TAP CHI NGHIEN ClPU Y HOC

BUOC DAU PANH GIA GENOTYPE CUA HUMAN
PAPILLOMAVIRUS TAI MO UNG THWY AM HO
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3Bénh vién Phu san Trung wong

Ung thwrdm hé (UTAH) Ia mét ung thu sinh duc it gap véi tén thuong té bao vay Ia chd yéu va ti 1é nhiém Human

papillomavirus (HPV) taimé UTAH khac nhau trén thé gi6i. Nghién ciru nham buréc dau danh gié genotype ctia HPV

va tén thuong mé bénh hoc tai mé ung thu &m hé tuoi. Nghién ctru mé ta cét ngang duoc tién hanh trén 24 bénh

nhén ung thu&m hé thu nhan theo phuong phap ldy méu thuan tién tir Bénh vién Phu sén Trung wong va Bénh vién

Ung buéu thanh phé HS Chi Minh. Két qua xac dinh genotype bang ky thuét reverse dot blot chi ra 3/24 mé UTAH
va 3/22 mé UTAH té bao vay nhiém HPV, trong d6 2/3 mé UTAH truong hop nhiém HPV16. Khéng phén lap duoc
HPV ttr ung thu té bao day va ung thu té bao hac té HPV khéng phai Ia yéu t6 chinh lién quan t6i ung thu am ho.

Twr khéa: Human Papillomavirus, genotype, ung thw am h

I. DAT VAN DE

Theo b&o cdo cla Trung tam HPV thé gidi,
tai Viét Nam, ung thw am hod (UTAH) xuét hién
véi tAn suédt rat thdp, wéc ching 0,4 - 0,9
bénh nhan/100.000 phuy ni mac hang nam
[1]. Khac v&i ung thw ¢ tir cung, ti 1&é Human
papillomavirus (HPV) phan lap dwoc tai cac mé
ung thw cb t&r cung t& 80 -90%, thi tai cac md
UTAH, ti 1é HPV chi khoang 30 — 60% [2 - 5].

HPV - virus lay truyén qua quan hé tinh duc,
duoc ciu tao bdi 8 doan gen mé tao thanh
chubi xoan kép DNA kich thwéc khodng 8 kb.
Céc gen ma héa tién ung thw E6, E7 tdng hop
céc protein tac ddng vao gen ap ché ung thw va
qua trinh phan bao cla té bao chd. Gen ma héa
L1 téng hop protein L1 c6 chirc nang nhan dién
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va bam vao mang t& bao chi. Gen L1 bén virng
nhét trong bd gen ctia HPV, do d6 gen L1 dwoc
st dung dé xac dinh typ ctia HPV. HPV duoc
chia 1am 2 nhém: nhém nguy co cao (HPV16,
18, 31, 33, 35, 39, 45, 51, 52, 53, 58, 59, 66, 68,
73, 83...) vanhom it nguy co (HPVS, 11, 40, 42,
43,54,61,70,72,81...) [6].

Céac nghién ctru trén thé gioi chi ra ti &
nhiém HPV tai mé UTAH dao dong twr 34% —
62%, trong d6 nhidm HPV 16 la phd bién [2
- 5]. Cac typ HPV nguy co cao khac thudng
gap khéng twong dong gitra cac nghién clru,
nhw HPV33 tai Ha Lan, HPV89 tai Thai Lan va
khong thdy sw xuét hién cia HPV18 [4; 5]. Sw
phan bb genotype ctia HPV tai mé UTAH dudng
nhw khac biét v&i sy phan bd HPV tai ung thw
cb t&r cung [7; 8]. Cac nghién cru trén thé gidi
ciing chi ra tén thwong mé bénh hoc loai ung
thw biéu mé vay thweng gap nhét trong sb cac
UTAH. Céc nghién ctru vé ung thu biéu mé day,
ung thw t& bao héc td thwong dwoc cong bd
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v&i ¢ mau han ché tir 1 dén 2 bénh nhan [4;
9 - 12]. Cho t&i hién nay, tai Viét Nam, chuwa
c6 nghién ctru nao cbéng b6 ti 1& nhiém HPV tai
md UTAH twoi cling nhw mé ta tén thwong md
bénh hoc UTAH. Liéu vic -xin Cervarix phong
nhiém HPV16, 18 va Gardasil phong nhiém
HPV6, 11, 16, 18 co hiéu qua trong cong tac
phong nhiém HPV tai mé am hd? Vi vay, nghién
ctvu clia ching to6i nham: bwdc dau danh gia
genotype clia HPV va tén thwong mé bénh hoc
tai moé UTAH twoi dé gép phan vao hoach dinh
chién lwoc phong nhiém HPV am ho.
I. DOI TUQNG VA PHUONG PHAP
1. Béi twong

Tiéu chuén lwa chon

24 bénh nhan sau khi dwoc chan doan
UTAH bdi bac sy chuyén khoa San Phu khoa
va co chi dinh phau thuat diéu trj ttr 7/ 2013 —
10/2018 tai bénh vién Phu san Trung wong va
bénh vién Ung bwéu thanh phd H6 Chi Minh sé
dwoc moi tham gia va lay chap thuan nghién
clru.

Tiéu chuén loai trce

Céac bénh nhan UTAH tai phat sau phau
thuat hoac da xa tri s&€ khéng m&i vao tham gia
nghién ctru.
2. Phwong phéap

Thu thap va bdo quan méau nghién ciru

Mau md UTAH sau phau thuat vai kich c&
0,2 x 0,2 x 0,3 cm dau tién dwoc dwng trong
dng nghiém cé nép van chat, bao quan trong

nito’ 1dng phuc vu cho céng tac phan tich gen.
M&u mo tiép theo dwoc bdo quan ngay trong
dung dich formaldehyd 5% doi duc nén trong
vong 48 gid phuc vu céng tac chan doan mé
bénh hoc. 24 mau mé twoi twong (rng Vo khoi
nén chan doan xac dinh UTAH bang phuwong
phap md bénh hoc duoc lwa chon, dé tiép tuc
phén tich gen tai Trung tdm Nghién clru Gen va
Protein tai Trwong Dai hoc Y Ha Nbi.

Ky thuat phan tich

Tach DNA

DNA cua HPV dugc tach tr 25ug mé UTAH
twoi bang hoa chit DNA Miniprep kit (Sigma-
Aldric, Blrc) theo huwéng dan clia nha san xuét.
Po tinh sach va n6ng dd DNA sau khi tach
duwogc do & budc song 260 va 280 nm trén may
Nanodrop 100 spectrophotometor (My). Nhirng
m&u DNA dat ti 16 OD tir 1,6 dén 1,96 dugc
Iwa chon cho giai doan khuyéch daigen L1 xac
dinh HPV.

Xac dinh HPV

Khuéch dai doan gen HPV L1 bdi cap
moéi GP5+/6+ s dung enzym chiu nhiét Taq
polymerase Gold. Mau DNA am tinh vé&i cap
moi gbc GP5+/6+ tiép tuc dwoc khuéch dai boi
cép moi bd sung. Cac cap mdi gbc GP5+/6+
, GP5+/6+ bb sung da dwoc cac nghién clru
trwéc khuéceh dai thanh cong [6; 7]. Trinh tw moi
(5'-3’) dworc mo ta chi tiét & bang 1.
3. Xt ly s6 liéu

St dung phan mém théng ké y hoc dé tinh ti
I& phan tram cua cac bién sb.

Bang 1. Trinh tw cac cap méi GP5+/ 6+ cap mdi b6 sung

Cap moi Trinh tw Kich thwéc (bp)
GP5+ tttgttactgtggtagatactac 23
GP6+ gaaaaataaactgtaaatcatattc 25
GP5+M1 tttrttactgttgtwgatactac 23
GP5+M2 tgtwactgttgtwgataccac 21
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Cap moi Trinh tw Kich thwéc (Bp)
GP5+M3 gtwactgttgtrgacaccac 20
GP6+M1 aattgaaawataaactgtaawtcatattc 29
GP6+M2 gaaacataaaytgtaaatcawattc 25
GP6+M3 gaaaaataaaytgcaaatcawactc 25

(GP5+: méi xubi’: GP6+: mdi nguoc; R: C hodc T: W: A hodc T: Y A hodc G)

Thé tich phan (rng khuéch dai 30 ul gom:
3,0 pl of DNA (100-200 ng), 70 nmol méi cap
mdi, 3,5 mmol MgCI2, 600 umol dNTP va
1,5 U enzym chju nhiét AmpliTag DNA Gold.
Phan (ng thwc hién trén may Biometra T
Professional Thermocycler theo cac budc:
bién tinh & 94°C trong 10 phut, 45 chu ky
cho mbi gbc gdbm: 94°C/ 45 giay, 48°C/ 4 giay,
38°C/30 giay, 42°C/5 giay, va gan & 71°C/90
giay, kéo dai 72°C/10 phut; 45 chu ky cho mdi
bd sung gdm 95°C/30 giay, 45°C/30 giay, gan
74°C/30 giay, kéo dai 74°C/10 phut.

San pham khuéch dai dwoc kiém tra bang

ll. KET QUA

phuwong phap dién di. BDoan bang kich thuwdc
140 bp xuat hién trén gel agarose 2% nhudém
trong ethidium bromide la bang chirng HPV
dwong tinh. Nhitng mau bénh phdm twong
rng v&i bang dwong cé sir dung médt trong
hai cap mdi trén dwoc xac nhan nhiém HPV,
am tinh v&i hai cdp mdi dwoc xac nhan khong
nhiém HPV.
4. Dao dirc nghién ctru

Nghién ctu da dwoc chip thuan bdi Hoi
dbéng dao dirc Trwdng Pai hoc Y Duoc Hai
Phong (s6 7/2011/HDDD chép thuan ngay 23
thang 7 nam 2011).

Tudi trung binh cta dbi twong nghién ciru twong déi cao, 65,8 + 13,5; hau hét bénh nhan trén 55
tudi, duy nhat c6 01 bénh nhan & do tudi sinh san — 25 tui.

Két quad moé bénh hoc cho thdy 22/24 (92,6%) bénh nhan mac UTAH dang té bao vay, 01 bénh
nhan con lai ung thw té bao day (4,2%) va 01 ung thw té bao hac t6 (4,2%), khéng cé bénh nhan nao

mé&c ung thw té bao tuyén.

T 24 mau md UTAH twoi, ching t6i phan 1ap dwoc HPV tai 3 mau bénh phém, trong 4o, 2
trwdng hop don nhiém HPV nguy co cao (HPV16) va 1 truéng hop déng nhiém ca HPV nguy co

cao (HPV35) va nguy co thap (HPV11, 81). Chi tiét dwo'c mo ta trong bang 2.
Bang 2.Genotype ctia HPV tai mé UTAH

x S6 lwong Ti lé phan tram
Nhiem HPV
(N = 24) (%)
HPV am tinh 21 87,5
HPV duwong tinh 3 12,5
HPV genotype
HPV 16 2 66,7
HPV 11, 35, 81 1 33,3

Trong sb 24 bénh nhan méc UTAH, toan bd 03 bénh nhan nhiém HPV déu c6 tén thwong ung thw
té bao vay vai ti 1é thdp 3/22, cac bénh nhan méc ung thw am ho té bao day, té bao héc té hoan toan
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khong nhiém HPV, chi tiét tai bang 3.

Bang 3. Lién quan giira tinh trang nhiém HPV va tén thwong mé bénh hoc tai mé UTAH

Loai tén thwong HPV ] R HP,V Tong

dwong tinh am tinh N %
Ung thu té bao vay 3 19 22 92,6
Ung thu té bao day 0 1 1 42
Ung thu té bao hac té 0 1 1 42
Ung thw té bao tuyén 0 0 0 0
Tbng sb6 3 21 22 100

IV. BAN LUAN

Két qua cta nghién ctu cho thdy, d6 tubi
trung binh cGia bénh nhan mac UTAH la 65,8
tudi, cao hon so v&i nhém bénh nhan tai Thai
Lan (57,9 tudi), Blc (55,5 tudi) nhung thap
hon so voi Israel (72,4 tudi) [2; 3; 5]. Tuy nhién,
cling gidng nhw két qua cta chung t6i, hau hét
bénh nhan da & d6 tudi man duc. Diéu d6 co
thé dwoc ly gidi bdi tinh trang nhiém HPV hau
hét & phu ni¥ trong do tudi hoat doéng tinh duc,
sau tir 6 -12 thang gay tén thwong mod, hau hét
HPV bi loai trir b&i hé thdng mién dich [13; 14].
HPV nhém nguy co cao thoat khéi sw kiém soat
ctia hé théng mién dich, tén tai dai dang, ton
thwong tién trién am tham va biéu hién &c tinh
trung binh khoang sau 10 ndm nhiém HPV [15].
Trong khi d6, da s& bénh nhan méac ung thw cé
tlr cung bat dau bwédc sang dod tudi suy gidm
hoat déng tinh duc [7]. C6 1& yéu td nguy co
ctia UTAH khong phai 1a HPV nén hau hét bénh
nhan méac bénh & dd tudi mudn hon so vai ung
thw ¢b t&r cung.

Néu nhw ton thwong mo bénh hoc tai mé ung
thw cb t& cung chd yéu 1a ung thu té bao vay,
tiép theo lan lwot 1a ung thw té bao tuyén, ung
thw hdn hop tuyén vay, ung thu té bao kinh thi
tai mdé UTAH, cac dang té bao ung thw 1an luot
gdm: ung thw té bao vay, ung thw té bao day va
ung thw té bao héc tb, khdng cé bénh nhan ung

thw t& bao tuyén [11]. Cling nhw nghién ctru
cta Golasian H va Pisani C, ung thu t& bao day
va ung thw t& bao héc t& am ho rat it gap trong
coéng déng [9; 10]. C6 thé do vi tri cAu tao gidi
phau va md hoc hodc dac diém mién dich cla
cac té bao day ma cac tac nhan gay ung thw
kho cé thé xam nhap vao té bao day cla am
ho, tham chi, v&i ti 1&é méc cao nhw ung thw cb
t&r cung cling khéng c6 ung thw t& bao day [7].
Tuy nhién, cling twvong tw nhw bénh nhan ung
thw té bao day trong nghién clru ctia Aimee C,
ung thw xuat hién & d6 tudi rat tré, 20 tudi, bénh
nhan ung thw t& bao day cta nghién cru ciing
& do tudi 25 [11]. Trai voi két qua ung thw té
bao day, mac du ung thw t& bao héc td chiém ti
I& rét thap, khoang 3% so v&i cac ung thuw am
hé nhwng thuweng xuét hién & phu niv dang &
do tudi man duc [9; 16]. Két qua vé do tudi cla
nhém UTAH té bao hac td hoan toan twong tw
véi két qua cia nghién ciu - bénh nhan mac
ung thw té bao héc té & do tudi 85. C6 thé cac
yéu t6 vé& hormon ciing lién quan t&i ung thw
té bao hac t6. Can cé nghién ctru vé cac yéu
t6 dich té khac lién quan t&i UTAH ngoai yéu
t6 HPV.

Ti 1& nhiém HPV & cua nghién ctru chi co
12,5%, th&p hon rét nhiéu so véi cac nghién
clru cua Efraim S. (60%), Monica H. (60,4%),
Hedwig P.van de N. (34,5%), Sumalee S. (62%)
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[2 - 5]. Cling nhw cac nghién ctru trén, tinh trang
don nhiém va nhiém HPV16 van |a typ phd bién
tai md UTAH. Tuy nhién, két qua vé genotype
cla HPV drng thtr 2 sau HPV16 lai co sw khac
nhau: tai Ha Lan la HPV33 va tai Thai Lan la
HPV89, trong khi d6, két qua ctia nghién ctru |a
s déng nhiém ca HPV nguy co thap — HPV11,
81 va HPV nguy co cao - HPV35. Twong tw
nhw cac cong bd trén thé gidi, c& mau UTAH
ludn rét it, nhwng nghién cu cling chi ra rang,
nhiém HPV16 phd bién tai UTAH, the dén
HPV35. C6 thé do su khac biét vé 16i séng, vé
dia ly d&n dén sy khac biét vé ti 1& nhiém HPV,
genotype clia HPV & Viét Nam so v&i cac nwéc
khac va co Ié ca tac nhan gay UTAH tai Viét
Nam khac biét so v&i cac nwéece trén.

Trong s6 24 bénh nhan mac UTAH, toan bd
03 bénh nhan nhiém HPV déu c6 tén thuwong
ung thw té bao vay vai ti 1é thap 3/22, cac bénh
nhan mac ung thw am ho té bao day, té bao héc
t6 hoan toan khong nhiém HPV. Tuwong tw nhw
cac nghién ciru trén thé gioi, van dé khong
phan lap dwoc HPV tir ung thu té bao day va té
bao héc t6 da goi y yéu t6 lién quan dén 02 loai
tdn thwong nay chac khéng phai ti viéc nhiém
HPV. Véi @6 tudi man duc & bénh nhan méc
ung thw t& bao hic té, c6 1& ung thw té bao héc
t6 lién quan t&i yéu td noi tiét hoac cac yéu td
khac ma hoan toan khéng lién quan dén HPV.

Ciing nhu két qua nghién cru cta Pisani C
va Aimee C, ung thw té bao day xuét hién voi
tan suat rat thAp v&i bénh nhan dang do tudi
sinh dé, nhwng khéng phan lap dwgc HPV tw
md ton thwong cGa bénh nhan [10; 11]. Trong
khi hau hét cac nghién ctru trwérc d6 déu chira
rang, ung thw t& bao day am ho thwdng xuét
hién & phu ni ¢ d6 tudi trung binh 70 tudi [14].
Chac chén, tia tir ngoai khéng tac déng dén
vung da &m ho dé co thé gay tén thwong té bao
day nhw ung thw dau, cb [12]. C6 thé c& mau
trong cac nghién clru ung thuw t& bao day qua
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it nén cac yéu td dich té& lien quan chwa dwoc
khai thac. Cac cong bd trwéc day cling chua
tim thay yéu té nguy co clia ung thw té bao day
[10; 11].Can c6 cac nghién ctru vé dich t& hoc
dé phat hién yéu té lién quan dén ung thw té
bao day am ho.

Ung thw té bao vay thwdng gap nhat &
nhirng bénh nhan mac UTAH véi ti 1&é nhiém
HPV tr 18 - 75% tuy ttrng vung dia ly khac nhau
[17]. Nhw vay, két qua nhiém HPV 3/22 (13,6%)
tai md UTAH té bao vay cla nghién ctru ciing
th4p hon so v&i cac cong bd trwdc do. Co 1&
yéu tb lién quan t&i ung thw té bao vay am ho
khac biét thuc sy bi &nh hwéng béi yéu té dia
ly, 16i sbéng cudia tirng vung mién.

V. KET LUAN

Mac du c& mau trong nghién clru clia ching
tdi thwe sw khiém tén, nhwng ciing da chira, do
tudi mac UTAH kha cao, trir ung thu té bao day.
Ung thw t& bao vay chiém da sé va cac té bao
ung thw vay dé nhiém HPV hon ung thu té bao
day va té bao hac t6. HPV16 |a typ phd bién
nhat tai UTAH, tiép dén HPV35. HPV khéng
phai la tac nhan chinh lién quan t&i ung thu &m
ho.

Loi cam on

Nhoém tac gia gii 161 cdm on sy dong goép
nhiét thanh clia Bac sy Nguyén Van Tién -
Trwdng khoa Ngoai 1 va Bac sj Nguyén Van
Thanh —Trwédng khoa Giédi phau bénh, Bénh
vién Ung bwéu thanh phé H6 Chi Minh, PGS.
TS Lé Quang Vinh — Trwéng khoa Giai phau
bénh, Bénh vién Phu san Trung wong da giup
chung t6i trong qua trinh 14y bénh pham.
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Summary
PRELIMITARY ESTIMATION OF HUMAN PAPILLOMAVIRUS
GENOTYPE IN VULVAR CANCER TISSUES

Vulvar cancer is a rare genital cancer with the highest histology prevalent belongs to squamous
cell carcinoma, and the prevalence of Human papillomavirus (HPV) infection in vulvar cancer
tissue is variable worldwide. The objective of this study was to identify HPV genotype and
histology in fresh vulvar cancer tissue. This cross-sectional study was conducted on 24 patients
with vulvar cancer by convenient collection method from the National Hospital of Obstetrics and
Gynecology and Ho Chi Minh City Oncology Hospital. The results of HPV genotype by reverse
dot blot technique was 3/24 of vulvar cancer tissue and 3/22 of squamous cell carcinoma infected
with HPV, of which 2/3 of those were infected with HPV16. HPV was not isolated from basal cell
carcinoma and melanoma. We observed that HPV is not the main factor related to vulvar cancer.

Keywords: Human papillomavirus, genotype, vulvar cancer.
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