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ABSTRACT

Cancer are characterized by multiple genetic aberrations that occur during tumorigenesis.
Several tumor suppressor genes associated with colorectal carcinoma have been identified: p33,
DPC4, APC, MCC, nm23-Hland DCC. In this study, We investigated the allelic losses of p53,
DPC4 exon 2 and 11 and microsatellite markers (D18S363) which surround the DPC4 gene by
polymerase chain reaction technique (PCR) with DNA which extract from colorectal cancer
tissues compare with normal tissues from the same patient. We were investigated the allelic losses
in the colorectal cancer tissues from 26 patients (1 Dukes’ A stage, 14 Dukes’ B stage, 8 Dukes’
C stage and 3 Dukes’ D stage). Four markers in all patients were found to be heterozygous for
loss of heterozygosity (LOH) analysis. LOH at the p53 was detected in 77%, DPC4 exon 2
52.4%, DPC4 exon 11 28.8% and D185363 50%. The majority of gene LOH was observed in
male. These results showed that allelic losses of those genes involved in the colorectal

tumorigenesis
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ﬁmiﬁnu1ﬁaﬂmﬂ?\iuuuﬂawﬂ%ﬁu”lun{mﬁian:ﬁqﬁ‘lﬁ%fy:uazmﬁHﬂ'ﬂﬁmm 40 79419
wirhTas TuTmumed 204, 8q, 199 uay 19p fensdviveslasTu T ﬁauiﬂsiuhnfjﬁ
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18q 7174 25% SahasdRiduoviobuRilianuddyey wu DPCY, DCC itaz 4PC Eudy Tay
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Aot (1999) IdfinnsAnyeasunisda lsaueded 1 dnauasnnsmin daiudeaulafies
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LOH Kapitanovic tazasiz (2004) TéAnuidumisveddu 4Pc TunzSad ¢ vguaznng
wiindmau 73 Madre nududa LoH Ty Dukes'B Youas 55.6% uaznlavualas itz
founz 42.9
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= Vo g =4
AanuTion sMA04 vulas Tu Tyaunafl 18 Iuifleson®s1@e1n Juvenile Polyposis Syndrome
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3.2.1 p53
3.2.2DPC4 exon 2
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3.3.1.1 viapanaand vua 1.5 lulnsaas
3.3.1.1 Buffer Tl
3.3.1.2 Proteinase K
3.3.1.3 Butffer B3
3.3.1.4 Ethanol
3.3.1.5 Nuclospin tissue column
3.3.1.4 Buffer BW
3.3.1.5 Buffer B5
3.3.1.6 Buffer BE
3317 mummﬁ‘:ﬂ

3.3.1.8 luiimlnu



3.3.2 mavhilgnsegn Ts TnGasesa
11 PCR reaction mixture UY5u195 25 luInsdas Usznoudan
3.3.2.1 A5

a1ad 3.1 iR 1A ul§segn e Indwesd

Y

Stock Reaction volume (ul)

10X PCR buffer 2.5
50 mM MgCl, 1.0
1.25 mM dNTP 4.0
forward Primer 20 pM/pl 1.0
reverse Primer 20 pM/pl 1.0
Taq polymerase 11U/ ml 0.2
DNA template 300 W1 TunTu/iafiang o
H,0 A

Total 25

s e 1dlSuassau 25 Tulasdas

3.3.2.2 ginsal
3.3.2.2.1 PCR thermal cycler Eppendort®

25
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AL TR WAl o14(l) S22
12 MM 63 Dukes’ C
13 Al 73 Dukes’ A
14 Gl 55 Dukes’ C
15 N 61 Dukes’ C
16 Wil 36 Dukes’ B
17 B 25 Dukes’ C
18 Sl 86 Dukes’ B
20 N 62 Dukes’ D
21 N4 77 Dukes’ B
22 Sl 54 Dukes’ B
23 N 60 Dukes’ D
24 GIY 70 Dukes™ B
25 NHY 24 Dukes’ C
26 LN 32 Dukes’ C
27 A8 57 Dukes’ B
28 o] 64 Dukes’ B
29 gk} 51 Dukes’ C
30 il 62 Dukes’ B
31 NRYI 82 Dukes’ B
32 N 59 Dukes’ C
33 A1e 60 Dukes’ B
34 A0 66 Dukes’ B
37 Nl 62 Dukes’ B
38 Rl 51 Dukes’ B
39 5 At 78 Dukes’ D
40 T 51 Dukes’ B
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1M 14 A230A15EN 19 1.65 - 1.85
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a = = o 3 a e 1 =
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2 = o a ]
iy Suaes Adwe ithuaiovediu psi, DPCS AMUY exon 2 182 exon 11
W S . o = oo - w 3/ g A o 1 :
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o @ o e °y w = g’f
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m7afl 3.3 e Inswes R 1FlunInanod (Hadzija uazaag, 2003)

. AN

- ¥HUAYDY , % GC
[3)1} L | 91 T, Primer sequence

"lws B3 content

a)

Forward 20 63 60 5" GCTGTCCCCGGACGATATTG 3°
P33

Reverse 20 60 35 5" AATGCAAGAAGCCCAGACGG ¥

Forward 20 58 45 5 TTGGGAACTGCTCTACATTC 3°

D185363

Reverse 20 38 45 5" GCTTCATTCTCTCACTGGAT 3’

DPC4 Forward 21 58 43 5 TGTATGACATGGCCAAGTTAG Y

exon 2 Reverse 20 58 40 5 CAATACTCGTTTTAGCAGTC 3°

DPC4 Forward 20 58 55 5" TCTGTCAGCTGCTGCTGGAA 3’

exon 11 Reverse 20 58 60 5 GGTTGTGGGTCTGCAATCGG ¥
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1. 10X TBE buffer (tris-borate EDTA)

Tris-base 108  fASuADAAS
Boric acid 55 nTuFDANT
EDTA pH 8.0 20 dadansmodng

diovnnlsiwniesns 10w il 1X TBE buffer
2. Loading dye
Sucrose 40 %
Bromophenol blue 0.25 %
TBE buffer Adudu 11911
3. Ethidium bromide
Ethidium bromide 20 lulasfing
1X TBE buffer 200 HAAANT
4. Agarose gel
-anuwuduievas 1 USuias 40 adans
Fa9a0smTaa 0.4 A3 1AL 1 X TBE buffer 40 Tnddns wiilgusninazae
- anudutuTovay 3 YTas 40 lanans

Fuwaeznlsd 1.2 0 AN 1 X TBE buffer 40 odadas i lilguswisnazate

46



	1  Title Page
	กรัณต์_001.tif

	2  Abstracts
	กรัณต์_002.tif

	3  Contents
	กรัณต์_003.tif

	4  Lists of Illustrative
	กรัณต์_004.tif

	5.1  Chapter 1
	กรัณต์_005.tif

	5.2 Chapter 2
	กรัณต์_006.tif

	5.3 Chapter 3
	กรัณต์_007.tif

	5.4 Chapter 4
	กรัณต์_008.tif
	กรัณต์_009.tif
	กรัณต์_010.tif
	กรัณต์_011.tif
	กรัณต์_012.tif

	5.5 Chapter 5
	กรัณต์_013.tif

	6 Bibliography
	กรัณต์_014.tif

	7 Appendix
	กรัณต์_015.tif




