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Primary Culture and Application of Atrial Myocytes from Patients

with Atrial Fibrillation
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Abstract: Exploring the methods for primary culture of atrial myocytes from patients with atrial fibrillation
(AF) can provide practical methods for research about AF. Here, the left atrial appendage specimens were
obtained from patients with AF during cardiac surgery. Then, primary atrial myocytes, which were isolated
from the specimens by collagenase digestion method, were identified through immunohistochemistry and ana—
lyzed simultaneously. In contrast with some animal experiments, low expressions of connexin40 (Cx40) and
Kvl.5 channel protein were found in AF patients. The results showed that studying atrial myocytes of AF
patients will be more reliable. Meanwhile, atrial myocyte culture from AF patients is the basis for research
on the pathogenesis of AF.
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5 mL RV MIH; DMEM i%?%%(Thermo o
A, L), #F AR AR I (Gibeo A F], 22 E); Plas—
mocin treatment \TRIzol (Invivogen 23], 3 [H); 1
T JEL (200 iu/mL) (Sigma 23 ], & [H); TaKaRa
SYBR Green PCR Kit,PrimeScript™ RT Reagent Kit
with gDNA Eraser (TaKaRa 23 /], HZA); ABI 7300
Real-Time PCR System (Applied Biosystems 2 F],
€ [#); RIPA 41 Bl 24 f#% W .loading buffer SDS -
PAGE BERCIIAT 1338 = KAWL A PR
PVDF J&(Millipore 23], SEE); BTG FEL
TR AR (PR (SPA2-HRP ARic i 4T R
Cx40 Z s iR . i KCNAS £ i Ediik R
GAPDH Z wilEdiiAk . 112 vk — 41 1gG
(Abcam A H], 3 [H); Pierce ECL Western i 7] &5
(Life Technologies 23 F], ZE[F); ChemiDocXRS (Bio—
Rad 2], £H).
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Triton—100 1H & A MEIE 5 min, 3% H,0, EEIEFT
10 min, 10%1EH LL=F 0% B (M 15 min),

T ERPT A UG & el R R AR T hUiA @ Cid
%), I HRE 2 255 PBS ZZ i Pk 3 minx3
UK, I SPA2-HRP #Ric i) —Ht (i 30 min),
FH PBS 22 P %k 3 minx3 X, MUKHY DAB-H,0,,
PBS PR PEG . TR AR R Y% 1| min, 73502
WA NI TR IR IR
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MR B RNA, FEf T UV RS AN o S0 2
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with gDNA Eraser (Perfect Real Time )i 7] & il 25
cDNA, 5 M TaKaRa SYBR Green PCR Kit iz,
M & UL HEAT PCR. SEB i ] Primer Express
Software 2.0.0 #1751 Wiit, Cv40 LUF5149): 5'-
CCGGCCCACAGAGAAGAATGT-3"; Fiig|¥: 5'-
TCTGACCTTGCCTTGCTGCTG-3", KCNAS 5|
¥): 5'~-CAGAGTCTCCAAGCAGAAGG-3'; T3l
¥): 5 -CCAGGTGTGGCTTATCTTCG 3", GAPDH
#5149 5'~ACTCTGGCAAAGTGGATATTGTC -
G-3'"; F##514): 5’ ~CAGCATCACCCCATTTGA -
TG-3'. FEDHFARXT I Sl T3 2724 153
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41 30 min, MA—$T 4 CREIKILIK . —HHHRCx40
Z PR (L © 500 Fi ) e KCNAS Z ik
(1 : 500 #5F%) . % GAPDH £ v l&HiiA(1 : 1 000
Fik). UCH PBST P, 1L2EPT 2 vl —$ileG
(1 12 000 Fii ) = R0 F J5 F Pierce ECL Western
ROGRAN & R . B RE AT Image-
Pro Plus 4# 6.0 #7087
1.6 SFitEHE

JITAT B PV (A 25 (os) R, R ¢
R0y T A A T e, S5 SPSS 17.0
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Fig.1 Primary culture of atrial myocytes
(A) The adherent cells grew into groups after 72 h (x200); (B)
Most of the cells covered the bottom within 5 d (x100); (C) Di-
gestion with collagenase for 4 h (x100); (D) Digestion with col-
lagenase for 6 h (x100).
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Fig.2 Immunohistochemical identification for primary
culture cells
(A) Stained positive by troponin antibody (x200); (B) Stained
positive by type Il collagen antibody (x200).
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) mRNA & 00 WAL T X A, 22 5 BHA 501
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Fig.3 Expression levels of Cx40 and Kv1.5 detected by
qPCR and Western—blot.
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EOEE 24 h; 2) FRAE A LI PBS 2 iRt
R AR LA, A 32 2 Bt o g 7 4 41
5y DUk SR i 2 B A i M 3) 22 R
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