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Tom tat

Muc tiéu: Nghién ctru nay nham xdc dinh ty 1é mat doan AZF & bénh nhan nam vé sinh di kham tai Bénh vién Phu san
Trung uong bang phuong phap QF-PCR.

D6i tuong va phuong phéap nghién ciru: M6 ta cat ngang c6 héi ciru 86 bénh nhdn nam vé tinh hodc thi€u tinh nang
duoc 18y mau ngoai vi, tach chiét ADN, str dung ki thudt QF - PCR vdGi 2 bo kit Devyser st dung déng thoi véi téng cong
17 trinh tu dich va 2 néi ki€m ZFX/Y va SRY & AZFa,b,c & viing co ban va mé rong dé€ phat hién dét bién mat doan.

K&t qua nghién ctru: Phat hién mat doan AZF & 24/86 bénh nhan chiém ty 1é 27,9%. Mat doan ving co ban cé 6/24 bénh
nhéan chiém 25% dét bién & ving co ban va mé rong AZFb,c. Bénh nhén chi c6 dét bién mat doan ving mé réng chiém
75% (18/24). Trong 24 bénh nhén cd d¢t bién khéng phat hién thdy dot bién AZFa, mat doan nhiéu nhat dugc tim thay
la & AZFc. Tai AZFc trinh ty dugc phat hién nhiéu nhat la sY1291. Phat hién thdy méat doan AZF chu yéu trén bénh nhéan
khéng c6 tinh trang 16/69, bénh nhén thi€u tinh ndng la 8/17.

K&t luan: O bénh nhdn nam vé tinh hodc thiéu tinh, st dung ky thuat QF-PCR d4 xac dinh duoc 27,9% (24/86) dot bién
mat doan nhé gen AZF, trong d6 c6 4/24 (25%) dot bién ving co ban AZFb,c; 18/24 (75%) & ving md réng.

T khéa: AZF, QF-PCR, vo tinh.
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Abstract

Objectives: This study aimed to identify the rate of AZF microdeletions in infertile male patients examined at the
National Hospital of Obstetrics and Gynecology by QF-PCR method.

Materials and methods: A cross-sectional descriptive study on 86 azoospermic or severe oligozoospermic male
patients who were sampled, extracted DNA by the QF-PCR method with 2 Devyser kits used simultaneously with 17
target sequences and 2 controls ZFX/Y and SRY at AZFa,b,c in basic and extended regions to identify microdeletion
mutations.

Results: Among 86 patients, 24 (27.9%) were AZF microdeletions. 6 out of 24 patients had microdeletions in the
basic region, accounting for 25% of mutations of basic and extended regions AZFb,c. None of these 24 patients was
recognized as AZFa microdeletions, the most microdeletion was found in AZFc. At AZFc, the most detected sequence
was sY1291. AZF microdeletions were found mainly in azoospermic patients 16/69, in severe oligospermic patients is
8/17.

Conclusions: In infertile male due to azoospermic or oligozoospermia, QF-PCR identified 27.9% (24/86) AZF
microdeletion, of which 4/24 (25%) occurred in basic region AZFb,c, 18/24 (75%) in extended regions
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1. DAT VAN DE

C6 nhiéu nguyén nhan gay vo sinh & nam gidi, trong
dé nguyén nhan di truyén chiém 4-38%. Hoéi ching
Klinefelter va cdc méat doan AZF la nhitng nguyén nhan
thudng gap nhat hién nay & nam gidi kham vo sinh [1].
M4t doan nho trén NST Y chud yé&u xay ra & vung AZF
(azoospermia factor) trén nhénh dai ctia NST Y (Yq), a
noi cé chira nhiéu gen lién quan téi qua trinh sinh tinh,
dugc coi la nguyén nhan bat thuong di truyén thi hai
sau hoi ching Klinefelter gay v6 sinh & nam gidi [2].
Phat hién dugc nhitng mat doan nhd trén NST Y sé la
cén ctr chdn doén dé dua ra dugc hudng can thiép ding
dan cho nhing truong hop vé sinh nam. J nhitng dot
bién gay khong cé tinh trung, sinh thiét tinh hoan dé tim
tinh trung khéng thé thuc hién dugc. Ngugc lai & nhitng
truong hgp dot bién gay thi€u tinh, nguoi nam nay van
0 thé str dung k§ thuat hé trg sinh séan dé cé con nhung
nhirng ngudi con trai cla ho ciing sé mang nhitng dot
bién nay tuong tu nhu ho. § Viét Nam hién nay c6 rat
nhiéu ky thuat xét nghiém nham phat hién mat doan AZF
nhu ki thuat Real Time PCR, ki thuat QF-PCR, Multiplex
PCR hodac st dung cac doan méi moi tu thiét ké. Trung
tdm Chan doan trudc sinh, Bénh vién Phu San Trung
uong da xay dung va hoan thién quy trinh ki thuat xét
nghiém mat doan gen AZF trén NST Y bang k§ thuat QF
-PCR & bénh nhan vé tinh va thi€u tinh nang & ca ving co
ban va md& rong vai chi phi twong tuong ki'thuat Multiplex
nhung phat hién dugc nhiéu marker hon, vi vay gilp tu
van di truyén cho bénh nhan c6 hiéu qua, déng thai gilip
cho céac bac silam sang dua ra nhirng phuong phap can
thiép phu hgp cho tirng bénh nhan. D& gép phan danh
gia ty & vé cac dot bién mat doan AZF tai Viét Nam
chuing t6i tién hanh nghién ctru nay véi muc tiéu xac dinh
ty & dot bién mat doan AZF trén NST Y & bénh nhan nam
vo tinh hodc thi€u tinh nang tai Bénh vién Phu san Trung
uong bang phuong phap QF - PCR.

2. DOl TUQGNG VA PHUONG PHAP NGHIEN CUU

2.1. P6i tugng nghién ciru

Nhitng nam giéi dugc chdn doan vo sinh da xét
nghiém tinh dich d6 xac dinh la khéng c6 tinh tring hoac
tinh trung it < 5 triéu/ml tinh dich.

- K&t qua NST két qua khong phat hién thay bat
thudng NST gidi tinh.

2.2.Phuong phap nghién ctru

Thiét ké& nghién ctru: M6 ta cat ngang co hoi cuu.

Quy trinh nghién ctu

- M6i bénh nhan lay 2ml méu ngoai vi, c6 chéng dong
EDTA.

- Tach chiét ADN tlr mau ngoai vi bang kit Qagen.

Xét nghiém chdn doan bang cach str dung kit V2 AZF
(b6 co ban) va kit AZF extension (bd mé réng) cua hang
Devyser. Ung dung k§ thuat QF — PCR phéat hién mat
doan nho trén Y phat hién 17 trinh tu trong 2 phan tng
Multiplex PCR. Téng s& mdi cta b6 co ban va mé rong
tinh theo tirng vung nhu sau AZFa cé 6 markers (sY84,
sY86, sY82, sY83, sY88, sY1065), AZFb c6 6 markers
(sY127, sY134, sy121, sY105, sY1192, sY153), AZFc c6
5 markers (sY254, sY255, sY1291, sY1191, sY160) va 2
noi ki€m la sY14 va ZFXY. Tién hanh phan &ng PCR trong
23 chu trinh -> 95°C - 15 phut; [94°C - 30 giay, 62°C - 1
phat, 72°C - 1 phut], 23 chu ky; 75°C - 15 phdt.

Phét hién: Tron hdon hgp cho vao hé théng ABI3500

Phan tich két qua: Marker noi kiém ZFXY va sY14 déu
c6 mat va trén ngudng cut- off 500rfu (ngudng clia may
ABI3500) trude khi phan tich két qua. Khéng cé peak déc
trung nao cao hon khoang tir 110- 480 bp. Panh gia mat
doan cac STS & cac vung AZFa, AZFb, AZFc tai cac vung
co ban va md rong.

2.3. bao dirc nghién ciru

Trude khi tién hanh nghién ctu, déi tuong dugc
nghe tu van, thong bao vé muc dich nghién clru, quyén
lgi va trach nhiém khi tham gia. Cac xét nghiém duoc
thuc hién lién quan trong dé tai déu duoc bénh nhan tyw
nguyén tham gia va cung cap két qua néu cé. Céc thong
tin lién quan dén bénh nhan duoc gitr kin. Bénh nhén cé
quyén ngirng tham gia nghién ctru bat cur ltic nao.

3. KET QUA NGHIEN CUU

3.1. Ty lé nam giGi v6 sinh bi mat doan AZF

Co6 24/86 bénh nhan chiém 27,9% céac trudng hop
mat doan AZF bao gém ca vlng co ban va viing ma rong,
62/86 bénh nhan chiém 72,1% khong phét hién thay mat
doan AZF. Trong s6 24 bénh nhan c6 mat doan AZF khong
¢6 bénh nhan nao mat doan AZFa, chi c6 6/24 bénh nhan
mat doan AZFb, AZFc viing co ban va mé rong chiém 25%,
18/24 bénh nhan chi mat doan AZF ving mé& rong chiém
75% t6ng s6 bénh nhan mat doan AZF.

3.2. Phan bé vi tri mat doan theo timg Sequence - Tagged - Site (STS)
Bang 1. Phan ba vi tri mat doan theo tirng STS

Viing Vi tri Vi tri sY S6 lugng Tylé %
Vung co ban sY86, sY84 0 0
sY82 0 0
AZFa i o sY83 0 0
Vung ma réng
sY1065 0 0
sY88 0 0
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Vung co ban sY127,sY134 3 4,8
sY121 3 4.8
AZFb . . sY105 2 32
Vung mo rong
sY1192 9 14,5
sY153 9 14,5
Ving co ban sY254, sY255 5 8,2
sY1291 20 32,3
AZFc R e
Vung mao réng sY1191 9 14,5
sY160 2 32
Téng 17 STS 62 100

Bang 1 thé& hién su phan b8 cdc mat doan theo tirng STS. Trong s6 86 bénh nhan dugc xét nghiém chung t6i
khong phat hién mat doan ving AZFa, chi mat ving AZFb,c. Trong dé phat hién dugc 62 mat doan ctia 24 bénh nhan
c6 dot bién. Tan sudt mat doan hay gap nhat la mat sY1291 chiém ty 1é 32,3%, cac sY1192, sY1191 ty I& phat hién la
14,2%. Ty 1é mat sY121 1a 4,8%, ty 1é mat sY160 1a 3,2%. Ty 1é bénh nhan mat doan viing co ban thap hon nhiéu so véi
ty lé phat hién mat doan vung ma rong. Ty 1é mat dong thai sY254, sY255 1a 8,2%, mat sY127, sY134 la 4,8%.

3.3. Phan bd cac viing gen mat trén AZF cta bénh nhan

Bang 2. Vi tri, ty I&é cac vung gen mat trén AZF cta bénh nhan

Ving Vi tri sY phéi hop S6 bénh nhan Ty 1é (%)
AZFb sY127,sY134, sY121,sY1192, sY153,sY105

AZFc sY254, sY255, sY1191, sY1291, sY160 2 83
AZFb sY1192, sY153

AZFc sY254, sY255,sY1191, sY1291 3 125
AZFb sY127,sY134, sY121

AZFc sY1291 ! 42
AZFb sY1192, sY153

AZFc sY1191 4 167
AZFc sY1291 14 58,3
Téng 24 100

Su phéan bd céc vung gen mat trén AZF dugc thé hién & bang 2. Trong s6 24 nam gidi vo sinh cé méat doan ving
AZF, c6 16i 14 bénh nhan chi mat AZFc ving ma réng & vi tri sY1291 (58,3%); 2 bénh nhan mat hoan toan AZFbc (8,3%)
bao gébm tat ca cac STS tai vung co ban va % gen & ving md rong; 4 bénh nhan mat dong thoi sY1192, sY153 (AZFb)
va sY1191 (AZFc); 3 bénh nhan mat hoan toan AZFc, kém theo céc vi tri md rong sY1192, sY153 cua AZFb; 1 bénh
nhan mat AZFb khéng hoan toan kem theo mat ving md rong ctia AZFc la sY1191.

3.4. P6i chiéu giira mat doan AZF véi so luong tinh trung

Bang 3. D6i chi€u mat doan AZF ving co ban va ma rong vdi s6 lugng tinh trung

S6 lugng tinh tring AZFb AZFc
(n = 86) Ving  Vung md réng Vung  Vung mé réng
co ban co ban
VT Vaicon <5tr sY127, sY254,
(69) (12) (5) sy154 sY105 sY121 sY1192 sY153 SY255 sY1191 sY1291 sY160

2 - - - 2 2 2 2 2 -
5 - - - - - - - 5 -
1 - - - - - - - 1 -
1 1 - - - - - 1 -
2 2 2 2 2 2 2 2 2 2
8 - - - - - - - 8 -
4 - - - 4 4 - 4 - -
1 - - - 1 1 1 -
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Trong s6 69 bénh nhan vo tinh ¢6 1 bénh nhan mat AZFc hoan toan va mat AZFb ving md rong, 1 bénh nhan mat
AZFb vung co ban, 1/3 gen vung ma rong va 1/3 gen ving md rong AZFc, 1 bénh nhan mat AZFbc hoan toan. Trong
s0 12 bénh nhan tinh dich d6 chi co vai con tinh tring trén nhiéu vi truong, cé 2 truong hop mat AZFc hoan toan, mat

AZFb ving mé& réng (bang 3).

Bang 4. D&i chiéu mat doan viung AZFc véi s6 luong tinh tring

%
Tinhdichdo — n=286 (33:/299"1) (sv12'19/1[?13 191) (I:i/:f ) (sYm 91,;&/1')942, sY153)
V6 tinh 69 8 (11,6%) 0 0 4 (5,8%)
Vai tinh triing 12 5 (41,7%) 0 0 0
<5 trigu 5 1(20%) 0 0 0

Chi tinh riéeng mat doan AZFc trong nghién clru cla
chung t6i phat hién thay cé 8/69 bénh nhan vo tinh mat
doan gr/gr (11,6%), cé 4 bénh nhan phat hién thdy mat
ving % b2/b4. Trong s6 12 bénh nhan ma két qua tinh
dich d6 chi c6 vai tinh trung trong nhiéu vi truong thi
thay c6 dén 5/12 bénh nhéan (41,7%) cé mat doan gr/gr.
5 bénh nhan thiéu tinh cé s6 lugng tinh trung dudi 5 triéu
chuing t6i phat hién thay 1 truong hop c6 mat doan gr/
gr (bang 4).

4. BAN LUAN

Két qua cho thay trong tong s6 86 bénh nhan cé6 6
bénh nhan mat doan AZF ca vung co ban va ving md
rong chiém 7% két qua nay phu hop véi nghién ctru cla
Phan Thi Hoan va céc cs [3] khi xét nghiém ving AZF co
ban & nhitng bénh nhan vo sinh nam, ty Ié mat doan nhoé
trén Y la 6,9% (11/160), con trong nghién ctru ctia Tran
Van Khoa va cs [2] ty 1é mat doan AZF la 5,26% & nhitng
bénh nhan vo sinh nam.

Tuy nhién trong nghién ctu nay, két qua thong ké
cho thay khi thuc hién xét nghiém & ca vung co ban va
vling ma rong, da tang s6 STS 1én 19 thi ty I& phat hién
ra dot bién tang lén tr 7,0% (6/86) lén 27,9%. Trong so
24/86 (27,9%) bénh nhan c6 mat doan nhd thi chi cé
25% (6/24) trong s6 dé mat doan hoan toan (bao gom
ca vlng co ban va ma rong) con lai 75% (18/24) bénh
nhan mat doan AZF chi mat doan ving md& réng. Cac
nghién ctru trude day cling hau nhu str dung cha yéula 6
moi ca ban theo EAA.

Céc nghién ctru sau nay déu bé sung nhiéu méi khac
ngoai cac moi co ban va da phat hién dugc nhiéu doan
mat hon. Nghién ctru nam 2014 cla Fadlalla Elfateh trén
1050 bénh nhan vo sinh & Trung Qudc da ma rong thém
cdc trinh ty sY143, sY153, sY157 ngoai cac trinh ty co
ban [4]. M&t nghién ctru & An D6 chi phat hién cé 6 ngudi
trén t6ng s6 200 nam gidi c6 mat doan, chiém ty 1é 3%
khi phan tich bang cac marker clia EAA nhung d& phat
hién thém 15 truong hop c6 mat doan khi b8 sung thém
cac marker khac cho 3 vung AZFabc nén ty 1é phat hién
Ién tdi 10,5%.

d nghién ctru khac cua Sen va cs (2013) phan tich
mat doan AZF cho nhém dai tugng vo tinh va thi€u tinh
nang cho thay khi sir dung cdc marker ving co ban ty lé
phat hién mat doan la 5,4% nhung khi st dung céc trinh
tu ngoai trinh tu co ban thi phat hién thém 3,1% c6 mat
doan, nang ty |é phat hién dét bién mat doan AZF la 8,5%
[5]. Twong tu nghién ctru cla Fu va cs & Trung Quéc khi
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tang lén 18 trinh ty thi ty & mat doan tang 22,7% so véi
6 trinh tu cia EAA [6]. Trong bdo cdo cta hdi dong lam
sang thudc Hiép hdi sinh san va Bénh vién sinh san di
truyén MY, khi phan tich md rong cdc vi tri mat doan &
ngudi nam vo sinh, ty 1&é mat doan nho trén NST Y tang
1én 22 - 24% [7].

Tai Viét Nam, theo Luong Thi Lan Anh va cs nam
2019 khao sat trén 30 bénh nhan vo sinh cho thay néu
chi tinh riéng ving AZF vung co ban thi ty Ié mat doan
14 6,7%. Nhung khi tinh t4t ca céc trinh tu ca cac doan
trén vung AZF thi ty |é bat thuong 1én t6i 40%. Trong sO
40% nay thi chi c6 16,7% mat doan vung co ban, con lai
83,3% la mat doan ving AZF md rong. Két qua nay cé
ty 1é phat hién b4t thudng cao hon chung t6i nhung ty 1é
mat doan AZF vlung co ban lai thap hon [8]. Két qua cla
ching t6i tinh riéng ving AZF co ban |a 7,6% nhung tinh
tat ca cdc trinh t mat ca co ban va ma rong l1a 25,8%.
Diéu nay c6 thé giai thich la do s6 lwgng bénh nhan
trong nghién ctru nhiéu hon va chidng t6i str dung bo kit,
phuong phap xét nghiém va s6 lugng STS: Sequence
Tagged Site) khac nhau.

Céc nghién ctru trén déu phu hop véi két qua cla
chuing t6i khi ty 1&é mat gr/gr c6 cad & bénh nhan vé tinh
I&n bénh nhan van co tinh trung trong tinh dich [9], [10].
So vdi cac nghién ctu trude day, ching téi cling phat
hién ty I&é mat doan sY1291 cao nhat & nhitng bénh nhan
v0 tinh va thi€u tinh nang. Mat mot phan b2/b4 ciing cé
thé la nguyén nhan chinh dan dén voé sinh [11]. Vi vay xét
nghiém mat doan nhd AZF la xét nghiém can thiét dé tim
hi€u nguyén nhan gay vo tinh va thiéu tinh nang & nhiing
bénh nhan nam vé sinh. Cdc mat doan nhd sé di truyén
doc cho 100% con trai clia cac cép vg chong théng qua
sinh san nén viéc xét nghiém mat doan nhd trén nhiém
sac théY sé cho phép céc cap doi dua ra lua chon vé kha
nédng diéu tri v sinh nam & thé hé tiép theo. Mac du vay,
nhiéu nghién ctru ¢ mau 16n van can dugc thuc hién dé
¢6 cai nhin t6ng thé va toan dién hon vé van dé nay.

5. KET LUAN

Bang cach irng dung ky thuat QF — PCR dé xac dinh
ty I&é mady doan AZF & bénh nhan nam vo tinh hoac thiéu
tinh, ching t6i da phat hién dugc 24/86 (27,9%) bénh
nhan cé dét bién mat doan nhd AZF. Trong do, cé 6/24
(25%) doét bién & vung co ban AZFb,c; 18/24 (75%) mét
doan & vung ma& rong. Cac trinh tw md rdéng tai vung
AZFc dugc phat hién nhiéu la sY1291. Khong phat hién
dot bién AZFa.
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