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Expression pattern of p63 and p73 isoforms in cervical carcinoma

Inthira Tussakhon', Temduang Limpaiboon', Chanvit Leelayuwat', Chanitra Thuwajit®,
Anucha Puapairoj’®, Patcharee Jearanaikoon'*

Abstract

Tumor suppressor p53 function is downregulated in most cervical cancers because of its binding to
humanpapilloma virus oncoprotein E6 targeting to degradation via ubiquitin proteolysis. Even though,
both p63 and p73 share significant homology in structure and function to p53, p63 and p73 encode
truncated N-terminal or delta-N isoforms (ANp63 and ANp73) which can inhibit trans-activation of full
length isoforms (TAp63 and TAp73). Therefore, overexpression of AN isoforms can exert as epigenetic
inhibitor of wild type proteins. The aim of this study was to determine whether expression profile of p63
and p73 isoforms are useful markers for predicting tumor progression in cervical cancer. All transcripts
were measured using real-time RT-PCR in 66 squamous cell carcinoma (SCCA), 64 cervical dysplasia
(31 low grade squamous intra-epithelials lesion; LSIL and 33 high grade squamous intra-epithelials
lesion; HSIL) and 31 normal cervix. TAp73 but not TAp63 was significantly up-regulated with respect
to the progression from LSIL to HSIL and SCCA whereas, both ANp73 and ANp63 were up-regulated
in SCCA comparing to normal (P < 0.05, Mann-Whitney test). Moreover, ANp63 transcripts in SCCA
show a significant up-regulation than normal, LSIL, and HSIL with P value = 0.003, < 0.001, and
= 0.002, respectively. This data indicated that ANp63 rather than ANp73 could predict cancer progression
from dysplasia to more advance stage. The ratio of isoforms fraction was further evaluated as potential
marker to predict cancer progression. Significant P value was earlier obtained at LSIL to HSIL when
using the ratio between TAp73 and ANp73 isoforms. In conclusion, p73 isoforms ratio is considered as

an early potential marker to predict cancer progression from LSIL to HSIL and SCCA.
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M50 1 1 AU YolnTINe3 mSU real time RT-PCR

Forward primer
. Reverse primer Products size

primers
sequence (5°-3%) sequence (5°-3”) (bp)
GTC CCA GAG CAC ACA | GAG GAG CCG TTC TGA ATC

TAp63 266
GAC AA TG
CTG GAA AAC AAT GCC | GGG TGA TGG AGA GAG AGC

ANp63 197
CAG AC AT
GGC TGC GAC GGC TGC | GCT CAG CAG ATT GAA CTG

TAp73 257
AGA GC GGCCATG
CAA ACG GCC CGC ATG | TGG TCC ATG GTG CTG CTC

ANp73 256
TTC CC AGC
TCA TCA GCA ATG CCT

GAPDH TGG GTG GCA GTG ATG GCA 118
CCT GCA
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MsNn 2 1 a9 Az wlumsm real time RT-PCR 9899u p63 uaz p73 lagia3ed Rotor Gene

3000
Reagent and
TAp63* Anp63 TAp73 Anp73 GAPDH
condition
Total volume (L) 20 25 25 25 25
PCR bffer X) 1 1 1 1
DNTPs (uM) 100 100 100 100
MgCl, (mM) 4 2 4 4
Primer (Pmole) 10 5 10 5 5
SYBR GreenI  (X) 0.6 0.6 0.6 0.6
Taq polymerase (unit) 3 3 3 3
DMSO (%) - - - 6 -
10ng/ul. cDNA  (uL) 5 5 5 5 5
1 cycle at 95°C 300 s
40 cycle at 95°C 30 s
Annealing temperature (°C) 30 s
PCR cycle 63 64 68 68 54
Extension at 72°C 30 s
Detection (°C) 15 s
85 89 90 88 86
1 cycle at 72°C 300 s
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