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Tém tat

Pat van dé: Nhiém trung HPV la nguyén nhan chinh gy ung thu ¢ t& cung (UTCTC). Phat hién HPV va xac
dinh type HPV gilip chan doan, diéu tri hop ly va tién lwgng cac trwdng hop viém/UTCTC. Muc tiéu: Xac dinh
ty lé cac type HPV cd nguy co gay UTCTC va cac loai hinh nhiém type HPV. Phwong phap: 177 mau dich cd tir
cung duoc lay tir bénh nhan duoc chin dodn viém hodc cé bat thudng & két qua phét t& bao cb tlr cung tai
Bénh vién Truong Dai hoc Y Dugc. Thuc hién ki thuat real-time PCR phat hién nhiém HPV va ki thuat reverse
Dot-Blot xac dinh genotype HPV tir nhitng mau PCR duong tinh. K&t qua: 7 type HPV nguy co cao duoc xac
dinh, thwong gép nhat 1a type 18 (74,6%) va type 16 (37,6%). Loai hinh don nhiém chiém 30,4% va da nhiém
chiém ty |& cao hon (69,6%), trong d6é déng nhiém 2 va 3 type HPV thuong gip nhat (32,2% va 20,3%). Két
luan: Phéi hop ki thuat real-time PCR va reverse Dot-Blot cho phép xac dinh type HPV nguy co cao gdy UTCTC
va céc loai hinh nhiém HPV.

Ttr khod: reverse DOT-BLOT, real-time PCR, PCR, ung thu cé ti cung, type HPV

Abstract

APPLICATION OF REAL-TIME PCR TECHNIQUE AND REVERSE
DOT-BLOT FOR DETECTION THE HIGH RISK TYPES OF HUMAN
PAPILLOMAVIRUS CAUSING CERVICAL CANCER
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Introduction: Infection with HPV is the main cause of cervical cancer. Determining HPV infection and
the types of HPV plays an important role in diagnosis, treatment and prognosis of cervicitis/cervical cancer.
Aims: Determining proportion of high-risk HPV types and the occurrence of coinfection with multiple HPV
types. Methods: 177 women with cervicitis or abnormal Pap smear result were enrolled in the study.
Performing the real-time PCR for detecting HPV and the reverse DOT-BLOT assay for determining type of HPV
in cases of positive PCR. Results: 7 types of high-risk HPV was dectected, the majority of these types were
HPV type 18 (74.6%) and HPV type 16 (37.6%); the proportion of infection with only one type of HPV was
30.4% and coinfection with multiple HPV types was higher (69.6%), the coinfected cases with 2 and 3 types
were dominated (32.2% and 20.3%, respectively) and the coinfected cases with 4 and 5 types were rare.
Conclusion: Use of the real-time PCR and reverse DOT-BLOT assay can determine the high-risk HPV types and
the occurrence of coinfection with multiple HPV types.
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1. DAT VAN DE HPV duorc chia thanh hai nhém nguy co gdy UTCTC:
HPV I3 tdc nhan virus gay nhiém trung dudng nhom HPV cé nguy co cao va nhdm HPV cd nguy
sinh duc thudng gdp nhat. HPV dugc xéc dinh 1a co thap, nhiém HPV type cé nguy co cao 1a nguyén
nguyén nhan gay ung thu cd t& cung (UTCTC) va nhan chi yéu dan dén ung thu cd tir cung, trong
céc tién thuong tén cla ching. Dwa vao kiéu gen, s6 hon 200 type HPV khac nhau d3 duorc xac dinh,
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cac type cé nguy co gay ung thu cao phd bién 13 16,
18, 33, 45, 56 va 58 [1]currently consisting of 79
fully characterized human PV (HPV. Nghién clru cla
Ibeanu d3 wéc lvgng tan sudt nhiém HPV trong céc
trwdong hop UTCTC trén toan thé gidi 1én dén 95%
[2]. Ty 1&é nhiém HPV & phu nit thanh phd H6 Chi
Minh 13 8,34% [3]. Ti |& nhiém & truong hop cé t6n
thuwong t& bao ¢6 tlr cung tir ASCUS tr& [én & thanh
phd H6 Chi Minh |a 73,6% [4] va & Hué |a 55,4%.

Phat hién HPV va xac dinh type HPV gilp chan
dodn, diéu tri hop ly va tién lvgng cac trudng hop
viém/ung thu c6 tlr cung. Hién nay cé nhiéu phuong
phap xac dinh genotype HPV nhu ky thuat real-time
PCR da mdi, PCR phéi hop vdi ki thuat lai DNA, giai
trinh tw gen (sequencing), Hybrid Capture Il ... Viéc
lwa chon mdt phwong phap dé thuc hién, ré tién va
c6 thé phat hién dwoc déng thdi nhiéu type HPV ¢
nguy co cao gay UTCTC cd y nghia quan trong. Ky
thuat Hybrid Capture Il va PCR phéi hgp ky thuéat
lai DNA duoc cho la ky thuat cé d6 nhay cao tuong
duong [5]. V&i nhitng trang thiét bi vé ky thuat sinh
hoc phan tlr sdn cé tai phong thi nghiém cla bd mén
Vi sinh, chiing t6i thuc hién dé tai nay bang phoi hop
k{ thuat real-time PCR véi ki thuat lai DNA nham hai
muc tiéu sau:

- Xac dinh ty |é cac type HPV ¢ nguy co gdy ung
thu 6 tlr cung.

- Xac dinh cac loai hinh nhiém type HPV.

2.0l TUONG VA PHUONG PHAP NGHIEN
cuu

2.1. Poi twong nghién ctru: 177 mau dich c6 tir
cung duoc |ay tir bénh nhan dugc chin doan viém
hodc cé bat thuong & két qua phét té bao c6 tlr cung,
tai khoa San, bénh vién Trwdng Pai hoc Y Dugc Hué.

+ 61 18 45 58

6 70 31 51 59
11 71 33 52 66
42 81 35 53 68

43 16 39 56 82

2.2. Phuong phap nghién ctru: nghién ciru mé
ta cat ngang.

2.3. Tién hanh

- Bénh pham: dich c6 tr cung duoc |dy & phong
kham San phu khoa bing que tdm bong vo trung,
cho vao 6ng Eppendoft 1,5ml chira 400pl dém TE roi
chuy&n dén phong xét nghiém Vi sinh, bao quan &
-20°C cho dén khi thyc hién k{ thuat.

- Tdch chiét DNA: miu bénh pham duoc tan
déng & nhiét do phong, lac tron déu trén may
vortex BioRad, 18y 200pl va tach chiét DNA vé&i b kit
LightPowerpDNA Extraction Kit (Cong ty C6 phan
Cong nghé Viét A).

- Thuyee hién ky thudt real-time PCR phdt hién HPV:
|4y 5pl DNA d3 tach chiét cla méi mau bénh pham
cho vao dung dich phan &ng cta bd kit LightPower"
HPV Genotype rPCR (Céng ty C6 phan Céng nghé
Viét A) dé thuc hién ky thuat PCR theo nguyén ly
dung mau do TagMan dic hiéu cho HPV nhu quy
trinh hwéng dan, thuc hién trén may real-time PCR
Mx3000 (Stratagene, Hoa Ky).

- Thyc hién ky thuat reverse Dot-Blot xac dinh
genotype HPV: san pham PCR cé két qua duong
tinh véi HPV duwoc sir dung dé tién hanh ky thuat
lai DNA v&i cac dau do DNA dac hiéu cho cac kiéu
gen HPV (duoc gan sdn trén mang lai & céc vj tri
danh diu nhu hinh bén) theo quy trinh cla bé kit
LightPower¥» HPV Genotype PCR-RDB (Céng ty C6
phan Céng nghé Viét A) dé xac dinh kiéu gen. V&i bo
kit nay s& phat hién dwoc 16 kiéu gen HPV cé nguy
co cao: 16, 18, 31, 33, 35, 39, 45, 51, 52, 53, 56, 58,
59, 66, 68, 81 va 8 kiéu gen HPVcé nguy co thap: 6,
11, 40, 42, 43, 44, 54, 79. K&t qud duong tinh khi
thdy c6 chdm xanh xu&t hién trén mang lai, twong
trng vadi vi tri nao la genotype dé (Hinh 1)

Hinh 1. Vj tri kiéu gen HPV twong (rng trén mang lai va két qua dwong tinh véi genotype 6

- Xrly s6 liéu bang phan mém SPSS 16.0.

3. KET QUA

Thuc hién k§ thuat real-time PCR phéat hién HPV cho 177 mau dich ¢6 t& cung clia bénh nhan viém
hodc loan san cd tlr cung va ki thuat reverse Dot-Blot xac dinh type HPV trén mau nghiém PCR duong tinh,

ching téi c6 duogc két qua nhu sau:

I 100 JOURNAL OF MEDICINE AND PHARMACY



Tap chi Y Duoc hoc - Truong Dai hoc Y Dugc Hué - Tép 7, s6 3 - thdng 6/2017

3.1. Ty I& HPV dwong tinh dwoc phat hién bang ki thuat PCR
Bang 1. Ty |1é HPV duong tinh

HPV 6 lwgng (n) Ty 1€ (%)
Duwong tinh 59 33,3
Am tinh 118 66,7
T6ng coéng 177 100,0

Trong 177 mau dich c6 t& cung dugc lam PCR phat hién nhiém HPV, ty |1& duwong tinh 13 33,3%.

3.2. Ty lé cac type HPV duoc xac dinh & cac mau PCR dwong tinh

Bang ky thuat reverse DOT BLOT, chung tdi d3 xac dinh dwoc 9 type HPV khac nhau trong s8 59 mau PCR
duwong tinh véi HPV, gdbm cac loai hinh don nhiém va da nhiém, trong d6 cé 2 type HPV thudc nhdm cé nguy
co gdy UTCTC thap va 7 type HPV thudc nhdm cé nguy co cao. Trong nhdm HPV cé nguy co cao, type HPV hay
gap nhat 1a type 18 (74,6%) va type 16 (37,3%); type HPV 6 cé nguy co thap chiém ty |& cao th hai trong tat
ca 9 type duogc xac dinh (66,1%) va type 11 chiém ty 1& 23,7%.

Bang 2. Ty |é cac type HPV duorc xac dinh

Type HPV cé nguy co HPV duong tinh (N = 59)
gdy UTCTC
S8 luong (n) Ty 1& (%)

. 6 39 66,1
thap

11 14 23,7

16 22 37,3

18 a4 74.6

33 3 51

cao 39 1 1,7

51 1 1,7

52 11 18,6

58 4 6,8

3.3. Su phan bd cic loai hinh nhiém HPV
Bang 3. Ty |& cac loai hinh don nhiém va da nhiém HPV

HPV 6 Iwgng (n) TV 18 (%)
Don nhiém 18 30,5
Da nhiém 41 69,5
T6ng coéng 59 100,0

Trong s6 59 mau HPV duong tinh, c6 18 mau (30,5%) chi nhiém 1 type HPV va c6 dén 41 mau (69,5%)
nhiém doéng thoi nhiéu type HPV khac nhau.
Bang 4. Ty |& céc type HPV theo loai hinh don nhiém va da nhiém

X Don nhiém (N=18) Da nhiém (N=41)
Nguy co gay UTCTC Type HPV I % oy %

théip 6 5 27,8 34 82,9

11 3 16,7 11 26,8

16 2 11,2 20 48,8

18 5 27,8 39 95,1

33 1 5,6 2 49

cao 39 0 - 1 2,4
51 1 5,6 0 -

52 0 - 11 26,8

58 1 5,6 3 7,3
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Trong loai hinh don nhiém HPV6 va type 18 chiém ty 1&é cao nhat (déu chiém ty 1é 27,8%), cac type HPV
nguy co gay UTCTC chiém 55,6%. Trong loai hinh da nhiém HPV, hau hét cac truong hop déu nhiém type cé
nguy co la 18 (95,1%), tiép dén |a type 16 (48,8%). HPV6 c6 nguy co gy UTCTC thap cling la type hay gap

trong loai hinh da nhiém (82,9%).

Bang 5. Ty |& cac type HPV theo loai hinh nhiém HPV

Loai hinh Pon Hai Ba Bén Ndm Téng céng
nhiém HPV n % n % n % n % n % n %
Nguycothdp | 8 | 136 | 1 | 1,7 | © - 0 - 0 - 9 | 152
Nguycocao | 10 | 169 | 5 | 85 1,7 | 0 - 0 - | 16 | 271
H3n hop - - 13 | 220 | 11 | 186 | 8 | 135 | 2 | 34 | 34 | 577
Tong cong 18 30,5 19 32,2 12 20,3 8 13,5 2 34 59 | 100,0

‘. . Q; oy b

+ 61 18 45 58
6 70 31 51 59
11 71 33 52 66

42 81 3 83 68

ﬁ - R

Hinh 2. K&t qua reverse DOT BOT: loai hinh d6ng nhiém 3 type (a), nhiém 4 type (b)
va nhiém 5 type (c) HPV twong (rng véi vi tri cac type HPV twong ¢ng trén mang lai (d)

Loai hinh nhiém chi mét type HPV chiém 30,4%
trong s cac trudng hop HPV duong tinh, trong dé
nhiém type c6 nguy co cao la 16,9%. Pong nhiém hai
va ba type HPV chiém ty 18 [an luot 12 32,2% va 20,3%,
c6 dén 8 trwong hop (13,5%) dong nhiém bdn type va
2 truong hop (3,4%) dong nhiém ndm type. Hau hét
céc loai hinh déng nhiém déu cé nhiém céc type HPV
thudc nhédm ¢ nguy co cao, chi 1 trudng hop (1,7%)
nhiém dong thoi 2 type HPV nguy co thap.

4. BAN LUAN

Nghién ctru ching t6i cé 59 (33,3%) truong hop
duwong tinh véi HPV, trong dé c6 9 type HPV duoc
phat hién gdbm 2 type thudc nhém cé nguy co gay
UTCTC thap va 7 type thudc nhém cd nguy co cao.
Ty 1& nhiém HPV trong nghién cttu cia Pham Viét
Thanh trén bénh nhan cé két qua phét t& bao cb tl
cung bat thuong 13 62,1+0,49, nhiém HPV16 chiém
ty 1& cao nhat 53,1%, HPV18 13 19,8% va HPV6 |3
28,7% [6]. Nghién ctru clia Vi Thi Nhung (2006) trén
dé&i twong la phu ni¥ thanh phé H6 Chi Minh ciing
cho két qua la HPV18 chiém ty 1& cao nhat (52,23%),
con type 16 chiém 13,34% [3]. K&t qua cla Truong
Quang Vinh tai Hué & phu ni* ¢ thuong tén tién
ung thu va ung thu cd t&r cung cho thay ty 1& nhiém
HPV 13 55,4%, trong d6 type 16 cao nhat (49,2%),
tiép theo I3 type 18 (19,0%) [7]. K&t qua cla ching
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tdi cho thay HPV18 hay gdp nhat (74,6%), type 6 la
66,1% va type 16 13 37,3%. Ty |& nhiém trung HPV céc
type nguy co cao HPV16/HPV18 chiém ty I1& 60-70%
trong tat ca cac nhiém trung HPV & co quan sinh duc
phu nit. Cac nghién ctru vé HPV & trong nudc gan
day dung real-time PCR xac dinh 14 type nguy co cao
tim thay HPV16 chiém wu thé tiép dén 13 HPV1S, ty
|& nhiém don type chiém trén 80% [5] [8] . Nhw vdy,
chung ta théy suw phén bé cdc type HPV khdc nhau
phu thuéc vao tirng vang dia ly, tirng khu vue.

Vé loai hinh nhiém HPV, nghién ctu ching toi
6 30,4% truong hop don nhiém mot type HPV, cao
nhat 13 nhiém hai 32,2%, nhiém ba 20,3%, nhiém
b&n 13,5% va nhiém ndm la 3,4%. Trong cac truong
hop da nhiém HPV, type 18 két hop véi cac kiéu gen
khac chiém ty |& cao nhat (95,1%). Cac type nguy co
thap HPV6 va HPV11 chi dugc phat hién & mot s6
nghién ctru khi dung ky thuat PCR két hop vdi Dot
Blot va tim thay vdi ty 1& thap. Cac nghién clru trén
thé& gidi vdi s6 lwong 1dn bénh nhan cé kiém soat,
ty |& don nhiém HPV chiém >80%, ty |& da nhiém
chi chiém 8-14% [9]but the risk associated with
the various HPV types has not been adequately
assessed. METHODS: We pooled data from 11 case-
control studies from nine countries involving 1918
women with histologically confirmed squamous-cell
cervical cancer and 1928 control women. A common
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protocol and questionnaire were used. Information
on risk factors was obtained by personal interviews,
and cervical cells were collected for detection of
HPV DNA and typing in a central laboratory by
polymerase-chain-reaction-based  assays (with
MY09/MY11 and GP5+/6+ primers.

K&t qua nghién clru cta Truvong Quang Vinh cho
thay ty 1é nhiém HPV & phu nhtt cé tén thuwong tién
ung thu ca ung thu ¢8 tlr cung vdi loai hinh don type
1a 46,7% va da type 13 53,3% [7]. Nhiém trung HPV
cac nhdm cé nguy co cao dai ding hodc tai phat
duwoc xac dinh 1 nguyén nhan chinh din dén ung
thu ¢6 tlr cung [6]. Lee d3 chi ra m&i lién quan gitra
nhiém HPV va ung thu c6 tlr cung |a: nhiém HPV mot

type duy nhat dan dén nguy co ung thu ¢d tir 19,9
[an va nhiém nhiéu type HPV s& lam ting nguy co
31,8 Ian [10].

5. KET LUAN

Phé&i hop hai ki thuat real-time PCR va ky thuat
reverse DOT BLOT chung t6i xac dinh duoc hai type
HPV nguy co cao gay UTCTC thuong gap la type
18 (74,6%) va type 16 (37,6%); loai hinh da nhiém
chiém ty & cao dén 69,5% trong dé déng nhiém 2
va 3 type HPV thudng gdp nhat (32,2% va 20,3%),
6 ca loai hinh d6ng nhiém 4 va 5 type nhung véi ty
|& thap. Da s6 céc trwong hop dong nhiém déu cé
nhiém type 18 |a type HPV nguy co cao.
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