G B E
1.10  Sitsrth

it %4 SPSS 20. 0 #k (4 $EAT 4L B, T A 52
BEDLEL 3R, LHHIEU ves Fom, FAE R
KA A%, FA MR XA EE KT £ 4047,
FEMME R RNEEM.E R BB (LSD-t) ,P<
0.05 #=FHAITFEN,

2 # B

2.1 H/R #f5/a miR-140-3p {RFRIET CXCR4 HRIE
TEEE RS HY/R iR 3d RT-PCR A miR-
140-3p fil CXCR4 AyZEIA , 25 /R AR X6 R 4140
Jid, H/R A4 miR-140-3p %% 5K S B i AR, 1
CXCR4 HyIk i E 34, 4278 miR-140-3p F1 CXCR4
ATEE2 5 H/R IESH O (E 1) .

50 mmCXCR4
45F —miR-140-3p a
< 4.0F
>
% 351
< 30t
T o5}
2 20F
S 15f
T 1.0f a
0.5+ Hﬁ
0
Control H/R

B 1. H/R #{% /5 miR-140-3p #1 CXCR4 IR ERIX(n=9)
a N P<0.05, SX IRAALL,

Figure 1. Abnormal expression of miR-140-3p and CXCR4
after H/R injury (n=9)
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2.2 miR-140-3p M RIXER H/R HFHO AL
Hiln

55X REZH AR LA LU, H/R 2H 200 it 344 5 g BH 52 10
il M AR T2 2 S5 9T, Western blot 455 27~ , H/
R 41 20 M b 4 12 40 3¢ 85 1 Bad, Bax, cleaved
casepase-3( CCS-3) YR IA/KF- B W 34 m, M b 9
M Bel-2 W EFEAIR, JAK2/STAT3 3 8% 1 B R 1k %
TEH . EJE L fdH miR-140-3p mimics #4 YL J5 , miR-

140-3p %%k F B S H/R 755 190 L2 M 0
Tk B 8 o, 00 9 0 M S R 0, U T A O
M FRIE N Bel-2 7KF EF-, JAK2/STAT3 i %
PR R Ak U E I W R, I H miR-140-3p
mimics FEYL 0] LI H/R #5589 LDH 3% ¥, 30
RAE I F (TNF-a, TL-6  TL-18 . TGF-B ) B jilt, ' i
ROS & & (K2) .,

Control H/R
A B 104 4
i Q2 Q1 Q2
11.68 6.48 1475 10.3
104 _10%
T T
& 104 & 10—
) 1 ) 4
w 1 w b g '
10'4 10'4 "
i Q3 i Q4 Q3
£ 1004282 L 238 )] 75 928
3 10° 10" 102 10° 10* 14’0;;"'{5.' 102 105 10
(=) FL1-H:Annexin V-FITC FL1-H:Annexin V-FITC
(@] mimics
107 o1
il Q2
| 1.99 8.22 25
Control 10%4 G L 20
0.2 ——HR T it @
01k mimics £10 ‘ é 15
- T 2 10
0 I I 1 1 ] 104 <
Oh 12h 24 h 36 h 48 h 72 h G%g 5
[1,) SR AL il 0
10° 10" 102 10 10* Control  H/R  mimics
FL1-H:Annexin V-FITC
(e} D E
D 2.5 250 - 4.5
> a
2@ b . a 40+
& 2.0 < 200 _ 35}
o 2 Q2 30k
< =
S 151 2 150 S
T 2 b 8 ol b
E 10} 8 100} e 20r
(0] a T
= =)
T 0.5 a 2 50| i
[0
o
0
Control H/R mimics Control H/R mimics Control  H/R mimics
F G H I Control
Control H/R mimics Control H/R  mimics MR
mimics a
CCS-3 Wi M. s P-JAK2 e D s— IS a b a
D~ T
Bad JAK2 s b b
— - - cmm amm mms L E b b .
0=
Bax S M p-STAT3 Wil D e g3 !
g0
2 X0
ez NN s e - - ©
GAPDH (D S — GAPDH [ S — TNF-a  IL1B L6  TGF-B

2. miR-140-3p %2 H/R FS/OHLEHRG (n=9)
A MTT A 20 L3458 5 B 2020 LA K A0 298 1~ 5 C 24 RT-PCR K5 miR-140-3p 3% ;D >4 LDH 37 &40 LDH {1 E °4 ROS 77 &
K ROS 4 F 2 Western blot A& I8 T4 56 4K 113X ; G A Western blot £l JAK2 STAT3 K HBERRAL ; H S ELISA A& 4848 A1~
a i P<0.05, 5% R M ;b S P<0.05,5 H/R 414 L,
Figure 2. miR-140-3p attenuates cardiomyocyte injury induced by H/R (n=9)
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2.3 CXCR4 i#RiZR# H/R BESHOALARIRG
5 H/R L4t f f CXCR4 OE 445
CXCR4 FIAAOE W1 UL E - % F Tt

ST Bel-2 7K 2 T o, JAK2/STAT3 38 % [ B iR
AL B B AR . CXCR4 OF v i a2 H/R
AU RAE R 7 A1 LDH Bk, 7F 8. % 8 ROS &

A0 FE Al 2 P, T A G R I RaA I B & (KI3).,
A B
° 50 2.5F Control
3 451 ab ——HR
= CXCR4 OE
<Zn: 40 20
x 35F c
£a0p £15
@ o5l a a ]a
e o
é 20 1.0
o 15F b
= 3 a
5 10k 0.5
ey -
m 05 0 1 1 1 ]
Control H/R CXCR4 OE Oh 12h 24 h 36 h 72h
Y Control H/R D
10% 4 200
Q2 ] ab
B % = _
e S 150 a
T | =
T 102+ £
T g 100
&
107y T
1Q4 700 Q3 [a) -
s ol 7 9.75 - 68
L SR s ol R SEERareS P L S
100 100 102 10° 10° 100 100 102 10°  10°
FL1-H:Annexin V-FITC FL1-H:Annexin V-FITC Control H/R CXCR4 OE
CXCR4 OE 6.0
10% 30~ ab 50 ab
1 Q1 Q2 O
{515 9.83 251~ a = 48
10°4 3 * - [ YV a
= E| 5% g 20 £>)
E g 151 o 30
$ s e
T &£ 10 o 20
Q3 5~ 10 I
100l 136 0
00 10 1o 1 10 Conwol  H/R - CXCRa OF Control H/R  CXCR4 OE
FL1-H:Annexin V-FITC
Control H/R CXCR4 OE Control H/R CXCR4 OE = Control
ontro
CCS-3 mwr o P-JAKZ s s e 2000 ‘ (H;;RCFM OE ab
c 1800} T ab
] ab T
Bad s e JAKZ e s g/\1600— ab T
gJ1400F &
P—— 2 212001
Bax e e c— p-STAT3 <1000 g4 a
£2 soor I a ;
BCI-2  w— - STAT3 S s - S~ 600
o | I
200
GAPDH " s s— GAPDH " S 0
TNF-« IL-1B IL-6 TGF-B

& 3. CXCR4 123 H/R FSHOALEEIRG (n=9)
A 2 PCR Kl CXCR4 OE #5Yesl3 ;B S MTT Al 248 L85 5 C i 24 ORI 48 M2 98 15 D >4 LDH 37 &40 LDH 3 14, ROS 357 &
Kl ROS 21 ; E 24 Western blot Kl T4 61K 13634 5 F 7 Western blot F:ll JAK2 | STAT3 & ILHERR1E ;G 4 ELISA Kl 46 5E K -,
ak P<0.05, 5XFIRAIHH L ;b A P<0.05,5 H/R ZAEL,
Figure 3. CXCR4 promotes cardiomyocyte injury induced by H/R (n=9)



CN 43-1262/R 1 [E sh ik fb42ids 2022 4F55 30 255 9 1) 769

2.4 miR-140-3p #Ba##l CXCR4 MIFRIX

CXCR4 3'UTR f£7E miR-140-3p HYHE [ 45 4 1
KL, TE CXCR4-WT .0 L4H ML, AH 8 T NC mimics
By miR-140-3p mimics $4 Y 0] 5 35 106 96 ' K il
TGP 5 AE CXCR4-MT O LA A v, 79 28 % % 40 g
172 G 2R Bl 3% P TG I8 3 A8 b, Western blot 45 3% i
7~ ,miR-140-3p mimics % 4L 7] i 2 1 il CXCR4 1)
FEHZ K, IESYZ miR-140-3p i i 5 CXCR4 3'UTR
(R [ 45 4 T4 CXCR4 Fik (K 4) .

A

Postion 204-210 of CXCR4 3'UTR 5’ ...UGUGUCUAGGCAGGACCUGUGGC...

hsa-miR-140-3p 1 3" CAGGCACCAAGAUGGGACACCA

14 I NC mimics
= 1 miR-140-3p mimics
z 12} P
&
o 1.0k
7]
S 08}
:51__3 a
S 06f
2 04f
S o2t
T 9
CXCR4-WT CXCR4-MT
B
NC mimics miR-140-3p mimics
CXCR4 | ——
GAPDH | —— S——

& 4. miR-140-3p Xf CXCR4 FiXHIEREMNEI (n=3)

A ARG 2 R 5 3 PR SE B B8 IE miR-140-3p A CXCR4 4545
B 2 Western blot &l miR-140-3p mimics #44J7 CXCR4 [R5,
a  P<0.05,5 NC mimics Z{# It ,

Figure 4. Targeted inhibition of CXCR4 expression
by miR-140-3p (n=3)

2.5 miR-140-3p @it CXCR4 830 AL4E AR E 14

5 miR-140-3p mimics 2140 ifEAH kb, CXCR4 OF
FEYLT] % miR-140-3p mimics & 3% 590 WU /E
FH AR #E H/R 355 190 L2 A58 T 1 40 1 AL 248 P
H4%H ; Western blot 45 % g 78, CXCR4 OE 1] jif %
miR-140-3p mimics 155 A JAK2/STAT3 i % 2K i6 ,
IR E A SR Bel-2 KF, AHET miR-
140-3p mimics 21401, CXCR4 OE %% J5 4 4 [N 1
A1 LDH B @36 hn, ROS & & B 3% LM, 2R
miR-140-3p i@ CXCR4 8450 L0 M 15 %, H 5
JAK2/STAT3 38 i R TE A (K 5)

3 i i

it T A A BR B BOAR 1) E R 2
— FURRAE 2 o0 U R — X B S SR 2k 6 MR B, I
TR Y D RE R0 O WL 24 493 1) 2 22
JER R AR S It A B i %ok T 40 ) 1 Pl S A 5
FETEBR, FECU/R B4 PR, T A b A O A
/R 5 A A0 5 9 B3 A 0 A 1 40 0 43 7 L
il FT F58 Ay ke it 0 JUE S 4R LB YR T k. B,
BT DL /R 054 2P0+ G, £2F8 miRNA +
Yo, ARG R Bon, O E H/R &4
miR-140-3p [HFEFEAK, [FIHT CXCR4 1 F3E 14,
iE—25 B AL 3 A 7 | 3 33k miR-140-3p i B
FEMLIA] CXCR4 3% JAK2/STAT3 3 B%, A I 38 4%
H/R 5B A0 LA LA 455 TR 98 RE LA K S AR

W5 R, miR-140-3p 760 JILAE R i 26535 T+
B SIS KB, miR-140 7EO WUAL JBE i
R JESBOL R, HERIET, 5 I
INERARLE , Rk PR /R 5 S s 2 on g Toad AR
CXCR4 myEiE¥GIN, FEARMFEH  H/R 40 5 i
RT-PCR #illl CXCR4 5 miR-140-3p 15, 4550 1B
7~ H/R 54515 miR-140-3p A5 7K - B S R AR i
CXCR4 1) ik 7K - I 2 34 hm, IF 1 B & JAK2/
STAT3 3 i f) W R fL 3405 . Sl A B 52 ) 45
miR-140 7] D)3k G A A R 16 SR 75 = 7O JUL 4 9
T-,miR-140 19 @I 2 5 800 DUAE R AL ) 528,
TEABFFE T, miR-140-3p mimics #5445 H/R i S
SO JULEH L3 47 B b A0 ) 40 B 3% g P S 4 o o 240
HLPAT B AW, ATERFSE O 45 Y, CXCR4 1
FEIR T LIl i AR R AR D e A LR R T hR A A,
BN EE I BRSO LA K, e Ah, R AEEFE it
T JAK2/STAT3 38 F& 9845 = sh ki 25 AR 75 = 10
FIFEEP ) AEARWEGE B, ] CXCR4 3 ik
KL YL Ja , H/R 5 5 090 UL 20 483 49 9 B S 412
i1 R ViR LI TR O el T 18
CXCR4 Z 5411473, FEAL G L/R 7 P 14 45 Fhog 24
ZAFR HUE 7= A JE I B S I, BT UE S
CXCR4 i# 1 5 2> 52 440 B AR R 98 7.0 L2 il
VAT RIS R, 700 L /R 5405 1Y % Jé i 7 vp e
FHREER fEARM I, CXCR4 13 K ik
kG G Ja , RAE P F B BRI B34 i LDH ¥ 14
B AR, R AR O WL /R SRR AR ROS
A EHEXTA ML DNA 5 BT | 28 15T 45 K 43 - 3 A4
15,11 JAK2/STAT3 3 45N K )iz 2 5 E A0 0 i
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A . miR-140-3p B
3.0 CICXCR4 1.0p —HR
a 0.9} — mimics
5 L a y mimics+CXCR4 a
S 25 08
- 0.7F
< 20}
L 15} 5 05¢
] 04F
2 10} © oal
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