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Eighty five percent autosomal dominant polycystic kidney dissase =~ ADPKD
patients have PKD1 gene defect theremaining 15 has PKD2 gene defect. The
PKD1 transcript is large, encoded by 46 exons, and embedded in a complex
duplicated genomic area. The exon 1 to exon 33 of PKD1 isreiterated at least five
times on the same chromosome. Recently, a new semi-automated method has been
introduced for mutation analysis in human gene, denaturing high performance liquid
chromatography DHPLC . The purpose of this study is mutation analysis of ADPKD
and its correlation to phenotype.

The methodsincluded 1 recruit ADPKD patients and collect clinical data, 2
draw blood and extract DNA, 3 dolongrange PCR, 4 prepare DHPLC amplicon,
5 preparegradientandrun DHPLC, 6 Fragment melting profile analysis and

optimization of DHPLC conditions, 7 DNA sequencing.

The results showed that 80% of 106 ADPKD patients had azotemia and the mean
Crwas3.3mg/dL. The mean agein patients entering end stage renal disease was 55
years old. For gene analysis, severa steps have been finished.  We will complete the
work and gain entire results soon.  If we find the correlation of genotype and



phenotype, we may early diagnose the ADPKD patient and use some methods to
delay the progression of renal failure. If we establish the genetic diagnosis of ADPKD,
it maybe used in prenatal diagnosis, even gene therapy in future.

Key words autosomal dominant polycystic kidney disease, PK D1 gene, denaturing
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2 DNA Phenol -chloroforn
Ficoll PBMC
PBSA PBMC -80 DNA
PBMC RBC Lysis Buffer 10 140
4 ~5 Cell Lysis Buffer proteina:
10
DNA -20
3 |l ong- PCR PKD1 exon 1- 3:
repeat repeats
l ong- PCR pri mer
Fragment|Primers (5 ~3') Annealing |Position [Size |Exons
temperatures|(nt) (bp)
Genl |CgCAgCCTTACCATCCACCT |64 2033~ |2278 |1
TCATCgCCCCTT CCT AAgCA 4310
Gen 2-12|CCA gCT CTC TgT CTA CTC ACC |68 17,647 ~ |8726 |2-12
TCCgCATC 26,372
CCA Cgg TTA CgT TgT AgT TCA
Cgg ToA Cg
Gen Tgg Agg gAg ggA CgC CAA TC 70 26,246 ~ |4386 [13-15
13-15 |gTCAACgTgggC CTC CAA gT 30,631
Gen AgC gCA ACT ACT Tgg Agg CCC |68 30,603 ~ (3378 |15-21
15-21  |gCA ggg TgA gCA ggT ggg gCC 33,980
ATCCTA
Gen CCg TgT AgA gAggAgggCgTg |70 36,883 ~ 7501 |22-34
22-34 |[TgCAAgQA 44,383
TCggCA AggACC TgC Tgg ATC
Agg TCT TC
PCR 60ng genomic DNA 5pmol pri mer :
Mg OAc buffer 93 3 1U rTth DNA p
35 93 1 68 1 72 6 Exon 1
GC 120ng genomic DNA 8pmol
200pM dNTPs 2. 5mM MgCl 2 100 5 95

buffer Tag extender Amplitangq 15
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