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[#Z=E] HH EHIE Langendorff J5 1543 B BAE /N RO LMY (adult mouse cardiomyocytes, AMCMs) , 3437
Je T e N R 5 B S AR G | R R AMCM s 470 LI 042 4S50 B AF S B 4 S P L T 44
PERBI RS, Ak BHAE Langendorff 77 2553 B AMCMs , WIZZIGBES 2 24 48 & 72 h AL, TH A7 1%
R FENH a-actinin GRETIEYL IR AMCMs 65 ; N FHIRIR BE L 4 AMCMs , AR5 1174 4% 36 .48 h JR iy #%
YU Tl i B4R 45 min/ 4R 24 h, FEATBIUE N BE (propidium iodide, PT) Y4 (8, 453+ PT FH4 40 2 DL B o Bk 48/ B
AP A, . R 5 AMCMs INBEJS 2 h A E, WG BEJS 24 Fi1 48 h P ANMOAFIG 30 W 3 T B, I RE)S 72 h
P AR LA % 28 0 25 T % ; AMCMs 40 i 25 44 52 3, T aF AT B 8 5 gy, 36 AT 48 h 7% e U 43 5l vl 5k 82.07% =
0. 60% 1 82. 84% = 1. 18% ; Bl 48/ 5 4175 T AMCMs T i iy 8 57 20 L 53 5 B AL, PT % 2 PH 4 40 g 35 42.28% =
3.10%, it AWz HAE Langendorff T B B SR AMCMs , 4 I0A7 00 K5 JE T IR AR e e R/ 2 A
VSN S R Sh ST AMCMs JEEMEA Bl 4al & A BRIt T S S S AT R G T i
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[ Abstract)
in adult mouse cardiomyocytes ( AMCMs) isolated using a non-Langendorff method. Methods

Objective To construct models of viral transfection and hypoxia/reoxygenation induced cellular injury
AMCMs were isolated,
extracted, sedimented, and plated using a non-Langendorff method. The morphology and survival rate of the isolated cells
were evaluated 2, 24, 48 and 72 h after plating, and their integrity was observed by immunofluorescence staining for a-
actinin. The isolated AMCMs were infected with adenoviruses carrying an RFP-expressing vector and fluorescence images
were obtained at 36 and 48 h post-infection and used to calculate transfection efficiency. The cells were cultured under
hypoxic conditions for 45 min, reoxygenated for 24 h, and then stained with propidium iodide (PT) to verify establishment
of the hypoxia/reoxygenation injury model. Results The survival rates of AMCMs at 2, 24 and 48 h after plating were
comparable, but survival was significantly reduced at 72 h. The integrity of the AMCMs was good and > 80% of the cells
were lransfected with adenovirus at 48 h. After hypoxia/reoxygenation treatment, 42% of cells were stained by PI,
suggesting successful establishment of the AMCM injury model. Conclusions In this study, we developed a non-
Langendorff method for the fast and easy isolation of AMCMs with high cell viability. The isolated cells can be efficiently
infected with adenovirus and respond to hypoxia/reoxygenation injury. These findings provide a systematic method for
isolating AMCMs and for applying gene modification and hypoxia/reoxygenation injury in these cells.

[ Keywords] AMCMs extraction; adenovirus transfection; hypoxia-reoxygenation
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L3 ILFE BE ( myocardial infarction, M) 1F 4 £ 3
AR AR A B 1) — S OB, A R R
BB R SR LT RN RR AL S G PR LAl A
RS TR EZ " A5G XAy
A FLARAS B B AR R AR B TE AR Sh ) S RS 2
JRIASE IR0 T 5 0 1140 & o ML AT 2 3 2 24 R
AEEE L, HEEASPEA T2 LR /N
FHEARE HIATT BEH S 1Y M B0 LBk i/ 5 7
BRSO O WU A o] A R A
SN AL 1A AT B — 2D AR LR

WL FR LB JDLEE B s A7 /I BRC LA
g (adult mouse cardiomyocytes, AMCMs ) 42 H R 57
I 268 HOC2 (AC16 J¢ HL-1 45
O LRI ZR AT T IR AL A0 A2 e 0 JILE i 5 o
RA R EACR I H AP AE — & R, B/ IR
O LA L PR 3 80, 5 A AL L Y vl A 3
Rt AR 22 50K, 78 ML HLAR I 58 R0 25 B 0T v 4 iz
FEA—E g3 B A 2L B L4t i
F 8 5 F K B0 WL 40 B2 ( neonatal rat
cardiomyocytes , NRCMs ) F1FL/IN B IL4H Y ( neonatal
mouse cardiomyocytes, NMCMs ) , B A 5 70 &5 5 £
Fe AFE RO o 43 O A0 A R T
B | AR e Bk A S SRR A A AR, L LD
WLAn A 505 5 55 05 TS RAF RO LR A
FEZE S AT ER N S RSP S5 45 R B 2%
P AR B LA LA AR LA, PR B T 228K
FEAAC JULAH AR B0 e P, B3 P T M S0 LB it 14
PRI PRSP T

P AMCMs 14435 LA Langendorff 3% 4 3, It
FTEFERT R KM T Langendorff ¥ i R 42 H #524E
AT BN B AR T H O R, [R50
YIS S22 b TS B e i 158 AU A i 45
B 5l 1 N v M 1
Langendorff J4ELIIE], 2019 4 ACKERS-JOHNSON
AR TE T — AP N HKH T Langendorff ) AMCMs
OB ITIE T ARAT 80% M REFFR AMCMs,, %51k
TEFR S K 5 AMCMs ()36l I, BB 348 &6
AMCMs 71, AWFFEREIZ Ik a1 ik
AT Langendorff i) AMCMs 43 B 5 %, FF & 37
RSN AMCMs R & A | 480 52 40175 5 4t 400 43 A
RIRSIELN M35 F1, 9 B AMCMs #E47 MI {R AP 52 56
HIRF ST B B SCHT TSR R G
1 #R5FZE
1.1 ##

1.1.1 SC53hW)

PEHL 10 H 8 JH#: SPF 9% C57BL/6J HEME/INEL,
KT 20 ~ 25 g, W [ W VT 46 F RS s sh Y R A
RN ] [ SCXK (#)2019-0001]) . Fa s a], /N H
kK R, IR 12 h/12 h B R AEER, IR 22 +
3 °C JREHE 50% ~ 60% , & M e g8 5 Huopl,
TS5 T 04 %2 38 38 R sy bt SPF 25 B [ SYXK
(B%)2020-0005] , 7= 5256 28 P4 22 52 38 K 2E A e
FACHEZE Do W A LSS AT (2019-696)

112 EZEH S5
NaCl ( Sigma-Aldrich, S5886 ), KCl ( Sigma-



Ff [ S2E B AR 2024 4F 4 A5 32 555 4 ] Acta Lab Anim Sci Sin, April 2024, Vol. 32, No. 4 437

Aldrich, P5405 ), NaH,PO, ( VWR LIFESCIENCE,
0511 ), HEPES ( 1" Base, BIO-1825 ), Glucose
( Solardio, CAS50-99-7 ), BDM ( Sigma-Aldrich,
B0753 ), Taurine ( Sigma-Aldrich, T8691 ), EDTA
( Sigma-Aldrich, EDS) , MgCl, - 6H,0 ( K S {22 W)
R, 1374248 ) , NaHCO, (K HE K 5 b 2% il 5,
3510), Sodium lactate ( Sigma-Aldrich, 1614308 ) ,
CaCl, ( K #t K % b % 1K ), 3352) ; i st /g I
( Worthington , 18004176 ) , Ji JiL i IV ( Worthington,
1.S004188) , 2 [ il IXV ( Sigma-Aldrich, P5147) , i
2 1M1.7% (fetal bovine serum, FBS) ( Thermo Scientific ,
10270106) ,M199 ( Gibco,31100019) , # %5 2 ( VWR
LIFESCIENCE, 113-98-4) , % % % ( Sigma-Aldrich,
V900929 ) , JZ K i # 1 (F8 B W, MX0928 ),
Phosphate buffered saline ( Servicebio, G0002) , 4 IfiL i
5 H (bovine serum albumin, BSA) ( Sigma-Aldrich ,
A1470) , ITS media supplement ( 32 = K, Co341),
Chemically defined lipid ( Thermo Scientific, 11905-
031) ,RFP B EE (BUEA ) , AL P BE ( propidium
iodide, PT) (2 = K, ST511), Hoechst ( 3 = K,
C1011 ), a-actinin #T & ( ABclonal Technology,
A8939) , {3 E Wi S G R B & 48 (Olympus, H
)R — RSO WA B (BZ-X800E, f&[H ) , —
EALR B IR 46 ( Thermo Scientific, ES ), A W4
Fi ( Thermo Scientific, 3¢ [H ), 3 B £ B f# 5
(NIKON,C2) .,
1.2 Ak
L2.1 Wik

(1) EDTA # ¥ ¥ : NaCl (130 mmol/L) ,KCI(5
mmol/L), NaH,PO, (0.5 mmol/L ), Glucose ( 10
mmol/L) ,BDM( 10 mmol/L) , Taurine (10 mmol/L) ,
HEPES(10 mmol/L) , EDTA (5 mmol/L) , /] JC i #
afi7K e, NaOH #95 pH = 7.8, 0.22 pum f#FLIE
Wt Ug 5, 4 CREEORAE 2 J8, (2) #E W : NaCl
(130 mmol/L ), KCI (5 mmol/L ), NaH,PO, (0.5
mmol/L) , Glucose( 10 mmol/L) ,BDM( 10 mmol/L) ,
Taurine( 10 mmol/L) , HEPES (1 mmol/L) , MgCl, -
6H,0( 1 mmol/L) , H JC I # 2l /K BL il , NaOH 9 5
pH = 7.8, 0.22 um fALUEET U5 , 4 °C VKA
JCPRAF 2 J, (3) IR A WAL 5 11 (0.5
mg/mL) , IRJFEFIV (0. 5 mg/mL) , & HEEIXV (0. 05
mg/mL) , N FHHEVEMEC ], B KN ERZ0 ] 30 mL iR
B RHHAC, T IS, (4) 2B AERE W )

FAl B 5% FBS, 8 H 2 10 mL, SLECHL A,
(5) ZH LU BE B 5 5L . M199 15 J2 RL VR I 5% FBS, 10
mmol/L BDM, 100 U/mL HF& E M 0. 1 mg/mL 5
o (6) 0NN MRS I IS R M199 155 B8
0.1% BSA,1 x ITS,10 mmol/L BDM,1 x Chemically
defined lipid, 100 U/mL HF & & 1 0. 1 mg/mL §# %
£, (7) B EAEEN 20 mL, #3R 1 HpiliE
e, (8) J2KiER D (AR FRILE A ) : H
10 pg/mL Ay 2 K% | B g R LS R, T
37 CHIML S FRAE o B, (9) Bl RE IR 3
NaCl( 118 mmol/L.) ,NaHCO,(24 mmol/L) ,NaH,PO,
(1 mmol/L) , MgCl, - 6H,0 (1.2 mmol/L) ,KCI (16
mmol/L) , Sodium lactate (20 mmol/L ), CaCl, (2.5
mmol/L) , HEPES ( 250 mmol/L ), V¥ & 4& i A
ddH, O, FEF B A LA b TAER, CaCl, 75 Z & e
T EZE,0.22 wm FLIE B 9E , 37 °C TG (i
FH, Hob IR 0.22 wm fFLIE RS I 38, AT 44
FET 4 COKF , FEUCFHBLRL
F1 AMCMs BBEEE ST (mL)
Table 1 AMCMs gradient complex calcium solution

preparation( mL)

AMCMs #5652 557 , N ,
AMC?VEE%;iﬂi{& B B2 L3
s gracie Gradient 1 Gradient 2 Gradient 3

recalcium solution

T
Perfusion solution
o LA B 3% F G 7

Media for cardiomyocyte culture

15 10 5

5 10 15

1.2.2 AMCMs B35

AMCMs 735 i3 DRl 1,

(1) O3L50HT 1 d B FoRAH 10 pg/mlL 2
R R R SR LB B, 37 °C 4 Mg 3% 3245 ik
i, QFFTECH 30 mL IR A EEE L, 10 mL
LW, BT 37 CoOKB R T ; Bl 30 mL EDTA
VW, 13 mL VE TRV, SRR 430 LA M A%
FH S IFC B 2 558 vh 4 AU BE 1 5 2K 0 LA JifL
R R 9 0, BT A0 M 3% 32 40 kT Co, P,
MTHME S, WRE K IEFE, @ MIER 20 mL i
PE% 345,27 G ESEREN KL 1 3, i (0. 45 mm
X 15 mm)1 3%, HAE 6 em LR EFFRL 4 4, HF L
10 mL EDTA 22 .10 mL #E W 10 mL RS
it H AL AN 3 mL IR G W ALk, 59 7 3 41, 5k 0k
MR 148, 2SR 2 48, EAR 2 8,100 H 4 i g
WL A SR 75% £ B B K I G K
B, @RI R 5 9008 A7 SO RR I, i
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(1 Hik
(1) Digestion

,I
/ EDTAREVEH 8 mL
EDTA perfusion 8 mL

P

~~

(2 ~3 mL/min)
AL
Mixed enzyme digestion C

solution 10 mL
(2 ~3 mL/min)
repeated digestion

HA

BN b S mL
AT 2 min
Add 5 mL of stop
solution and blow
\\\ gently for 2 min
)

- -~

-

S~ -

EDTA#EVEH 10 mL
(1mL/2 ~ 3 min)
EDTA perfusion
10 mL .
(1 mL/2 ~3 min) EDTAEFER 10 mL
EDTA perfusion 10 mL
FEVIEW 3 mL
Perfusion 3 mL -
HEVEH 10 mL
Perfusion 10 mL
TRATREALHE 10 mL @

A AL 10 mL
Mixed enzyme digestion
solution 10 mL

(2) iy, vk
(2) Filtration, sedimentation

/ 52 % AN
\ | i /73K 20 min 1
\

\ i @ Gravity settling in 2 E
! tubes for 20 min '
! 100 H 3E4% |
! U i
' 100 mesh filter k=i i
H filtration |
\ ]
\\ ’I

""""" (3) BREEEAS. vk T
Jommmmm————— (3) Gradient recalcification, =====~. \
I:' sedimentation \I
| N |
1 1
1 1
1 1
1 1
1 1
1 1
| » i » i |
1 1
1 1
1 1
1 1
1 1
! ]
\\\ ,,
"""""""" (4) ek Tt
ST (4) Adherence ~ 77T~ \

A E R THEOEEERFR2 h
Cells were resuspended and counted
— in adherent wall culture for 2 h

' y
! :
! 1
! 1
1 ]
1
! EEL SR | _ :
v Digested until the heart is ! » i
pale and hardness is gone 1 ( :
X ) o H JAR SR AR A i
Hipk 1 mm x TRERE L i Laminin overnight coating )
1 mm )7 3mL GHD) , \ /
Tear the heart into 2 ZWAT 2 min ST — v tmmmmemeeee .
1mm x 1 mm Add 3 mL of new (5)(.}1’/\1/&
pieces enzyme digest mixture g T (5) Media exchange -========"= \
N and gently blow for 2 min P T B 2 L2 mL .

Replacement medium for
cell culture 2 mL one well ...~

/
N,

1 AMCMs 738 3R i
Figure 1 Flowchart of AMCMs separation and culture

75% L BERENRIHEE . M, B ER O NE, WA B
W SR AT ik . SR 27 G FESTEHRE 8 mL
EDTA JEHRAE 1 min WPGETFEA AL OLE, @LIE
ME AT FE MK B O IEST T & T EHAR 6 cm }iFE
ML EDTA 22 w2 % 00k, KOS TS
WIEAT I ek B 08, R 0.45 mm Hi &K 10 mL
EDTA JEFEWR LA 1 mL/2 ~ 3 min A3 B2 18 220
%o MR FRN G208 B A B0 IE R T R AT 45
1RFER, @ D IER ZiEA 10 mL B A H AR
6 cm FiFENLH ,;KFH 0.45 mm AN B 3 mL BETE
WAl —EH LB A2 O = I B AP 3R B 1 EDTA
HEEW , O OIER EEA 10 mL IR A BHH LAY
HAZ 6 cm EFEMLA G 10 mL IR & HHH L
WA 0,45 mm F iR E DA —SFFLIE E A D E
HEFHEE N2 ~ 3 mL/min, 1] BT, HZE O
REREIN G |1 9 ) B AIR | Ah R4 A R T Ak

@FYFRLE AP Z Ay, BOF 1k 8, O IE B
%3 mL IR S EHE ALY 6 cm K535 AP | 17 FH BB
AL HAHR AN 1 mm X 1 mm, R
1 mL TR (58 0 42) $20R 2 min 43 25 TH AL AT 19
YA, A S mL 2 bR ZAE AL, FER KT 2 min,
AR LSRR LA 5 B A RS

(2) 38 Uik KA 5 mL £ 8% Pk 100
H A0 07 ) , 3 08 b — 2B TR A T 5 T Ak i A
SR A0 MR DL BRI R, QR IRATIR 2
L3k 08 A 200 BB, K L4326 15 mL B0 2
TR 20 min, 3 L35, 8 1 ~ 2 mL 4R

(3) BEEER S TR 42 HEZR 1 LU 47 40 i doh
B4 AR UER TR 20 min, IS — IR E T
ZE9U5 NMA 2 mL D LA 32 R R R, o
e e

(4) MHRE . TSI 0 BE 1% 92 3L 001570 B, LA
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2% B A T2 R R A SR L

(5) i Wi BE 2 b S5 R O LA B 5 P %
FEA AT, TR TSR S
1.2.3  ZAETS R

Sy AITEAN LG BE JS (9 2 .24 48 J 72 h T
AR OSSR, BRI A 6 YR, X E
0N 20 S BCGHEAT AR, ARROT B A HAE E R
HRLAETE 2 = % 20 IR CRTIRO LR L ) / 240 A
2 x 100%
1.2.4 AMCMs Ty,

4 PBS HI 4% 2 B H EEFE AT LA 37 CIKIEH

Ve AR NG BE /Y AMCMs FIELVF (I SE A0, TR A
4% 22 B W [ 72 419 30 min, 0. 3% Triton X-100 %
TR 15 min, 5% BSA ZE iR E ] 1 h,—$i a-actinin
4 CWEB R, B ETOEhRC ) Zh = kT
1 h, DAPI = il #EGE Je 4 MI A% 10 min, B2
IR E R, R BOE IR A B AR A
1.2.5  JRSmagik g

¥ AMCMs 270 48 FLAR , 7EAREIGEE 2 h 5 8
I GRIRLL AT G F B IR EE (Ad-RFP) 55 85 7 W
THEER BN 5 x 10" PFU/mL, ¢ BRFL N 5 575 %
GeAL AR U A s B A T8 T 0o UL 40 i 35 5% 1 3%
FrHE, MRS, 0 T LI 36 .48 h B fif LR
S NS R TAT G N U - BRIk Mg I VA W =B R/ 7
FR B Y ROR , BRI = WAL UL
FEBRC LA B AR O WL L5 x 100%

1.2.6 AMCMs S/ 2 A5

FETTTC ) G A IR AL AT 0. 22 pum FlFL B B
i1 E,37 CHMEHH, TIHMAEL, e AT
TR K 0, FHEE N 1% .CO, FHEEN 5%,

BT B AO T AMCMs 40 i 35 37 58 7 46y i
AR BVE (1% 0,,5% CO,)45 min, Ak A
BRI RO AN M5 52 7R 0k, E 4 24 h, B4
SEEGANT FE R 6 UK, PT YL 8 F Hoechst % L1144 PI
o SHYE AN B LR
1.3 FitESH

ML ER S5 ~ 6 IR, f#H GraphPad Prism
8. O BAFHEATH AT #5087, N ¢ K S0 sl s PR
ZNTHEAT G, T SR A5 R BR A + 5
WEIRZZ (% = sx) TR, P < 0.05 NEAG I FE X,

2 4R
2.1 AMCMs IS Z W E R A E 6T 8§ 7FiE &

T

AMCMs WiBE 2 h J&5, 8% F 0] ULIE % /) AMCMs
SEANRE | R IK AR A0 IO AR W &
BT s P Pk, mT UL B S R S0 TG B 4
(K 2A) , JETZHY AMCMs ANGBE | K £ 5L i Ak
W RE S RE . X 40 B A7 06 R IEA T 83T, 45 51
FKHNEREE 2 h 5§ AMCMs 17 1% R4 N 76.49% +
0.71% 0 BE 24 48 h J5 AMCMs 17 1% 40 5 K
72.42% + 0.93% 71.27% = 0.93% % 2 h o 3%
TR MiBE 72 h S AREAE IS RN 57.51% + 1. 17%,

B

100 = —

1*¢¢e

40

THER /%

Survival rate/%

20

2 24 8 7
FEFEIT A/

Culture time/h

A BB AT S R ] BSOS B B 3R AMCMs 2% H ;B ARIAF ] s AMCMs fE75 R Fe A ; 5 48 h i EL, ™ P < 0.001,
2 AMCMs 532 AR ) U LA7 35 R 530 (n = 6)

Note. A. Observe the number of isolated and cultured AMCMs at different time points under an inverted microscope. B. Compared with the survival rate

of AMCMs at different time points. Compared with 48 h, ™ P < 0.001.

Figure 2 Survival analysis of AMCMs cultured for different time(n = 6)
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BOMRE 2 h B FRECINE 2B) . LU ESERR, A
T B AMCMs 1] /00736 72 h, H 48 h N4
MLAEIE T 00 R AT
2.2 AMCMs FEEMIFEH

JO7 FH O LA M 5 L 30 36 1 o-actinin 470 14 50 052
PEEYAIRIC B8 AMCMs (52 %8 PE | DAPT Yt (6 bR
e AMCMs 4 A%, o3t 3R 45 B s o0 B AE 20 %
Je 60 fi458 T WLES , 45 B4 7m A TJ5 74 43 BS 1) AMCMs
YR A R RS (WL 3) .

o-actinin/DAPI

T : a-actinin G005 EHRT AMCMs Sl ULEHEE [ ; DAPI i (A58 64n
i AMCMs 4 it ,

B3 AMCMs s tie
Note. a-actinin green fluorescence labels AMCMs coactin. DAPI blue
fluorescence labels nuclei.

Figure 3 Immunofluorescence staining of AMCMs

RFP i #
RFP adenovirus

RFP/5 W358 0
RFP/Merge

2.3 BRREES AMCMs HIiEH

SEPRME M Ry R B 22 IF 5 R AT R ML | 24
Ly T B B B RS S = g N I S 7 A s = B )
AMCMs 25 AT TR EE Y . RFP By 25 2
WRAS # 36,48 h (1Y 5% JL 9 F 51 il Sl 82.07% +
0.60%F182.84% + 1. 18% , VL F45RHER ATk
3B AMCMs R QLR 885 , 75 36 ~ 48 h J5faxE
FKik(WE 4)
2.4 BE/ERFS AMCMs R{GEBHE

TR 5B ARG LR BB 5 5t 0 P8 3 0
B F2 BEARAMEIR G ST Ty 1, AR BB o AR T i
B AMCMs 2 75 7] T Bk 480 52 480400 00 155 1 ) o
ST, FHIEBE 24 h B9 AMCMs HEFT B4R 45 min FIE
4,24 h AbFH . WEZEL PT AN Hoechst YL a2k L0 |
W A PLFHPEAR IR 2 28.43% £ 0. 67%),
RIAEI R H 70% VA -, 5 5 gl BE 48 h K iR 7
BEY 48 h AHMIAFIE RANL (IR 5) o daE/ A A
PI PR 402K 42.28% + 3. 10% , 5. % T 4
XTRAZH , T PT Y m] S BB A T, A B 45 R 42
INATTIE ST B I AMCMs 1] i T 8 sr (KA 5/ B
SRR,

B ns
80 7
X ;
B
S5 60 -
=% 9
X g
& 2 40 -
O
,2
g
= 20 -
0 T T
36 48
FEYLIR /b

Transfection time/h

TE AL BB T WEE RFP BRI HE HOFE YL s B s s YL
B4 AMCMs BUREREYCE P (n = 5)

Note. A. Observe the transfection efficiency after RFP-adenovirus transfection. B. Analysis of adenovirus transfection efficiency.

Figure 4 Analysis of adenovirus transfection efficiency in AMCMs(n = 5)

3 i

20 22 5O LA M B o0 8 LUK | AT
O LA B4 0 8 FG SR EBOR AW A R, i T AR
O JULE P A BE T A 22 | IR L0 RN B 32 1 5 7

T 5 A U 8 2 5 U 8 g T 2 0 ) S04 JUL 4
HLAX B 7 o 3K — 5 B MR W 3 1 R R 0 I B
SEEJVK PRI | T RS B AR 0 I b 4 i T
FEHCO WUAR MK W) 20 2845 WA 19O 2 UL 4R L,
T2 B ARFE 26 R |, Langendorff #E i 2 4t VA
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PI:th iib7] Hoechst/Z /il
A PI staining Bright field Hoechst/Merge B
##
o 60 ~
=l
g 2 < 50 oo
=2 3 2
;:‘; 2 2 5 o
. é . E th 307 QV\
E 100 um = o
2 — E £ 204
3 A é
= 10
)
151\3 & 0 T T
E o S
i S
B & F & & &
E £ Fo NG
¥

TE: A S ESHRFR 1 AMCMs Z0MI 28 PT YL USRI T-40H , Hoechst 4 (4,5 5 20 MY S0KC; B i 5052 U2 19 6 40T B2 P FHPE 40 B 8 L

e 5 AT ML, P < 0.01,

5 BUE/EEIES AMCMs GBI (n = 6)

Note. A. Number of apoptosis cells of isolated and cultured AMCMs was observed by PI staining, and the total number of cells was determined

by Hoechst staining. B. Analysis of Pl-positive cell rate between hypoxic reoxygenation group and normoxic control group. Compared with

normoxic control group, " P < 0.01.

Figure 5 Analysis of hypoxia/reoxygenation-induced AMCMs injury(n = 6)

AT 4537 A0 4 s SR B RO LR R 0 B O %
DA, B M R Y Langendorff 432 AMCMs
A RESARIE T BRIM, Langendorff JE I R 4t
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