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NGHIEN CPU THWC NGHIEM TR’ LANH MO TINH HOAN VO
HAI CHAT BAO QUAN GLYCEROL VA DMSO

Nguyén Dinh Tdo*; Lé Thi Thu Hién* va CS

TOM TAT

Tién hanh phan tich tinh trung (TT) trén 65 mau mé tinh hoan cuta 12 chudt nhat trwdng thanh,
trong d6 25 mau st dung glycerol, 30 mau st dung DMSO, 5 mau md twei va 5 mau sau ra déng.
Két qua: ty 1& 6ng sinh tinh (OST) ¢6 cAu truc binh thwdng, chat lwgng TT dwoc phan |4p tr mé tinh
hoan sau tri¥ lanh & nhém str dung glycerol kém hon so véi nhém DMSO. Tuy cAu tric OST va chét
lwong ctia TT dwoc phan 1ap tr mé tinh hoan sau trir lanh gidm, nhwng c6 da sé lweng dung trong
hé trg sinh san.

* Tlr khéa: Mé tinh hoan; Trir lanh; Chét bdo quan; Glycerol; DMSO.

EXPERIMENTAL STUDY ON TESTICULAR TISSUE
CRYOPRESERVATION WITH GLYCEROL AND DMSO

SUMMARY

A semen analysis was done on 65 testicular tissue samples from 12 mice, of which 25 samples
were preserved by glycerol (group 1), 30 samples preserved by DMSO (group 2), 5 fresh and 5 post-
freezed samples. Result: Normal testicular tubuli and quality of sperm from group 1 were worse than
that of group 2. Although the structure of testicular tubuli and quality of sperm from testicular

reduced, it was adequate for ISCI.

* Key words: Testicular tissue; Cryopreservation; Glycerol; DMSO.

DAT VAN BE

DPéi v&i nhivng trwong hop vo sinh do
khéng c6 TT trong tinh dich, viéc thu nhan
TT t mao tinh va mé tinh hoan la can thiét
dé thwc hién hé tro sinh san théng qua cac
tha thuat nhw MESA, PESA, TESE,... Tuy
nhién, nhirng tha thuat nay cé thé gay tai
bién nhw dau, chdy mau, nhiém khuan...
hay gay bién chirng tdn thwong mao tinh,
mo tinh hoan, &nh hwéng dén chrc nang
sinh san va tinh duc tlr nhe t&i nang, tham
chi khéng hdi phuc. Tha thuat nhiéu lan
gay ap luc tam ly, tang chi phi diéu tri cho

* Hoc vién Quén y
Phan bién khoa hoc: PGS. TS. Quan Hoang Lam
GS. TS. Hoang Van Lwong

bénh nhan.

Tri lanh mo tinh hoan gilp bao quan TT
dé 1am ICSI khi thuc hién chu ky hd tro' sinh
san. Ky thuat nay gép phan gidm sb lan
ngwoi chdng phai dén bénh vién dé thuc hién
thQ thuat thu nhan TT, han ché tai bién, bién
chirng ctia thu thuat, gidam chi phi va th&i gian
diéu tri cho ngudi bénh, gidp bac sy va ngudi
bénh chd déng hon trong qua trinh diéu tri.
C6 nhiéu phwong phap trir lanh TT tr mao
tinh va mé tinh hoan, méi phwong phap cé wu
diém va han ché nhét dinh.
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Hién nay trén thé gidi, nhiéu trung tam
hé tro sinh san da trién khai ap dung lwu triv
TT tlr mao tinh ho&c OST va c6 thé s dung
TT thu nhan t OST tri lanh dé lam ICSI.

O nudc ta, thu nhan TT t& mao tinh va
mé tinh hoan bang kj thuat MESA, PESA,
TESE... buwéc dau cho két qua kha quan [9,
10]. Tuy nhién, viéc trir lanh mé tinh hoan
dé hé tro sinh san can tiép tuc dwoc nghién
curu.

Trén co s& khoa hoc va nhu cau thuc té,
chang t6i tién hanh nghién clru dé tai nay
nham:

- Danh gia sw bién déi hinh théi mé tinh
hoan sau tri¥ lanh.

- Bwéc dau so sénh hai chét trik lanh cham
mo tinh hoan la glycerol va DMSO.

DOl TUQNG VA PHUONG PHAP
NGHIEN clru

1. Péi twong nghién cwu.

65 mau mé tinh hoan cta 12 con chudt
nhat trwdng thanh, chia ngau nhién thanh
2 nhom:

- 55 mau tri lanh - ra déng (25 mau st
dung héa chéat bao quan glycerol, 30 mau
str dung DMSO). Béng lanh trong 2 thang,
sau dé ra dong.

- Tién hanh phan 1ap TT 10 m4u (5 mau
md twoi va 5 mau sau rd dong), danh gia ty
|& van dong va ty lé séng chét.

* Héa chét va thiét bj st dung trong
nghién cau:

Hoa chét:

- Glycerol (Sperm Frezze - Fertipro, Bi):
lo 20 ml.

- DMSO (D2650, Sigma, Birc): 6ng 5 ml.
- Ferticult aspiration 100 ml.
- Ferticul flushing (Fertipro, Bi) 20 ml.

2. Phwong phap nghién curu.

* Phurong phap tri¥ lanh mé tinh hoan:

M&u mé tinh hoan sau khi lay cho vao dia
Petri c6 chira dung dich ferticult aspiration,
sau dd, rlra sach hét mau bam rdi chuyén
sang dia khac c6 chira méi trwong ferticult
flushing, rira nhe nhang, chuyén mau moé
vao 6ng Nunc 1,8 ml da dwoc ghi ma sb,
nhd tirng giot chat bao quan lanh glycerol
hodac DMSO.

Bao quéan tat cad cac mau trong 2 thang,
sau do ra déng va danh gia.

3. Phuwong phap danh gia.

* V6 mdu mé tinh hoan: trén tiéu ban
kinh hién vi quang hoc: danh gia tirng OST
& vat kinh 40X theo phwong phap ban dinh
lwgng cua Victoria Keros [6].

- 0 diém: hay hoai nghiém trong > 50%
OST, khi c6 2/3 yéu t6 sau:

+ Pha v& sw két ndi t& bao trong OST;
I&p té bao tach khdi mang day; nhan cua
cac tinh nguyén bao bj thu nhé.

+ Mang va nhan t& bao leydig bi pha hay,
chat dém bj tan ra;

+ Mang day bi bong ra khéi 16p ao xo
OST.

- 1 diém: cAu truc OST c6 su thay ddi nhd.

- 2 diém: khong c6 s thay ddi.

Piém 1,2: ciu tric OST dworc coi la binh
thwong.

* V&6 mau TT thu dwoc sau khi phan lap
ttr mo tinh hoan chudt trroc va sau ra déng:

- Danh gia d6 di dong cta TT truwdc va
sau ra dong theo 3 chi tiéu:
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+ TT di dong tién toi. - Ty 1& sbng TT trwéc va sau ra dong:
danh gia qua tiéu ban nhuém Eosin -
T Nigrosin. Nhitng TT bat mau hdng hoac

+ TT di dong: bang tong cua TT di déng @6 Ia TT chét, nhivng TT khdng bat mau la
tién t&i va TT van dong tai ché. TT séng.

+ TT van déng tai chd.

KET QUA NGHIEN CU'U VA BAN LUAN
1. Panh gia cau tric mé tinh hoan trwéc va sau ra déng.
* C4u tric mé tinh hoan truéc déng lanh:
Bang 1: Bac diém mo tinh hoan chuét trwdrce tri lanh.

DIEM 2 DIEM 1 PIEM2+1 PIEM 0
Sé lwong OST (200) 77 82 159 41
Ty 1& (%) 38,5+85 40,9 + 10,4 79,4 +8,6 20,6 £8,5

CAu trac OST binh thwong & mé tinh hoan chuét trwéc trir lanh chiém 79,4%; 20,6%
OST bj thwong tdn, thworng gap nhat 1a cac té bao & thanh OST bj bong khdi mang day,
mo ké bi tan ra.

* C4u tric mo tinh hoan chudt sau déng lanh:

25 m&u md sl dung chat bao quan glycerol (nhém 1), 30 mau mé st dung DMSO
(nhém 1), méi mau sau khi rd déng lam 2 tiéu ban kinh hién vi quang hoc, méi tiéu ban
danh gia 10 OST. Nhw vay, nhém | c6 500 OST, nhém Il ¢ 600 OST dwgec danh gia.

Béng 2: So sanh két qua tri» lanh mé tinh hoan s dung chéat bao quan glycerol va DMSO.

DIEM x . N N
- DIEM 2 PIEM 1 PDIEM2+1 PIEM 0
PHUONG PHAP
OST (n =500) 32 77 109 391
Nhém |
Ty 1€ % 6,4+51 15,4 + 8,2 21,8 +10,8 78,2 +10,7
OST (n = 600) 185 253 438 162
Nhém I
Ty lé % 30,8 +6,7 42,2 +8,1 73,0 +£9,43 27,0 £+ 9,48
p <0,01

O nhém s dung glycerol lam chat bao quan lanh, sau khi ra déong c6 78,2% OST bi
thwong t6n; 21,8% OST c¢6 cAu trdc binh thuwdng. O nhém mé tri lanh st dung DMSO, ty Ié
nay lan luot 12 27,0% va 73%. Céc ton thwong thudng gap & nhém | |4 t& bao bong khoi
mang day, mat sw lién két gira cac t& bao, mang day khéng con nguyén ven hodc bi bong ra
khéi I&p 40 xo0 OST, md ké bij tén thwong, c6 nhirng vi tri mo ké tan ra hoan toan, nhém |l
cling gép cac thwong ton twong tw nhwng it hon.
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2. Két qua triv lanh TT dwoc phan lap tip
mo tinh hoan chuot.

* D6 di dong:

Bang 3: So sanh d¢ di déng cia TT dwoc
phan lap tv md tinh hoan sau trlr lanh st
dung chat bao quan glycerol va DMSO.

TRUGC SAU TRU LANH

TRULANH | Nhom | | Nhom I

TT tién t6i (%) 2217 000 |[13+10

TT van déng tai

ché (%) 257+53 [43+£12 (16464

Téng TT van dong

%) 2719+72 [(43+£14 (17,869

* Ty 1é séng - chét:

Bang 4: So sanh ty 1é sdng - chét cta TT
dwoc phan lap tir mé tinh hoan sau trir lanh
st dung chat bao quan glycerol va DMSO.

SAU TR(Y LANH

TRUOC TRY
LANH Nhom | Nhom I
Tylé 712461 | 174114 | 493+9.8
song (%)

Céac loai chat bdo quan (CBQ) hay
duwoc st dung nhéat la glycerol, DMSO
(dimethylsulfoxide), PrOH (1,2-propanediol),
EG (ethylene glycol hay 1,2 -ethanediol). Cac
chét nay thuwong hoat déng & pha dau tién
cla qua trinh kh&r nwéc, khi té bao tiép xuc
v&i dung dich cé chira CBQ, sw hién dién cla
ching & méi trwdng ngoai bao khién chénh
léch ap suét thAm th4u, gitp rat nwédc ra khai
té bao, déng thdi cac CBQ sé tir tvr di vao bén
trong té bao, thay thé phan t& nuwéc. Tuy muc
dich va phwong thc trir lanh ma lya chon
cac CBQ khac nhau, trong trir lanh TT, md
tinh hoan, 2 CBQ dwoc lwa chon dau tién 1a
glycerol va DMSO.

Glycerol: 1a mét hop chét dwdng cla ruou,

c6 nhiéu trong té bao gan cla nhirng dong vat
sbng trong diéu kién nhiét do rat thap, giup
mau cla nhirng dong vat nay khéng bi dong,
do do, né twong thich véi nhirng vat chat sinh
héa trong t& bao sdng. Glycerol cé wu diém it
gay déc nén thwdng duwgc st dung nhiéu
trong viéc bdo vé té bao, tuy nhién, nhuwoc
diém cltia né la kha nang thAm qua mang té
bao cham.

Theo Abrishami M (2009) [3], Hallak J
(2000) [3], Bell M (1993) [4]: khi pha thém
sodium citrate va fructose hodc sodium citrate
vao méi trwong coé egg yolk, glycerol va
TEST, thdy khéng c6 sy khac nhau khi so
sanh 3 loai méi trwéng va khong tét hon so
véi bao quan bang glycerol don thuan. Ngay
nay, nhiéu nghién ciru dé& cap méi trwdng
phdi hop véi glycerol nhw TESTCY, GEYC va
cac dung dich bdo quan dwoc pha san nhw
sperm frezze. Trong nghién ctu clia Nguyén
Thi Thu Lan va CS (2000) [1] v&i sperm
frezze, chi s& CSF t&ng cao hon cé y nghia
thédng ké so v&i nhém glycerol c6 bd sung
egg-yolk.

DMSO (Me,SO): l1a mét chat bao vé rat
quan trong, dwoc phat hién sau glycerol.
DMSO dwoc san xuat va lwu hanh tr n3m
1953 v&i vai trd cia moét dung méi phd bién.
Nam 1961, bac sy Jacob tai Pai hoc Oregon,
phat hién DMSO c¢6 tac dung ctia mot chéat
bdo vé té bao, mé & nhiét d6 lanh sau. Ngay
nay, DMSO |a chét bdo vé rat quan trong va
phd bién dé bdo quan cac té bao va dic biét
la moé clia déng vat co vi. Nhwoc diém cla
DMSO 13 khd nang gay ddc cho té bao cao
khi & nhiét d6 cao va thoi gian tiép xuc dai, vi
vay, khi s&¥ dung DMSO trong tri¥ lanh, ngu&i
ta thwong dé té bao tiép xtc méi trwong cé
chira DMSO & nhiét dé thap (0 - 4°C).
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KET LUAN

Qua nghién ctru phuwong phap trir lanh 65
mau md tinh hoan chudt trwdng thanh, chang
toi rut ra mot sé nhan xét sau:

1. Panh gia sw bién déi hinh thai moé
tinh hoan sau trir lanh.

CAu tric OST va chét lwong cta TT dwoc
phan 1ap tr mé tinh hoan trwdc va sau triv
lanh thay dbi c6 y nghia théng ké. TT thu
dwoc khi phan 1ap tir mo tinh hoan sau trir
lanh c6 thé du sé lwong dung trong hé tro
sinh san.

Cac thwong ton thwong gap la té bao bong
khéi mang day, méat sw lien két gitra cac té
bao, mang day khéng con nguyén ven hoac bi
bong ra khéi 1&6p 40 xo OST, md ké& bj tn
thwong, c6 nhirng vi tri mdé ké tan rad hoan
toan.

2. So sanh hai chat trir lanh cham mé
tinh hoan.

Ty 1& OST c6 c4u tric binh thweng, chat
lwong TT dwoce phan 1ap tr mé tinh hoan sau
trlr lanh & nhém s&r dung glycerol kém hon
nhém DMSO c¢6 y nghia thdng ké.

+ Ty 1é OST c6 cAu tric binh thwong & nhom |i:
21,8%; nhom II: 73%.

+ Phén lap TT tr mé tinh hoan sau ra
dong: nhém |I: 4,3% di dong; 17,4% TT sbng;
nhom II: ty 1& di dong: 17,8%; ty 1& sbng
49,3%.
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