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O BENH NHAN VO SINH NAM BANG KY THUAT MULTIPLEX-PCR
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TOM TAT
Nghién cu trén 16 trwdng hgp nam vo tinh trung-voé sinh nguyén phat. S dung phan rng
Multiplex-Polymerase chain reaction (PCR) véi 6 cap mdi trinh ty d&c hiéu STR trén nhiém séc thé Y
méa hoa cho yéu t6 azoospermia (AZF). Két qua: 1/16 bénh nhan (BN) vé sinh nam, c6 vi dit doan &
vung AZFb va AZFc trén nhiém sic thé Y. Phan (rng Multiplex-PCR nhan gen thuéc STR locus AZF
c6 gia tri chan doan vi dit doan nhiém sac thé Y.
* Tlr khod: V6 sinh nam; V6 tinh tring; Vi dit doan nhiém sic thé Y.

DETECTION OF MICRODELETIONS ON Y-CHROMOSOME
IN INFERTILE MEN BY MULTIPLEX-PCR
SUMMARY

The study was carried out on sixteen primary azoospermia infirtile men. Multiplex-Polymerase
chain reaction (PCR) amplification using six Y-specific STS primer sets of azoospermia factor (AZF)
regions. Results: Of the 16 infertile subjects, one showed micro deletion in the AZFb and AZFc
regions of Y-chromosome. Multiplex-PCR amplification of STR-AZF locus may be useful for the
diagnosis of microdeletions in the Y-chromosome.

* Key words: Male infertile; Azoospermia; Microdeletions in the Y-chromosome.

DAT VAN BE Nhitng nghién ctu tan sb vi dit doan
nhiém sac thé Y & cac ching tdc nguoi
khac nhau trén thé gi&i cho thay két qua vii
dirt doan nam gidi vo tinh tring va thiéu tinh
trng dao dong tr 1 - 55%. Tuy nhién, & Viét
Nam chwa c6 nhiéu nghién ctu vé vi dut
doan nhiém sac thé Y trén BN v sinh nam.

Khoang 15 - 20% cac cap vo chdéng vo
sinh. Trong d6, khoang 40% trong s nay
c6 nguyén nhan do nam gi&i [3]. Phan tich
di truyén cho thay c6 3 vung khéng chéng
nhau trén nhiém sac thé Y goi la ving yéu

t6 vo tinh trang AZFa, AZFb va AZFc. POI TWONG VA PHU'ONG PHAP

Nhirng nghién ctru di truyén gan day da xac
dinh dwoc gan 15 gen m&i hodc ho gen
trén nhiém séc thé Y, mot sé gen trong sb
do thudéc vung AZF [4]. Vi dut doan mét
trong sb cac gen nay lién quan dén suy
gidm sinh tinh va vo sinh nam [5].
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NGHIEN cUU

1. Déi twong nghién cieu.

16 nam gi¢i vO sinh, vé tinh trang
nguyén phat, tudi tir 24 - 62 (trung binh 36),
dan tdéc kinh, dén kham tai Trung tam Céng



nghé Phéi, Hoc vién Quan y tir thang 11- 2009 dén 3 2010. BN dwoc kham 1am sang, xét
nghiém hormon va kiém tra hé thdng sinh duc. Tiéu chi loai trir: vd sinh thir phat, c6 bét
thwerng co quan sinh duc, bat thuwdng nhiém séc thé. LAy tinh dich xét nghiém sau khi kiéng
sinh hoat tinh duc trong vong 3 ngay. Phan tich mau tinh dich theo tiéu chi ctia Té chirc Y té
Thé gi&i [6]. 10 nam gidi d& c6 con dwgc chon lam chirng dwong.

2. Phwong phap nghién ciru.
* Multiplex-PCR:

Phan tng Multiplex-PCR tién hanh trén 2 6ng PCR riéng ré, tr mau ADN cla 16 trwong
hop vé sinh nam, 10 chirng dwong kém theo chirng am nwéc cat. Ong 1 bao gdm cac marker
ndi d6i chirng SRY va sY86, sY127, sY254 twong (ng la ving AZFa, AZFb va AZFc. Ong thi
hai bao gdm cac marker ndi déi chirng SRYva sY84, sY134, sY153 twong (rng v&i ving AZFa,
AZFb va AZFc [1].

Mbi phan (rng bao gébm 25 pl mastermix, 500 ng ADN khudn, 20 mmol dNTP, 0,25 pl méi
mdi, dém, 1Ul Taq ADN polymerase, 25 mM MgCl,, nwéc cét viva di dén 50 pl. Phan (rng
thwe hién qua 35 chu ky. Chu trinh nhiét méi chu ky nhw sau: 94°C trong 45 giay, 57°C trong
45 giay va 72°C trong 1 phut. Chuwong trinh dwoc dat bién tinh 14n dau trwdc & 94°C trong 5
phut va cudi cuing néi dai 72°C trong 6 phut [2].

* Pién di san phém PCR trén gel agarose 1,5%, nhuém ethidium bromide, soi UV, chup
hinh va phan tich.

KET QUA NGHIEN cl'U VA
BAN LUAN

1. Két qua trén nhém chieng.

10 trwdng hop chirng dwong 1a nam gi¢i da cé con, két qua nhan gen déu thay xuét hién
da 4 bang khi dién di tr phan (ng Multiplex-PCR & méi 6ng, chirng té viéc nhan gen véi cac
moi da chon dam bao dd nhay va doé dac hiéu cao.

2. Két qua trén nhém vé tinh trung.

Trong s6 16 BN vé tinh trung, chung téi phat hién thdy 1 BN dit doan gen thudc ving
AZFb va vung AZFc.

tubel M tube2
A16 (+) (-} ) +) Afe

SRY(472BP)

sYB84{326bp)

sY86(320bp) 5Y134{301bp)

sY127(274bp)

sY153({139bp)

Hinh anh dit doan AZFb va AZFc & BN A16.




Ong 1: dai bang 1: dirt doan sY254 (AZFc);
dai bang 2: chirng dwong; dai bang 3: chirng
am; M: Marker 50 bp.

Ong 2: dai bang 3: dit doan sY134 (AZFDb).

M: Marker 50 bp.

Theo nhiéu tac gia, trong sb ba ving AZFa, AZFb va AZFc, ty I& dit doan thweng gap
nhat & AZFc roi dén AZFb va thap nhét 1a AZFa. Tan s6 dit doan gen AZF dao dong trong
cac nhém dbdi twong khac nhau. Theo nghién ctru clia Yao va CS la 16%. Mot sb tac gia
khac lai thay ty 1&6 mat doan gen thudc vung AZF rat cao nhw Ali Mohammad M. va CS tai
Iran (52%) [1], hay nghién ctu cla Foresta va CS tai Y, tan sé nay lén dén 55,5% [7]. Ty I&
trung binh vi dit doan nhiém séc thé Y trong vé tinh tring va thiéu tinh triing ctia nhiéu tac
gid tlr 5 - 10%. Nghién ctu cla ching t6i v&i sé lwong BN chwa nhiéu, nén chwa gdp cac
trwong hop c6 dirt doan AZFa va chwa cé thdng ké tAn sé dit doan. Cac nghién ciru hién
nay déu cho rang dit doan AZF thudc viing Yq11.23 ¢6 lién quan dén chirc néng sinh tinh
[10].

Vogt va CS cho rang, cé méi lién quan dén gitra kich thwéc doan dt va vi tri doan dirt
trén vung AZF véi mirc d6 rdi loan sinh tinh [8]. D&t doan AZFa lién quan dén khéng co té
bao mam sinh duc trong éng sinh tinh, trong khi dit doan AZFb gay rdi loan qua trinh chin
trong phan bao gidm nhiém. Dt doan AZFc cé thé gay ra nhirng kiéu hinh khac nhau ti hoi
chirng chi co té bao Sertoli typ || dén gidm sinh tinh. Vi vay, viéc phat hién va phan loai dut
doan nhiém séc thé Y cé gia tri dinh hwéng Iam sang diéu tri. Trong trwéng hop BN cé diet
doan AZFa khéng c6 té bao dong tinh, cac bién phap diéu tri nham kich thich sinh tinh khong
c6 hiéu qua. Xét nghiém sé giup BN tranh dwoc viéc diéu trj tbn kém va voi tredng hop nay,
bac sy sé tw van cho BN xin tinh trung. Trong trwéng hop dirt doan khac trén viung AZF, ¢
té bao dong tinh, BN van con hy vong cé con bang chinh tinh tring cta minh théng qua cac
bién phap hé tro' sinh san nhw 14y va biét héa tinh ti...

Da s6 cac vi dit doan nhiém sac thé Y dwoc phat hién 1a dot bién maéi. Ngudn gbc cac
dut doan con chwa rd. Bt doan cé thé phat sinh & tinh hoan, trong trirng da thu tinh hoac &
phdi gay ngédn can qua trinh tao nguyén bao dong tinh & phéi thai d4n dén gidm sinh tinh &
ngwdi trwdng thanh [9]. Tan sé cao vi dit doan nhiém séc thé Y cho thdy nhiém sac thé Y
rat d& bi mat vat chét di truyén. Nhivng bat thwdng xay ra do tai t& hop nhirng trinh tw twong
ddng gitra nhiém sac thé X va Y ciing nhw trén chinh nhitng doan I&p lai trén nhiém sac thé
Y ciing gay ra bénh ly. Tinh khéng 6n dinh trén nhiém sac thé Y lién quan dén tan sé cao
nhirng doan I&p lai doc chiéu dai nhiém sac thé nay [8].

Mac du vi dit doan nhiém séc thé Y thudc ving AZF gay gidm sinh tinh rd rang, nhung
nhirng nghién ctu hién nay trén thé gi¢i van dang cb gang lam sang té vai trd ctia gen dén
qua trinh sinh tinh.

V&i nhitng két qua bwdc dau sir dung Multiplex-PCR dé phat hién vi dit doan gen trén
vung AZF, chang t6i chwa cé duoc tan sb dirt doan gen AZF. Bang ky thuat nay, can tiép tuc
nghién ctru dé cé nhirng sb liéu théng ké vi dit doan nhiém sac thé Y trén BN vé tinh tring va
thiéu tinh trung nguyén phat dan dén vé sinh nam va hd tro' cho cong tac diéu tri vo sinh nam
mang lai hiéu qua cao hon.



KET LUAN

T nhitng két qua nghién clru, ching tdi rat ra mot sé két luan sau:

1. D4 hoan thién duwoc quy trinh Multiplex-PCR nhan gen AZF (a, b, ¢) trén nhiém sic thé
Y.

2. B4 4p dung quy trinh k§ thuat néi trén dé phat hién vi dit doan gen AZF & BN nam vo
sinh nguyén phat-vé tinh trung.

Viéc phat hién dwt doan gen AZF & BN v6 sinh-vd tinh trung nguyén phat cé gia tri
dinh hwéng dieu tri vo tinh trung trong vé sinh nam de mang lai hiéu qua diéu tri cao
hon.
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