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_ = is the most common craniofacial anomaly
= 1'1n500-2500 live births

= /0% of cases of CL/P occur as an Isolated
abnormality

= non-syndromic CL/P

-
@eral geﬁﬁ.and envirogmgn. tal factors




rriofiogeriic disorcars




mendelianGlelitiness

— RCItae
= ectrodactyly” .- '
= ectodermal dysplasia
= ankyloblepharon e
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nthe ,063 gene. =

= EEC(ectrodactyly-ectodermal dysplasia-clefting
syndrome )

= AEC (ankyloblepharon-ectodermal dysplasia-
ling syndrome ‘--

 SIRHS(R gkin syndrome )
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= This gene has several isoforms with two

e

different transcription initiation sites
- TA

= TA Isotypes
= N Isotypes
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= 88¢ poradic cases: of—ndh;yndréic CLP——
e ———

= 12 additional cases with a positive family
history




Table 1 Characteristics of the patients with nonsyndromic cleft lip with or without cleft palate
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Familial 6 6 12
Laterality
Right side cleft 9 15 24 —
Left side cleft 26 32 58

Bilateral cleft 2 16 18




"= Genomic DNA was isolated from peripheral blood

i

= amplify fragments encompassing each of exons
1-15 and exon 3' of the p63 gene

= PCR reactions were carried out in a 20 yl volume
containing 50 ng genomic DNA,1X PCR buffer, 1.5
mmol/l MgCl2, 0.2 mmol/l dNTPs, 0.2 pmol/l of
each primers and 0.5 U 7ag polymerase, using the

mwing parameters: 35 cycle | --._.,__"
W%MW~ "30'seconds at the

appropriate annealing temperature




Table 2 Oligonucleotides and PCR conditions for p63 mutation analysis
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m—m?%GCTGACTAAACAAGG m 5
.-h.. CTACATATATACCTGCATGG AAAAACATGCCCTAGTAAGC 344 5:
|£-,—-—;
3 AGCCTTGCTGACTTTGAAGC CACATGACTGAAAAGACAGG 317 5!
3 CATATTGTAAGGGTCTCAGAGG GACCGAGAACCGCAAATACG 223 6:
4 ATGCATTCACCCATGGATGC GAATCGCTAAACTGGGAAGG 437 5!
-
5 GTAAACAGGCAGCATGCAGC AGTCTGAATCAGGTAGGTGG — 401 5!
6 CACCAACATCCTGTTCATGC GCTAGAAACATCCCTGTTGC 296 5!
7 AGAGGGAAGAACTGAGAAGG CAGCCACGATTTCACTTTGC 256 5!

GGAAGTGGTAGATCTTCAGG GCAGCTTCTCCAATATCACC

-IEGCTGGTACTACTGTC GACTAAGACACC '*!i

—.nTTI TAAACAGAGACC CACAGAGTCTTGTCCTAAGC 313 5.

T
12 TTAACCAGACAAGATGGACC CCCTTCCAACTGTTTTATGG 321 g.l
13 CTTATCTCGCCAATGCAGTT TACAAGGCGGTTGTCATCAG 238 )
14 GGAATGATAGGATGCTGTGG GCAGGAGTGCGCAGGAGTGC 450 5!

15 CAGGCACTCTATTCTGTCTA GGAAATACAACACACACACT 280 6.



= In 100 DNA—S‘ampIes from subjects Wlth non-'
syndromic CL/P,

= 21 variant sites were identified.

= All were single nucleotide changes,

= comprising 14 transitions (five in coding |
s

ﬂ@l’ons) o ——
rsions (one in a coding region)




= [he coding regions of p63.contained six
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= The three hon;synonymous_vériants, 269C T,
=~ 9O37A G, and 1690G C, have not been
reported previously.

= One non-synonymous variant was found in
each of three patients;

= all were sporadic cases, with no anomalies
o Dbesides the oral clefts, normal radiegraphsiefi-
. hands,and'feet (data not shown), no
consanguinity, normal development, and__..
different geographic origins.




Table 3 Variant sites of P63 found in 100 Thai patients with nonsyndromic CL/P
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- 462+39 > " lntron 4 TA — 6 (
463-49 Intron 4 T A - 1 (
463-42 Intron 4 G A - 1 4_4
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463-41 Intron 4 G A — 1 (
I — |- e
463-40 Intron 4 T A - 1 (
649+42 Intron 5 G A
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W Exon 8 R313G 1

1013-22 Intron 8 A G — 23

1095+79 Intron 9 A G — 41 1]

1218 Exon 10 CT H406H 1 (
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Figure 1 Clinical features of patients with non-synonymous variants. The left,
middle, and right panels relate to patients 1, 2, and 3, respectively. Note that there
were no other dysmorphic features besides oral clefts in all three patients. Written

consents were obtained from the patients’ legal guardians for publication of the
Images.




Patient 1 Patient 2 Patient 3
269C=T [590L) @3I7AG RIN3G) 16905G>C (D564H)
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Figure 2 Mutation analysis. The left, middle, and right panels relate to patients 1, 2,
and 3, respectively. Electropherograms of (A) patients, showing 269C T, 937A G, and
1690G C (arrows) in patients 1, 2, and 3, respectively; and (B) controls, showing
normal genotypes at codons 269 as CC, 937 AA and 1690 GG (arrows).
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= Thewvariantis a nonconservatlve substltutlon predlcte ‘toresultint
- conversion of an argimine to glycine (R31BG) Arginine Is a polar,
. positively-charged amino acid while glycine is non-polar.

= The arginine at codon 313 Is evolutionarily conserved in all
examined vertebrates, including rat, mouse, chicken, frog, and
zebrafish.

= |tis inthe DB domain, a functionally important area, present in all
Isotypes of p63. A previously reported mutation in p63, D312H, has
been found in patients with EEC syndrome and occurs just one
ineracidN-terminal to the mutation found.in our patient. st

T
Wamaging.

= The variant apparently arose de novo

= |t was not identified in a cohort of 500 control individuals.




f_-,th‘é D63 R3 13G mutation is associated with

fh-

non-syndromic CL/P highlights the wide
phenotypic spectrum of p63 mutations
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