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TOM TAT
Nghién ctu sw phan bb cac phan typ cta HIV-1 gop phan giam sat dich t& hoc, lwa chon liéu
phap khang virut, phéat trién vcxin. Nghién ctu ndy nham xac dinh phan typ HIV-1 trén cac dbi
twong cé xét nghiém HIV dwong tinh & khu vwc Viéng Chan, gédm 3 nhém: nghién chich ma tuy
(NCMT), g&i mai dam (GMD) va cac dbi twong khac. Két qua: NCMT g&p phéan typ tai t& hop
CRFO01- AE = 39/50 nguwoi (78%), phan typ A = 1/50 ngudi (2%), phan typ B = 1/50 ngudi (2%) va
chwa xac dinh 9/50 ngudi (18%); GMD gap phan typ tai t6 hop CRF01- AE = 39/50 ngudi (78%),
phan typ C = 3/50 ngudi (6%) va chwa xac dinh 8/50 ngudi (16%); nhém ddi twong khac gdp phan
typ tai t& hop CRFO1- AE = 40/40 ngudi (100%).

* T khod: Phan typ HIV-1; Tiém chich ma tly; Gai mai dam; Multiplex PCR; Viéng Chan; Lao.

APPLYING MULTIPLEX-PCR IN IDENTIFICATION OF
HIV-1 SUBTYPE IN DRUG USERS AND COMMERCIAL

SEX WORKERS AT VIENTIANE, LAOS
SUMMARY

Study of distribution of subtypes of HIV-1 can contribute in epidemiological surveillance, options
for antiviral therapy, vaccine development. This study aims to identify HIV-1 subtype on the subjects
positive for HIV in the Vientiane area, including three groups: injecting drug users (IDUs), commercial
sex workers (CSWs) and other subjects. Results identified the subtypes encountered in the study
groups: IDUs having subtype recombinant CRFO1-AE = 39/50 (78%), subtype A = 1/50 (2%), subtype
B = 1/50 (2%) and unknown 9/50 (18%); CSWs met subtype recombinant CRFO1-AE = 39/50 (78%),
subtype C = 3/50 (6%), and unknown 8/50 (16%), the other target groups met subtype recombinant
CRFO1-AE = 40/40 (100%).
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DPAT VAN DE

HIV ¢c6 2 typ la HIV-1 va HIV-2, ca hai typ nay déu lay truyén qua dwdng tinh duc, dwéng mau va
ttr me sang con. HIV-1 ¢é tinh da dang di truyén cao va dé dang lay lan nhanh trong céng dong. Cac
chling ctia HIV-1 dwoc phan thanh 4 nhém: M, N, O, P, trong d6 nhém M chiém tuyét dai da s, lai
dwoc chia thanh 10 phan typ bao goém cac phantyp A, B, C, D, E, F, G, H, J va K [7], 49 dang tai t&
hop (CRFs) [8] clia cac phan typ trén. Cac phan typ phan bé mang tinh tréi cho tirng ving dia ly
khac nhau, méi phan typ lai c6 tinh trdi theo nhirng dwdng lay truyén nhat dinh. Vi dy, & Thai Lan,
phan typ B trdi & nhirng dbi twogng TCMT, phan typ E troi & nhirng trwdng hop lay nhiém qua dwdng
tinh duc [7]. Nghién ctu sy phan bd cac phan typ va dang tai t6 hop cta HIV-1 c6 gia tri giam séat
dich t& hoc & tdm quéc gia va khu vuec; lién quan dén chién lwoc dw phong, phat trién vacxin thich
hop cho tirng khu vie, dbi twong, ché tao cac kit chan doan va lwa chon liéu phap khang virut dac
hiéu (hiéu qua cla thudc khang virut khac nhau véi tivng phan typ) [3, 6].

C6 nhiéu phuong phép xac dinh phan typ HIV-1: gidi trinh tw gen, phat hién khang thé peptide
d&c hiéu, heteroduplex mobility assay (HMA)... Trong d6, phwong phap multiplex PCR st dung phéi hop
cac ADN mdi d&c hiéu xac dinh phan typ trén mét phan trng, thao tac don gian, hiéu qua cao, cho két
gua nhanh, gia thanh hop ly. Trong nghién ctru nay ching toi ap dung ky thuat multiplex PCR
(mPCR) dé chan doan phén typ HIV-1 khu vure Viéng Chén trén déi turong tiém chich ma tuy, GMD
va céc déi trong khac.

DOI TUONG VA PHUONG PHAP NGHIEN CU'U

1. Péi twong nghién cwu.

140 bénh nhan (BN) cé xét nghiém HIV dwong tinh & khu vic Viéng Chan, gbm 3 nhém: 50
ngwdi NCMT, 50 GMD va 40 doi twgng khac.

2. Phwong phap nghién curu.

S dung phwong phap nghién ctu dich t& hoc cat ngang va phan tich labo dé tim hiéu phan typ
HIV-1 trén cac doi tweng nghién ciru.

M3&u méau ctia déi twong HIV dwong tinh sau thu thap dwoc tach khéi bach cau, tach va tinh sach
ADN bang bd kit QIAamp ADN Mini Kit, (QIAGEN).

Cac ADN méi cho phan '’ng mPCR xac dinh phan typ HIV, tham khao tir nghién ctru Fumihiro Y
[4], gom:

+ BECOS (7938-7960 bp): 5 GGCATCAAA CAGCTCCAGGCAAG 3’

+ BECO3 (8766-8791 bp): 5AGCAAAG CCCTTTCTAAGCCCTGTCTY

+ BE-ANCH (7963-7985 bp): 5TCCTGGC TGTGGAAAGATACCTAZ’

+ B-SPEC (8384-8403 bp): 55GTCCCC TCGGGGCTGGGAGG 3.

+ E- SPEC (8585 bp) 5 GTCTCAGTCCC TTGAGACTGCTG 3.

+ C-SPEC (8615-8638 bp): 5 AGACCCC
AATACTGCACAAGACTT 3..

+ F-SPEC (8720-8744 bp): 5’ AACAGCTC
TACCAGCTCTTTGCAAA 3.

+5'A (8094-8112 bp):5 GANAACATGACC TGGCTGC 3'.

3'A (8693-8716 bp): 5TCTATAACCCTA TCTGTCCAGCCA 3..

+ 5'E (8181-8207 bp): 5CAGGAAAGG AATGAAAAGGATTTGTTA 3.

3'E (8693-8713 bp): 5ATAACCCTATCTG TCCACCCC 3'.

+5'G (8131-8757 bp): 5ACAATTACACA
CCACATATACAGCC 3.

3’'G (8694-8716 bp): TCTATAACCCTA



TCTGTCCAGTT 3.
+ 5'D (8037-8058 bp): 5’ACCACTAATG TGCCCTGGAACT 3.
3'D (8356-8386 bp): 5 AGGAGGGTCTG AAATGACAGA 3.

* Phuwong phap mPCR xéc dinh phéan typ HIV-1 véi ADN mbi khuéch dai ving gen env (gp120
va gp41), tién hanh theo trinh tw sau:

PCR1 v&i ADN méi BECO3 va BECOS5 khuéch dai gp120 va gp41.

PCR2 xac dinh phan typ A, E, G v&i ADN méi (5A-3'A), (5E-3’E), (5°G-3'G). PCR2.1 xac dinh
phan typ A, E, G, B, D, C, F v&i ADN mdi BE-ANCH 1a mébi xuéi, 4 cap méi B-SPEC, C-SPEC, E-
SPEC va F-SPEC la méi nguoc khuéch dai doan gen dac hiéu cho HIV-1 phan typ AB, C, D, E, F
va G. PCR2.2 phan biét phan typ B, D v&i cac ADN méi 5'D-3'D.

- H&n hop mix cho 1 phan rng PCR gém: 200 uM ctia méi loai dNTP; 5 mM MgCI2; 0,2 pmol clia
mai loai ADN mdi; 1 U Taq ADN polymerase (Invitrogen) va 1x dém PCR (20 mM Tris-HClI, pH 8,4, 50
mM KCI ), bd sung nwéc téi thé tich 25 ul. Phan (¢ng PCR thyc hién trén hé théng luan nhiét,
v&i chu trinh nhiét: 5 phat bién tinh & 95°C, 35 chu ky (95°C/45giay - 64°C/1 phut - 72°C/1,5 phut),
cudi cung chu ky tdng hop 10 phut & 72°C. Hiéu qua cta qua trinh khuéch dai va kich thuwéc san
phdm PCR dwoc kiém tra trén gel agarose 1% nhudém béng ethidium.

KET QUA NGHIEN cUU VA BAN LUAN

Bang 1: Két qua xac dinh phan typ HIV-1 bang mPCR trén dbi twong nhiém & khu vuwc Viéng
Chan.

TC}NG s6 MAU
PHAN TYP HIV-1 NGHIEN CUU (n = 140)

n n %
Ty lé phat hién 123 87,86
Phan typ E CRFO1-AE)* 118 84,30
Phan typ A 1 0,71
Phan typ B 1 0,71
Phan typ C 3 2,14
Chuwa xac dinh 17 12,14
Téng s6 140 100%

(* Hién nay phén typ E h&u nhw khéng con théy don déc, cac mau dwong tinh véi phéan typ E khi
phén tich trinh tw déu la CRFO1-AE).

Két qua nghién ctru cho thay: phan typ CRF01-AE Ia phan typ chi yéu ctia HIV-1 tai khu vire Viéng
Chan, cac phan typ khac hiém gép, 12,14% chwa xac dinh dwoc phan typ, day co thé |a dang tai tb
hop mé&i nén chwa xac dinh dwoc bang bd méi hién tai dang s dung cho phan trng mPCR véi 3 lan
chay [5]. Theo Nguyé&n Thj Bich Yén (2003) [1], Fumihiro Yagyu (2005) [4], Dang Thi Hong Thang
(2009) [2]: phwong phap mPCR c¢é nhiéu wu diém, trong hén hop cé nhiéu thanh phan khac nhau
cung tham gia phan &ng va nhan lén déng thdi nhiéu gen dich, quy trinh sé tiét kiém cong surc, rut
ngan thoi gian thu két qua, gidm gia thanh chan doan. Thuc té cho thay, phwong phap nay cho hiéu
quaé tét, ty 1& phat hién trong nghién clvu nay dat 87,86%. Nhitng trudng hop chwa xac dinh duwgc phan
typ thuwdng 1a dang tai td hop mai, chiém 7,3% trong nghién ctru ctia Nguyé&n Thi Bich Yén (2003) [1];
15,2% trong nghién ctru ctia Fumihiro Yagyu (2005) [4].

Bang 2: Ty |& phan typ cGa HIV-1 theo cac nhém déi twong.

. PHAN TYP CUA HIV-1
Iole]

TUONG CRFOIAE| A B c

Chua
xac dinh




39 1 1 9

NCMT | 50 (78%) (2%) (2%) 0 (18%)
39 3 8

GMD |50 (78%) 0 0 6%) | (16%)

. 40

Khéac 40 (100%) 0 0 0 0

Téng 1a0| 118 1 1 3 17

sb (84,3%) | (0,71%) | (0.71%) | (2.14%) | (12,14%)

Trong cac nhém ddi twong nghién clru, NCMT va GMD c6 ty 1& phan typ phirc tap, ngoai phan typ
CRFO1-AE la chi yéu, nhung xuét hién ca cac phan typ khac (A, B, C). Mot van dé lwu y niva |a
nhirng trwdng hop chwa xac dinh dwoc phan typ ciing thuéc 2 nhém déi twong NCMT va GMD,
trong khi cac dbi twong con lai déu 1a phan typ CRFO1-AE, cho thdy tinh phirc tap vé& phan typ va
cac dang tai t hop ctia HIV-1 chd yéu & dbi twong NCMT va GMD.

Két qua nay cé y nghia quan trong trong giam sét, theo ddi sw lan truyén cac phan typ va gop
phan thiét k& ban dd dich t& hoc phan typ HIV-1 tai Lao va trong khu vuec, 1a tién d& cho nhirng
nghién ciru dich té hoc phan tlr HIV sau nay.

KET LUAN

Nghién ctru xac dinh phan typ HIV-1 trén 140 dbi twong nhiém HIV thuéc 3 nhém NCMT, GMD
va cac dbi twong khac tai khu ve Viéng Chan, Lao cho thdy: phan typ CRFO1-AE la phan typ chd
yéu clia HIV-1 (84,30%); cac phan typ khac chiém ty 18 it 1a phan typ C (2,14%), phan typ A (0,71%)
va B (0,71%). 12,14% trwdng hop khéng xac dinh dwoc phan typ bang ky thuat mPCR. Céac phan
typ khac nhau va trudng hop khong xac dinh dwoc phan typ HIV-1 déu thudc nhém NCMT va GMD.
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