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lowa 52242, USA; *iff MR} K= S50 AL, N 325035)
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muscle cells (PASMCs) proliferation and apoptosis under hypoxic and hypercapnic conditions. Cellular purity was
assessed by immunofluorescence staining for a-SMA under fluorescence microscopy. PASMCs were divided into 5
groups randomly: normoxic group (N), hypoxic and hypercapnic group (H), DMSO group (D), TRPC1/4 inhibitor
SKF96365 group (S) and TRPC1/4 activator CPA group (C). N group was incubated under normoxia (5% CO,,
21% O,, 37 °C) for 24 h, and the others were incubated under hypoxic and hypercapnic (6% CO,, 5% O,, 37 °C)
atmosphere for 24 h. TRPC1/4 mRNA levels were detected by reverse transcription polymerase chain reaction (RT-
PCR). TRPC1/4 protein levels were detected by Western blot. The proliferation assay of PASMCs was performed
by CCK-8 kit. The apoptosis of PASMCs was detected using the terminal deoxyribonucleotide transferase-mediated
dUTP nick end-labeling (TUNEL) assay. [Ca*']; was measured in PASMCs using fura 2-AM fluorescence. The
results showed that the expression of TRPC1/4 mRNA and proteins and [Ca*"]; were upregulated under hypoxic
and hypercapnic conditions. Hypoxia and hypercapnia promoted PASMCs proliferation and inhibited apoptosis.
TRPC1/4 inhibitor SKF96365 reversed the effect of hypoxia and hypercapnia. CPA increased TRPC1 mRNA and
protein levels, but neither TRPC4. The levels of TRPC1/4 mRNA and proteins and [Ca*']; were upregulated under

hypoxic and hypercapnic conditions. TRPC1 has a relationship with PASMCs proliferation and apoptosis.
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6 JE T IRNAWK . BU2 g SRNAGY # 5% ficDNA.
PCR W {4 % 3525 uL, H1eDNAFI b RS54
%1 uL. TRPCI i 519 7 %1 5'-AGG CCA CAG
AGT GCA GAC A-3, Tl 51 W) 17 1 J5'-AAG CGC
ATA ATC CCA TTG TAG-3'; TRPC4 L35 /741 hy5'-
GCG TGC TGC TGA TAA CTT GA-3', Fiii5|¥))¥ 5
J35'-TGC GTT GGC TGA CTG TAT TG-3"; B-actin L
S1MF5 h5'-CGT TGA CAT CCG TAA AGA C-3', R
W 5197 %) h5'-TGG AAG GTG GAC AGT GAG-3's
TRPCIFI N ZB-actinlP] J V.44 494 °CTIAEPE6 min,
94 °CAZ k1 min, 59 °CiB k1 min, 72 °CZE{H 1 min, FE
30Nl e TRPCAJ N 45 #2595 °CHilAE #£15 min,

94 °CAFE15 s, 62 °CiR 2K 20's, 72 CCLEAHI20 s, FEFA AL
R4S o LI 5% ) Bt o i LUK 2930 minfi5,
UV-8004= F B BERE A5 7 i1 R 4% . Quantity
OneR A 73 At LK AR5 A BEAE, F H IS DN 5 p-actind:
BRR A 2 FE R H IR R IA K
1.5 Western blot#&: 2B TRPC1F1TRPC4E H
Bk

2K FH 3 i 19k % (phenylmethanesulfonyl fluoride,
PMSF)FIRAPI E 451 A 1: 10000 B 1l 24 i v, i 41
Ji 78 5 4. AR 12 000 r/min 20220 min/m, WX
3. FIBCAST Bk B e 3k 77 5 I e 2 1 ik
o HLVKES 5 4% 53 T8 K/NHEAT A B, 1 kDa%% 5
1 min. i B WM BE — HL(TRPC1/4241:500,
W2 A 1:5 000), K I 474 °CHi & 1§ 7.
TBSTYE M 5, FHRPAR i 19 1l 2E Br % — Pt = Wi
B E 1 h, TRPCLF N 2= Pt | —$HL L4 4 1:50 000,
TRPC4[T F] —HU b6 41:20 000, 36 15 5 3k 0 4
SR CRT MR, W A& XA B 1 min, 252
2 min, i€ 5230 sBI ). 14K ', Quantity One%X
PEO T 457 K IEAE, H H 8 11 5 B-actinf& 1K
JEA 2t H M AR
1.6 CCK-8;E M Zm LA 1H 5

H4~6fCPASMCsill i 4 i & W, % B 249 4
2.5%10°mL. WATIRAIINA96FLAR, FEFL200 pL, &
5 00044 M. 54 B E 6N AL, SZa LA B i —
W PBS LART 5256 FLEG TR 28 S ik e 5 40 i AR KR
A BT 8 1 DMEMYIL K 15 7724 h, PBSYE3IR,
gy m. BUH96fLAR, 2385 W, MA110 pL
CCK-87R Ao JHN3T °CE;FEHI30 min, FHEEFRIX
450 nmAb WG JE (D), FEEE30 minll & —IK, il %D
{8
1.7 TUNELZ#&MREE T 154

FHTUNELAR 1 G A0 00 40 fa i 148 2. b 2R 47
(1) 41 Jid FHPBSTE U, 4% % 58 FH I [ 5, fih 7 300 il JEE
(BHPEF I A5 I A 100 uL DNase 1 Wi, 37 °C
K30 min) o G2 M5 AN 035 18
VIS, SN SONIE50 (B0 B P BRAN INTAT),
B N G 60 mine 3% HO, TP VA TR
10 min A BH Wy P 95 PR i S AL . 3% POD 50 L,
B AN 37 °C/AK30 min. DABL (4 )5 H KK ph
Ve b RN o MR ARG J30 so WIREERLE &
LB /K 5 T FORIE B, A ST 4 v e et o



A e S5 A4 S AU o It ) DI JULAR I TRPC /A 3K 3 J 05 40 M0 08 . TR OC &R 1103

SPRUEE N SR AN B A 4 G A € R B 4
Bt #1132 HH SN AEY, P T-F5 2 (apoptotic index, AD=F%,
Y DAY (180 IO A2 40 5/ T P T 2 100%
1.8 Fura 2-AMXUK AN R B FiKE
T8 AR 25 IR 4 P B35 1R 2% i R ¥ W (phosphate
buffer saline, PBS)PE3 K. M A4 &V 41 o, 250
J& 2 B3, PBSUE3 IR LAY 25 bR B RG R £5 729 .
A200 pL#JE N5 pmol/LifJFura 2-AM T /E#, & T
37 °CH; #7446 % 540 min. 2% FkFura 2-AM T {E #,
PBSI vk LAY JEE 2 i Fura 2-AM TAEW . o, BF4
200 pLIPBSIRFT AT, 5645 21 B A 96 FLBEAR AR
b, FHESAROCRIIN o e R 510 nm, BRI
£ 4340 nmA1380 nm, BEHF TS RIF340/F380%¢ 6 it
i ELAE MR . AR5 I A Triton X-1008% 110 min, i
Fura 2-AM 4 Ca> 45 5 1k BB FUIRZA, BEis A B A
PGS FIF340/F380%¢ )5 fE LAy Rmax. TN
Ca* 25 FEGTA (ethylene glycol tetraacetic acid) 78
43 V.10 min, LAEEA AT 1 Ca?", IS AR S0
3 IIF340/F380%% )t it J& LUAH 9 Rmin. 400 N 45 25
TP 58 200k [Ca* =K d[(R-Rmin)/(Rmax-R)]

(Fmin/Fmax). ZUH [ Kd A Fura 2-AM 5 Ca®* 45 &
IS PR 5 HE 4, A0 LN BRBE R 224 nmol/L. Fmin#ll
Fmax 73 7l Ca® # 56 4 B A FICa> MR INF, O 3
K380 nm ISR 2 ' i FE A
1.9 FitFELIE

K HISPSS 17.0 8 A AT e vk 43 M, v i Rk adk
AT IEASTERLS, 2 FH 35 Bbr i 22 (ets) T2 UK TR
Z AFEARE LA BEAT 7 255 PR G, A ) LR AR
FH B DK 257 243 HT(One-Way ANOVA), 5 22551
PP LR FHLSDYE, T 22455 % 14T Dunnett’s T3
G, LLP<0.0528 22 A givl 27 = X

2 HFR
2.1 0-SMAREZ AN L E K FRPASMCs

K PASMCsJER 55774 dJ, v LA KEKAR
TEAH M AL ZR B TE H i e 2R G o 50l 2 B BE
BRI R KARTE S Z MY, 9 MoA% 500 B B AL T
e, A i AT KEAE O 2 (D). IFE %6t
PG T 98 08T AT WL T P R Sk (0 5 6 IR FITC
Frid fa-SMA, a-SMA 5 41l K Hl~F4T H 52 27 4E 40

- 4’“‘,‘)‘,';’_’]
g

Y ’,é/' IOO_H'm

Bl RRXRA BTSN
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Fig.2 Immunofluorescence staining of rat PASMCs
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Fig.3 TRPCI mRNA level in each group
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Fig.4 TRPC4 mRNA level in each group
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Fig.5 TRPCI1 protein level in each group
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Fig.6  TRPC4 protein level in each group
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Fig.7 Bar graph showing PASMCs proliferation in each group
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Fig.10 Fluorescence staining of PASMCs intracellular Ca**
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Fig.11 Bar graph showing PASMCs intracellular Ca’* concentration in each group
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