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Todetect DNA mutations (exonl-6) in the fibroblasts of patients withkeloids,

whileno mutations were found i n thefibroblastsderivedfrom normal skinsamples of anyofthe patients.
Nonfunction of proteinmay berel atedtoaberrantgene structure thatcodes forthetransmembranedomain.
keloid;  ; single-strandconformational polymorphism;genemutation
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121 DNA 0.5ml

K

DNA
(39870807)
1970- 2001 0.1mg/ml

020-85141114-87260 1.2.2 DNA

2001-03-20

therebyto
understand theclinicopathol ogicalimplicationsofalteredstructureofthekel oids. PCR followed by single-strand
conformational polymorphismanalysisand directDNA sequencing were usedtodetect  gene mutationsinl5patients with
keloids. I nsertionandpointmutationswereidentifiedontheboundary betweenintron5and exon6 intwo patients,
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Nameofexon Primersequence

GACAGGAATGCCCATTTGTGCAACG
GAAGCGTCTTTGAACACC
GCAAGAGTGACACACAGGT
TCACCAGAGGTAGGAGGGTC
GCCAATTTTGGGTGGGTTACACTGG
GTGTAACATACCTGGAGG
AGGTGAAAGGAAAGCTAGG
GAAATTCCAAGATTGGCCTC
CTGCTTATAATTAGCCGC
AGTCATCTAGTTGCTTGG
GGCCCCTAATTTACAAAGTGCC
GGAAAGGAGGATATAACCGT
ACGGTTATATCCTCCTTTCC
GAACAAAGCAAGAACTTACCC

Forward:5'
Exonl.1l
Reverse:5'

Forward:5'
Exonl.2
Reverse’5'

Forward:5'
Exon2
Reverse:5'

Forward:5'
Exon3
Reverse:5'

Forward:5'
Exon4
Reverse’5'

Forward:5'
Exon5
Reverse:5'

Forward:5'
Exon6
Reverse:5'

100mg

K DNA

0.1 ugl 40
123 PCR 411 DNA
30HIPCR 0.5mIEP

10 mmol/L TrissHCl 50 mmol/L KCI 2 mmol/L
MgCl, 200+ mol/L dNTP 7.5pmol/L
pH8.3 94 5min 0.75U
Tag PCR 94 30s58
45s72 1min 7min
10 U IPCR 60V

30min
1.2.4 SSCP
10wl

35 72

2%
PCR 8ul
6min
8%

97
20 5min
TBE
14h

400V 10min 100V
10%
0.012 mol/L
0.019%
2 min

5min 1.13%
3 min

20 min 0.280mol/L

1.2.5 DNA SSCP

(Promega)

DNA PCR
EB
DNA

DNA

PCR 220bp

M:Maker;K:Keloids;H:Hypertrophicscar;N:Normal skin

2.2 SSCP
PCR-SSCP
6

2 2/15

Lo bl e b b

6 SSCP

1:Normal skin;2:Bloodofapatientwithhypertrophicscar; 3:
Hypertrophicscar;4:Bloodof apati entwithkel oids;5:K el oids

2.3

TATG  AATGT
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