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Oxidative stress induced the expression of Bax and p53 during the apoptosis of alveolar type I epithelial cell
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[Abstract] Objective To investigate the effects of oxidative stress on the survival and apoptosis of
alveolar epithelial type I (AT I ) cells, as well as the mechanisms of apoptosis. Methods 500 pmol/L
H;0; was added into primary AT I cells at different times and cell viability, apoptotic ratio and the
expression of Bax and p53 were measured by 3-(4,5-dimethylthiazol-2-yl)-2, 5-diphenyltetrazolium bromide
(MTT) assay, flow cytometry (FCM) and Western blotting analysis, respectively. The change in
mitochondrial membrane potential (MMP) was detected by fluorescence microscopy and FCM. Results The
cell viability and MMP were decreased by H,O, compared with the controls (F, = 85.211, F,=72.453,
respectively, both P<C0.05). The cell apoptotic ratios were increased with the time of the stimulation
prolonged compared with the controls (F=54.002, P<{0.05). H;O; increased Bax and p53 protein levels
(F1=28.118, F,=43. 456, both P<<0.05). Conclusion High level of oxidative stress can inhibit AT I
cells proliferation, and induce cells apoptosis and decrease the MMP. Up-regulation of the expression of Bax
and p53 may contribute to its apoptosis effects.
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# 1 i #) & (% B BDBiosciences Pha mingen 2
A, R EMBE M (MTT,EE Amresco A #),
Bax #i {4 (3 H eBioscience 2\ @] ),p53 fi & (X H
Santa 7)) , BT EAYEERICHEHIR 1gG LR
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KPR EREB AN RREBEEINBEYAFD; KK
B8 B8 (H 4 Nikon 2 7], TE2000U) , i A 40
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1.2 SEHE

1.2.1 AT I AMMERER: AKSEBRKRK
B 3T 7F B 2 47 Bk 3 BR 4, DA AR B SR /K vh ¥ B ML
BEBRE O HMSE SKERE, LA B (NaCl
140 mmol/L, KCl 5 mmol/L, Na,HPO, « 7H,O
8 mmol/L, Z R4 Z B & (EGTA)0. 2 mmol/L,
$ 7, % V% % Z B M (HEPES) 10 mmol/L , % % ¥
6 mmol/L,pH 7. )M YEMHHE 10 K. HHEEIH
HO0. 8% MBEAMELBNSEEAME, BT
37 C BB R 5% ZHAKCO,)EFM,. B
5 min FINERIE LK, 20 min J5ERBRIE XM
FABESGHHLSE T 250 mg/L K DNase I fIZ& 1k M
HRAEBP MERMHARNZE 1 mm® /MR, HR
R, B WA, I DMEM/F12 5 : B B4
BHAEBERR IgC OB WERILY, BH sk
2h, SRS ER 20% k5 4 M1 ) DMEM/F12
EHERLBERAM, L 2X10°/cm® HEEMZE 6 FLR
WU 1X10°/L REBEF T 96 FLIFFM, 41 B FF
JF2ah BB B HFE12h &H. AXRRBRARE
BMBEELEE AT I @R EE>0%), ERKIE
Bk E S RAFEHR>90%.

1.2.2 EABMGHERRMHERIRLA TR
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W, A BERATI 4810 F13 h 3 RAMMN
PR R E

1.2.3 ARAEFERRAMTT hEaEii. 45
PL1X10°/L RE#MT o6 FLAKEHFER +, 81
100 pl, ¥ A ML WAL 3 M REFL, HHFF 36 he
H:O, b AR EAABE, BFLPMA 5 g/L B
MTT %9 20 pl FI3E 2 180 pul, I 4 h B HRE
FH BRI, A Z B EH (DMS0) 150 pl, #k %
#|EA10mn BE. AEZMEBMENRREKY
492 nm&b'&ﬂ’ﬁﬁ(flm)fﬁvﬁi E?Lﬁg »Anzﬁﬂﬁ
RAFEHARRE, AREEREARITE.

MBS R (%) = A Avee/ M BBIL Ai X 100%
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MR WA RS H N B, B R B
(PBS) ¥t 2 K, B & T4 4 W (10 mmol/L HEPES/
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CaCl)H, RIT R MMB I . B Annexin V-FITC
R PI5HREETERT L EF 15 min, FACS
B, CellQuest 53 ¥7 54 317 204 .
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# 37 CHF 20 min J5, AR M EHFHEBE % 3 K
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HH )5 ,4r 815 Bax (1 : 1 000),p53 Hik (1 : 500)
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FOLRBL R B A B (25 0n=6)

an HRAERE) HARMTRY) RBEBREL
A 100. 03+ 3. 44 3.19+1.09 1.31+0.15
H:0:1h#4 76.92+ 4. 88* 9.06£1.75*  0.8140.10°
H:0:3h 4 68.3344.47*  15.0542.73*  0.5440.09°
F{i 85. 211 54. 002 72. 453
P <0. 05 <0. 05 <0. 05

50 R H 8, P<0. 05
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INE KB B (P #1<<0.05), R4, HO, MM 3h /5
p53 7§ &1 iy AR Bt 4 B3 B 7 3 (P<C0. 05).,
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H,O, fE R RIEK , M AFEE TR B TR LS,

SR 4 2 A Y 40 B 9 AL R TR BB T Y PR,
RAEARATHEEARLSE . ROGERBRERT
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JC-1 R—FBRWASYARTCLRNM, EHBA
B DA 2 B8 4 0 L R B F KR [F) W W BB R 7E 4 B
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LR SR Bt AT T BRI RBLAR, MR I TR .

Husari PR B, FERBEARE 3d G4
LA T80, [ B A Bax RiAHE L . Das K
REERAFFRT BB ILEMEFAREE S
ROMASMBPATHINE p53 BEARBHEE. 5
SRS AL A MEBT S F , A EC R B HO, %
B b B MR T AT B9 Bax BRI . B AL
BT ATIAMRKHATAIEESRATER Bax M
p53 B FRIKIEINA X . Bax & Bel-2 FEPERE TR
R2Z—, AR BB B Bax RiXH M0, 37 Bid Y
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