Qs ]
unaaga

SWALAINTT: RMU5380038
Falasens: Qmﬁnwmzmwn:maﬂﬂiﬁu E6 484 human papillomavirus 16 Asian variant lhn13

1 =

ﬂammmﬂmgﬂ
Fawndvw uazdnniw:  eavw. winla iigInas

mﬂfimﬁ;a%ﬁwm ATAUANYANFNT URIINUIRUVDULA
E-mail Address: chapie@kku.ac.th
szgzalasenis: 3 O
High risk human papillomavirus type 16 As variant (HPV16 As variant) Wuilaapiiesnd
v o &o , = v A = A2 Ao & A a

m'];uauwufﬁnumiﬂaumamﬂmgﬂlug%m‘,ﬂwmmsﬂﬂmmammqﬂszaamwaaﬁmﬂ
AMANHIAZVDILAZNA INTAEITRINUNMINITeNzITU89 E6 gene variation (E6D25E) 283i%8
HPV16 As I@m‘ﬁ’m’lia{’m expression vector, retrovirus vector LRz lentivirus vectors NHI
E6D25E uaz E6 prototype (E6Pro) LHaltnamouqmuautialuniulsdu EeAP uazinly
transduce L1114 cervical keratinocyte %38 HCKAT uwe@nswinfived E6D25E ¢an13uLiina
WANINUIUVBILTAR QNIUBYRAY P53, LLazwa@iamsmz@ju interferon regulatory factor genes
(IRFs) awadansiAsulilaanid epigenetic L% NINITLGUNILEAIBBNYEI miR-21, histone
deacetylases 6 (HDAC-6) wananieiguan1suaadaanvad protein profile lasidIuuifinumiy
HPV16 E6Pro Wan13@nsn wuinlydséu EeD25E a9l aNtAILNL E6AP I@iniian E6Pro
RIWANNRINITONBNZLSINUIN E6D25E #l HCKAT sinstiuswinlaatndaiiiay laod
doubling time ti¥inAUlYTAY E6Pro TIuMIanNaNIaaans 1UsAY p53 waz p21 luwandnsann

& ) e o s 1 =3 1 1
11/56% E6Pro 61541Lﬂuqmamummmylumsnamm WRzWUIN 1136 E6D25E ez E6Pro AHada
mummaaﬂmaﬁﬂumjw IRFs lad9nulaswy down-regulation 189 IRF-1 W& IRF-7 mRNA

{ A v U =
Tumaaninnsuansaanvaslilsin EeD25E Gelinamanndasnunsanaduas IFN-O uaz IFN-B
WaldSuuNaunULTaaNANILEaIaanuad E6Pro luwn13dnuniheadwuin v E6D25E 13130
nIzduMILEAIaanTad  miR-21 Vl@i”gaﬂdﬂﬂiau E6Pro 1umaf§mﬁamﬂmgﬂ uaz
transduced HCK1T cells ﬁLﬁmﬂ’mlﬁ condition medium L% condition medium mmmaﬁr Hela
cells wazlw transduced HCK1T cells 7% E6Pro din1susadaanvadlisdu HDACS NN
a o e a =< RS a &a
WU UNULTRANANITWEAIBaNUDI E6D25E Iumsﬂnmumvl,@mmmgﬂLLuumaaIﬂwﬂuwmaw
P = ~ o & A A o
INILRAIAANUAY E6Pro LSHUNSUNLLTRANANIILEAI0aNUDd E6D25E WUANAUTA I
niue 9 90 Nlnsuaaseanuandiuadiitbidy wansdnsiinudnllsdin EeD2sE {
amavdanszdulfiaadifounaodunzielalidnsanldsén  EsPro ud EeD25E  w1azdl
o a ' t:i A d.ly a a v > o v 1 |
uwmwmmymamﬂﬂawuﬂmLsnaamLmalumwaumaﬂguqunmmzmlv\LmaaﬂumﬂﬂﬂawsLﬂu
a & A oA v & ' A o o @ ' =

nmz@abanuuiiaiialasinin EePro Guduilassdmanlunstauzise

AMAAN: HPV16; E6D25E; human cervical keratinocyte;



Abstract

Project Code: RMU5380038
Project Title: Characteristics of the Asian HPV16 E6 variant in cervical carcinogenesis
Investigator: Assoc. Prof. Dr. Chamsai Pientong, M.D., Dr.Sc.Hum.
E-mail Address: chapie@kku.ac.th
Project Period: 3 years

High risk human papillomavirus type 16 has previously been classified into four major
lineages and HPV 16 Asian variant (HPV16 As variant) is frequently found in Asian population.
A common gene variation classified as HPV16 As variant is 178 (T>G) that is localized in the
E6 oncogene, and leads to an amino acid change from aspartic acid (D) to glutamic acid (E)
or E6D25E. HPV16 As variant was identified as the associated risk for cervical cancer in Thai
population as well as in Asian population. This study aimed to construct plasmid vector
containing E6D25E (E6As) and determine its function by binding E6AP compared to E6
prototype (E6Pro). The recombinant retrovirus and lentivirus tet system containing E6D25E and
E6Pro genes were prepared and used to establish the stable transduced cervical keratinocytes
or HCK1T cells. The oncogenic properties of E6D25E such as cell proliferation, p53
degradation and expression of interferon regulatory factors (IRFs) as well as the specific effects
on miR-21, histone deacetylases 6 (HDAC-6) were investigated and compared to E6Pro.
The result showed that E6D25E protein still maintains E6 function by binding with E6AP
protein. E6D25E induces cell proliferation by extension of cell life span, the Proliferation
Doubling time of the E6D25E and E6-Pro expressing HCK1T cells are comparable as well as
degradation of p53 protein and p21 protein, which is a hallmark of cancer cell. Moreover,
E6D25E and E6Pro exhibited the different effects on IRF genes.; E6D25E suppressed IRF-1
and IRF-7 corresponding with low level of IFNa and [, whereas the E6Pro suppressed IRF-3.
For activity on epigenetic change, E6D25E showed higher activity of miR-21 induction than
E6Pro in transient transfection model, corresponding with the stable transduced HCK1T cells
treated with Hela-CM than treated with CM that miR-21 was higher upregulated in E6D25E than
E6Pro expressing HCK1T. In addition, E6-Pro protein induced high HDAC6 expression but
could not observe by E6D25E. Interestingly, 9 spots of protein profile were detected with
significant different intensity between E6D25E and E6 Pro expressing HCK1T. These result
demonstrated that E6D25E maintains the oncogenic properties similar to E6Pro and has
different specific activities from E6Pro on invasion of the innate immunity and high ability of
HPV persistent promotion that support high potential oncogenicity of HPV16 As variant.
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