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Abstract

AIM: To investigate the significance of Apaf-1
and Caspase 9 expression in the carcinoma of
large intestine.

METHODS: Real-time quantitative reverse tran-
scription polymerase chain reaction (RQ-RT-
PCR) technique was established for detecting
Apaf-1 and Caspase 9 mRNA expression in tis-
sues incised from 60 colorectal cancer patients
examined by colonoscopy in the third hospital
of Wuhan City.

RESULTS: Apaf-1 and Caspase 9 mRNA ex-
pression were significantly lower in colorectal
cancer tissues than those in the normal tissues
(0.561 £ 0.049 vs 0.947 + 0.077, P < 0.01; 0.412 +
0.014 vs 0.922 £ 0.062, P < 0.01). The expression
levels of Apaf-1 and Caspase 9 mRNA had no
marked differences between the normal tissues
and cancer-adjacent tissues.

CONCLUSION: Apaf-1 and Caspase 9 gene dys-

function maybe contribute to the development
and progression of colorectal cancer.
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R Apaf-14=Caspase 9L FH EEALE T £
KA RAK T OER AL, W AR FEERET
MR P Ak ARIE. JBAL LR FHAL K,
Apaf-1%5 Caspase 93 B &35 9] 2 T #(0.561+
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KA R R DIRIC, 2 R I 25 A6 . R 651 Amplification Plot A7 A
R R R, KAt 50 o Rek
PR LIRS NS R AR T s PRl
-1(apoptosis protease activating factor-1, Apaf-1) G4 & IA Apaf-1
ST R (1K12q23, Apaf-1MCaspase 9/ 351 oCaspase 9314
c-Mycif 3 MR 4l fL 8 1 hps3 0 R g, & 2.51 AR TR E
SURA A FEE TR B AL AR Ts) Ligronn
Apaf-1F1Caspase 95 A 7E K i o 3Rk (1):8:,_ 4 % 5 AR -

N e e——— Feuhaha.

2 4 6 81012 14 16 18 20 22 24 26 28 30 32 34 36 38 40
1 MRRIT3E Legend Cycle
1.1 AR 3 P T 28 — 1= e i 4 N L& i Bt mA UBEEC WD ENE BF
DIBRIC K o B L2605, brAS (4 FH 24 2% )
A H A NI, Soh iy | APoRiCospase SRS
g;i}iﬁﬁﬁ jﬁgﬂﬂ,@{%;;ﬁéﬁfgt\iﬁ ;;Qg::uf r CTA CGG CAC AGA TGG A-3', reverse primer:
EEE%‘%%E*;;H;E@;EQR E%kﬂ@%ﬁﬂ%ﬁxééﬁ% >eTo GCECGG oot EAC‘ 16€ CAG-S:
- 13 oL I ’T 1;1;01 MMV 6 s (2)RT-PCR: ﬁéﬁﬁsubgreeng‘y“ﬁ%%*#, SNVARZR:
AL e N * Mix 5 pL, cDNA 1 uL, _F/ Fi#5145(10 pmol/L)1
RNAR A B HPromegah il PCRGIWS |y o 50 1 o i kBB 10w, 94 f
LSO IR B IR A m) £, S e 95 CHIAEMEL min, 95°CAEMELS s, 60°CiE Kk
ik Ffllmaster Mix JToYoBoA Hl 2, Hsubgreen 45's, T2°CIEM30 s, J- 140 /MR, 60°C Tk
JHARL. SteponeSiRIERPCREUIAADPlCd 5yt s e st 3 v s 28 R0 5 4
BiosystemsA &, PCRY #E{ HBIO-RAD/A F] A= SbE. (3)E 4 B-actinfE 4 |4 2 B B-actin Forward
7 AR 25O HLE B SigmaZy Al primer: 5-CTC ACG AAA CTG GAA TAA GC-3',
1.2 7 B-actin reverse primer: 5-AAG CCA CAC GTA
1.2.1 RNAZRR: FETRIZOBAFGEBVIIAIIN  c1A AAG GT-3'. PCRY™ 4 Bifk 5 15 Apaf- 141
HOVIRNA. IIBREARFALDEE, IMATRIZON ¢y 00 947,
71 mL, FIEEES min; 545702 mL, I 15 Bt 22 AT 4 & RE A C A A 2B
s, B2 min; 4°C, 12 000 r/min, Z5+(»15 min, BX Fik i = 21, HOPAACT = [H LR
L A0S mLSE ARE, R PR RIS, Sy o ofi (REA 245 5% R 1 7 2 C ofi (B A
‘FEIRFE 10 min; 4°C, 12 000 r/min, B.0015 min, ZH1Y]-[ I 95 R 1T 28 C O TE41)-A% 2% 5 A i
FFLIE; IMAT50 mL/LARE0.S mL, BRIEIIT  Spayceii(ie iE4L)]; BT SPSS13.048 8 FEA T
iE; 4°C, 7500 r/min, B0S min, FF LI BT, gum e, 200 ST R 5
MG &= DEPC H,O(SERKIR — L5 /K) %5 i
-80°C A7 # H. 2 BR
1.2.2 i# 45 F 4 mcDNA: IIARNA 6 uL, Oligo 2.1 CHA S E FEPCREUKS N Z (55, SR mEE
(dT)2 uL, DEPC H,0 12 uLF"PCRE, 70°CHFHS A7 ok 5. kil 2 H i 5L B 1 2615 5 i LR
min, RS, BCEVK L. IS X BufferZZrhilt UK, {02845 H I C e, B H O 40
10 pL, 10 mmol/L dNTPIEG 2 uL, RNAMEH K EARIEH AL, b5 10 H e DNABH BAH K,
#7711 uL, M-MLVIS G 5&R§2 pL, JIDEPC H,0 (A F CH{E Rk I Wb 3 i e DN A% . inner,
15 uL, 1RA) )5 B42° CHFH 60 min. FHEZE95°C, 5 Apaf-1#Caspase 9FEI S BLFEHM K, 331
min/ii, #5CHF S min. -20°CHRAF# . BTG, 1 BRI 1Y, W 5 AL, .

1.2.3 & &2 ZRT-PCR: (1)f%Apaf-1FlCaspase
OIER Py B i I G ey 1 9): Apaf-1: Forward
primer: 5'-ACA TTT CTC ACG ATG CTA CC-3',
reverse primer: 5-CAA TTC ATG AAG TGG
CAA-3'; Caspase 9: Forward primer: 5'-GGC TGT
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ZHETRAST
R KR e
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W i 7% 77 1L A2
SEUGELEAL
BEz—

4R Apaf-1 Caspase 9
fEEAR 0.947 +0.077 0.922 +0.062
JEAR 0.561 +0.049° 0.412£0.014°

°P<0.01 vs fB=4E41.
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(156.1%F141.2%, {1555 H 2 KT8 5 4 I
HULLA94.7%H192.2%. {ERELIZH, Apaf-1A

Caspase 9 mRNARIAL FHis 4], =5 01
BEMEP<0.01, £1).
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W, fEdATPI Y R, Apaf-1/)Clif WD E L IX,,
Apaf-1 KA G AR TS, T Apaf-1/58)
Ny () CARD S #3828 [R5 H HproCaspase 9
53 T ICARDE M IR SE R AL, T RO T/ Mk
(apoptosome), {i&fliproCaspase 9 H &%k, Witk
fJCaspase PG FiiffICaspase 2+ 3+ 6. 7+ 8
F10, VIEIEE & R TR, ST

T 248 T8 T PR TN 52 s Jie 8 4 i 206 3 A, o 2
YR TT AR A IR B — MM LENL ). K25
PO 259, AR T4 T A M (A 255 C/Apaf-1/
Caspase 93&f8""" 2L F Pt 4i P ik A2 ]
PLS 3040 ot 22 Rk 2590 BT 2. AEd ATPAI
ATPIITER N, Apaf-1/41 it £ CH &l T
CARD-CARD&S#I8AH HAF T 5 Caspase 914
g4y, M Caspase 9, Bl #Caspase 9
FTMATRE K — B 5 Apaf-1454,
Caspase 3L #% 41 i (1, 25 CFIdATPIGHE, 13 T 3G
Caspase 3, ‘FE 4N I H 1.

L FATTHEWT, Apaf-15Caspase OFIFRIATE

Apaf-132& 43T BTk 130 kDalf) 8 15,
HH 3N &5 Rt 20 Rl HE U AR o 5 A A e
SR (I 524515 (caspase recruitment domain,
CARD), CED24[m| 53k M A9 & — MR SF PR,
PR R AR i 5 A B 12 W D240 8 )
B AN O BES S Il R B W
13NN 7/ N7/ AN = i< /I R I N =5 N
(ISR W R BN I I = R A& 4R AN N 5]
fiApaf-1. Horh, Apaf-176 s A, AhJE I 240
ORI il R Rk e, IR 2
KT B T e A2 24— 2L

Caspase 9N {2 KA T NKHIEH AL,
wrpp s LA BEIE. EE. B ORUAE. AT
RPN e T Rk B SR A [ I g
#8 K I Caspase 95E A % s FNRH 1R AT 1) 1 .

AIL60% K i, Apaf-1F1Caspase 93]
13 A 2 Rk W RIS T IE W 4121, T A g 5%
MR EF AL PRI, AR 555 A
ZUMILE, Apaf-15Caspase 9FEIAFRIAN i N,
T A WA, $78 Apaf-15 Caspase 955 A
5K s R R A2 R R TT REAR DG, FRATT e — 28
KL 53 B AN AL BRI T L A A B R3S 1)
KW FRAH Apaf-15 Caspase 9 R IE, AR
K R AL B A (R Ak A1
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