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Tri? lanh mé budng trirg (OTC) dé bao tdén kha néng sinh sén & phu ni¥ duoc &p dung & nhiéu trung tam thu
tinh trong éng nghiém trén thé gi¢i. Tuy nhién, chwa cé mét nghién ciru néo dugc cong bé tai Viét Nam. Nghién ctru
str dung biéu hién gen GDF-9 va caspase-3 nhu mot biomarker dé khdo séat khéa ndng séng ctia nang noan trong
OTC tai IVFMD, Bénh vién My Pirc (theo NCT04666376) la nghién ctru dau tién tai Viét Nam. Mé ctia mbi bénh
nhén duwgc chia 3nhém: 1 (khéng déng lanh- chiing), 2 (déng lanh bang Ova-kit Type M) va 3 (déng lanh bang méi
trvong IVFMD). Sau d6, m&u mé méi nhém duoc tach chiét mRNA va chay realtime RT-PCR. Két qua la khéng
c6 sw khéc biét vé murc dé biéu hién gen GDF-9 va caspase-3 gitta 3 nhém mé, foldchange lan luot [0,66; 1,38 &
nhém 1.sonhém 2] va [0,71; 1,08 &nhém 1 so véinhém 3], p > 0,05. Céc két qué nay tuong duong véi cac nghién
ctru trén thé gidi do dnh hudng cia qué trinh déng lanh 1én chét luong ciia mé. Ngoai ra, két qué nghién ciru ciing

chirng minh chét lvong mé déng lanh bang méi trurong thuong mai va méi truong IVFMD khéng cé suw khac biét.

T khoa: Trir md budng trirng, OTC, thuy tinh hoa, vitrification, GDF-9, caspase-3.

I. DAT VAN DE

Sw phat trién cta ky thuat hé tro sinh san da
m& ra nhiéu lwa chon cho bénh nhan trong viéc
bao tén kha nang sinh san, trong do tri¥ lanh md
budng trirng (Ovarian Tissue Cryopreservation
— OTC) duwoc xem la mét ky thuat phu hop voi
nhiéu déi twong bénh nhan mac cac bénh ung
thw can phai qua hoa tri hay xa tri, dac biét la
phu ni¥ tré, tré vi thanh nién hodc bé gai chwa
day thi." M&c du, cho dén nay, da c6 hon 130

Téc gid lién hé: Nguyén Thj Thu Lan

Trrong Dai hoc Khoa hoc Tw Nhién TP. HCM
Email: nttan@hyvonghospital.com

Ngay nhén: 07/12/2023

Ngay duwoc chép nhén: 20/12/2023

trwdng hop tré sinh ra khoé manh tir ky thuat
OTC va cay ghép mé budng tring trén thé
gidi, véi khd ndng phuc héi chirc nang ctia méd
sau ciy ghép (san sinh noi tiét) gan 90% va
ti 1& c6 thai tw nhién xap xi 30% & phu ni, ti
I& sdng ctia nang noan sau OTC cé vé khong
on dinh va phu thudc nhiéu vao phwong phap
déng lanh — ra déng, tdc dd ha nhiét do, loai va
néng dd ctia chat bdo vé déng lanh duoc st
dung, cling nhw k¥ thuat ctia ngwoi thwe hién.?3
Hau hét, tai cac trung tdm thu tinh trong éng
nghiém (TTTON) trén thé gi6i, dém sb lvong va
danh gia hinh thai cda nang noan nguyén thuy
(primordial follicles) sau nhuém Hematoxylin —
Eosin thuwong dugc st dung dé kiém tra chét
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lwong clia md budng trirng sau déng lanh — ra
doéng.*® Mac du, day la cac phwong phap don
gian, c6 thé danh gia tirc thoi chét lwong cla
moé théng qua khao sat hinh thai cia nang
noan/mo, nhwng sé khéng xac dinh dwoc tiém
nang phat trién tiép tuc cia méd sau nudi cay
tiép tuc hodc sau cay ghép lai co thé cia bénh
nhan. Do d6, biéu hién gen & mirc d0 mRNA
duwoc xem la hwéng tiép can tiém ndng dé phan
tich va so sanh gitra trang thai “khoé manh” va
“khéng khoé manh” ctia mé, tir d6 cé thé danh
gia twong ddi chinh xac vé tiém nang phat trién
tiép tuc clia cac té bao trong ma.°

Phan &ng téng hop chudi polymerase phién
ma nguoc theo thdi gian thye (realtime Reverse
Transcription Polymerase Chain Reaction_
realtime RT-PCR) dwoc danh gia la phwong
phap cé dd nhay cao, chinh xac dé dinh lwong
mRNA.” B&n canh dé, gen Growth Differentiation
Factor - 9 (GDF-9) dwoc biéu hién nhiéu & té
bao noan, kich thich sw phat trién cta nang
noan théng qua kich thich sy phat trién cua té
bao hat quanh noan (Granulosa cells - GCs) va
san sinh steroid, giup nang nodn vwot qua giai
doan tién héc dé dat dwoc cac giai doan phat
trién xa hon.8 Nhiéu bang chirng cho rang qua
trinh déng lanh — ra déng c6 thé lam anh hwéng
dén hoat dong clia GDF-9.59 Mat khac, sw gidm
chat lwong cla nang nodn sau déng lanh —
ré dong cling cé thé do sy gia tdng qua trinh
chét theo chwong trinh (apoptosis) cta cac té
bao trong mé." Trong d6, nhém gen caspase
dong vai trd chinh trong khéi phat apoptosis.
Sau khi dwoc kich hoat, caspase khién té bao
b&t dau chu trinh apoptosis bang cach tach va
thay déi chirc ndng cla cac protein ndi bao."
Caspase-3 la gen khoi dau dwoc hoat hoa khi
té bao bwéc vao chu trinh apoptosis, sau do,
chinh caspase-3 sé kich hoat sw hoat hoa cla
caspase-8 va caspase-9, day la hai caspase
c6 nhiém vu chinh trong qua trinh thuy phan
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céac protein (proteolytic) can thiét cho sw séng
va stra 16i DNA & cac té bao cé apoptosis. Khi
caspase trong té bao chat dwoc hoat hoa, phan
16N céc té bao duoc dinh sén 1a chét.’2 Chinh vi
vay, viéc so sanh sy hién dién clia caspase-3
gitta md budng trirng trwéc déng lanh va sau
rd dong sé giup danh gia dwoc kha nang séng
va tiép tuc phét trién ctia md sau ra déng chinh
xac hon. 1013

V&i muc tiéu danh gia tinh hiéu qua cla
thuy tinh hoa déi véi mé budng triing ngudi
trong OTC, nghién clru nay la moét trong sb
it nghién ctru trén thé gi¢i st dung biéu hién
gen théng qua s thay dbi vé ndong dd mRNA
trong mé budng trirng sau ra déng so véi md
budng trrng trwéc dong lanh cha cung mot
bénh nhan. Nghién cru dwoc thwee hién tai labo
IVFMD, Bénh vién My Dlrc tlr 2020 - 2023, theo
s6 nghién ctvu dang ky NCT04666376.
Il. POl TWONG VA PHUONG PHAP
1. Péi twong

Budng trirng hodc mét phan budng trirng
ctia bénh nhan (BN) mac ung thw vi hodc ung
thw ndi mac t& cung, dudi 45 tudi, dwoc chi
dinh phau thuat cét t& cung va hai phan phu
béng ky thuat mé hé hodc ndi soi.
2. Phwong phap

Thiét ké nghién citru: Bao céo loat ca, cd
so sanh déi chirng.

Quy trinh nghién ctru: Gom 5 buwéc chinh

Thu nhén budng trirmg

Budng trirng sau thu nhan dwoc dat trong
moi trwong TCM199 c6 dém HEPES (Sigma
Aldrich), 1% albumin huyét thanh téng hop, 100
[U/ml penicillin va 100 pg/ml streptomycin, & 2
- 4°C, sau do duoc van chuyén vé labo TTTON
IVFMD trong vong 61,1 + 9,57 phut.

Xt ly mé budng tring

M6 v6 budng trirng duoc thu tir budng trirng
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va dwoc cat thanh ttrng manh 10x10x1mm trén
da (Hinh 1), sau d6 chon ra 3 manh mé dbi voi
mdi bénh nhan va chia thanh 3 nhém. Nhém 1
& nhém md khéng qua dong lanh (nhém mé
twoi) va dwoc xem |a nhém ddi chirng; nhém 2
la nhém mé dwoc ddng lanh thuy tinh hoa bang

moi trwdng Ova-kit type M (Kitazato, Japan);
nhém 3 la nhém mé dwgc dong lanh thuy tinh
hoa béng méi trwdng IVFMD. Nhém 2 va 3 cla
méi bénh nhan dwoc thwe hién dong lanh, lwu
trlr trong nito Idng cung vi tri trong vong vai
tuan va dwoc ra dong cung thoi diém.

Hinh 1. Budng trieng va mé budng trirng kich thwéc 1x1x10mm sau khi xi ly
1 - Budng trirng sau khi loai bé ving tuy
2 - Cac manh mé 1x1x10mm sau xt& ly
3 - M6 duwgc déat trén OTD trwde khi nhung vao nito I16ng

Péng lanh — ra doéng bang phuong phap
thuy tinh hoa

Déi véi nhom 2, & buwdc dong lanh, mé
budng trirng duworc tiép xdc véi méi trwerng dong
lanh 1an lwot qua 3 dung dich cta Cryo kit, cu
thé Cryo 1 trong 5 phut, Cryo 2 trong 5 phut va
Cryo 3 trong 15 phut. Sau d6 mé dwoc dat trén
bé mat ctia Ova Cryo Device Type M (ODT)
trwée khi dwoc nhang trye tiép vao nito 16ng va
lwu trie. O bwéc ra dong, ODT chira mau md
duoc lay ra khdi nito 16ng va nhung truc tiép
vao dung dich Thaw 1 & 37°C trong vong 1 phut
cho dén khi mau mo roi ra khdi ODT, sau dé md
dwoc chuyén lan lwot qua Thaw 2 trong 3 phut
va Thaw 3 trong 5 phut & nhiét dé phong.

DPéi véi nhém 3, & bwdc dong lanh, md
budng tri’ng dwoc tiép xdc véi médi trudng
déng lanh 1an lwot qua 2 dung dich, gdm ES [la
7,5% Ethylene glycol (EG) va 7,5% in dimethy
sulphoxide (DMSO) (Sigma) trong mdi trudng
HM (la TCM-199 c6 dém HEPES, dwoc bb sung
20% albumin huyét thanh tdng hop)] trong vong
25 phut; sau dé la VS [la 20% EG, 20% DMSO

and 0,5 mol/l sucrose trong HM] trong vong 15
phuat & nhiét dd phong. Cudi cung, mé dwoc dat
trén bé mat ctia ODT trwéc khi dwoc nhing truc
tiép vao nito’ 16ng va lwu trir. O’ budc ra dong,
ODT chira mau mé dwoc lay ra khdi nito' 16ng
va nhung truc tiép vao dung dich TS [la HM va
1 mol/l sucrose] & 37°C trong vong 1 phut cho
dén khi mau mé roi ra khéi ODT, sau d6, mo
duwoc chuyén qua WS [0,5 mol/l sucrose trong
HM] trong 5 phut va r&ra 2 14n véi HM trong 10
phut/lan & nhiét d6 phong. Quy trinh dworc diéu
chinh dwa trén quy trinh cia Kagawa va cdng
sw.4

M6 budng trirng sau ra déong & nhém 2 va
3 dwoc nudi cay trong moéi truéng Ova-culture
(Kitazato) b sung 50 mIU/ml FSH (GonalF, My)
va 200 ng/ml hormon tang trwdng (Zomacton,
Thuy S¥) da dwoc lam dm & 37°C trwdc it nhat
2 gi®. Viéc nudi cay kéo dai it nhat 24 gid trong
diéu kién 5% CO, va 37°C, trudc khi tién hanh
tach chiét mRNA.

Thu nhdn mRNA

M6 budng trirng & méi nhém dwoc cét nhd
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va gilr trong Phosphate Buffered Saline (PBS
1X) ¢6 bb sung chét (rc ché Rnase va lwu triy
& -20°C cho dén khi tach chiét RNA. Thuwc hién
tach chiét RNA theo béng AllPrep DNA/RNA/
Protein Mini kit (cat. No. 80004) ciia Qiagen
(Btrc), theo quy trinh hwéng dan trong AllPrep
DNA/RNA/Protein  Mini handbook.™  (www.
giagen.com/HB-0447). RNA sau khi tinh sach
duoc lwu gitv & -20°C cho dén khi thyc hién
phan &ng PCR.

Thuc hién phan tng

Phan (ng phién ma nguwoc dé thu cDNA

TAP CHi NGHIEN CU’U Y HOC

dwoc thuc hién bang iScript cDNA Synthetic
kit (BioRad, MY) trwéc khi tién hanh phan (ng
realtime PCR v&i kit SsoAdvanced universal
probes supermix (2X) va Primer probe assay
(20X) (Biorad, My) clGa gen tham chiéu RPL4
va hai gen khdo sat (GDF-9 va Caspase-3)
duoc thé hién & Bang 1. C6 40 chu trinh nhiét
cua realtime RT-PCR v&i cac budc gia nhiét 1an
lwot 95°C/ 30 giay, 95°C/ 15 gidy va 60°C/ 30
giay. Thi nghiém real-time RT-PCR dwoc lap lai
3 1an trén tivng mau mé va tirng gen.

Bang 1. Cac méi cua cac gen str dung trong nghién ciru

STT Tén moi Hang L6 San xuét Cat

PrimePCR Probe Assay Fluorophore

1 y P Biorad  qHsaCIP0029139  #10031225
CASP3: FAM 500 reactions, Hsa (20X)
PrimePCR Probe Assay Fluorophore

2 N 1Y FIUorop Biorad qHsaCEP0053480  #10031225
GDF9: FAM 500 reactions, Hsa (20X)
PrimePCR Probe Assay Fluorophore ,

3 Biorad gHsaCEP0041478 #10031225

RPL4: FAM 500 reactions, Hsa (20X)

X ly s6é liéu

So sanh su twong quan vé biéu hién cla
trng gen trong cac mau can thiép véi mau
chirng dwoc thye hién dwya trén phuwong phap
244t clia Livak.” D liéu dwoc bidu dién & dang
trung binh (giao doéng) [mean (SD)], sau do
phan tich théng ké dwoc thwc hién bang phép
th&r Wilcoxon (theo c&p) sau khi chuyén thanh
dang log2 cta fold change, badng phan mém RR
4.3.0. Nguwdng khac biét gi(ra nhém 1 va hai
nhom 2, 3 dwoc xac dinh khi xac suat thap hon
0,05 (p < 0,05).
3. Pao dirc nghién ciru

Nghién ctru dwoc chdp thuan béi Hoi dong
DPao dc cha Bénh vién My Bic (quyét dinh
16/2020/MD-HDDD, thang 11/09/2020). Tat ca
bénh nhan dwoc thong tin, gidi dap thdc méc
day du va dong thuan tham gia nghién ctu

béng van ban.

IIl. KET QUA

M6 budng trirng dwoc thu nhan tir 25 bénh
nhan & d6 tudi trung binh 37,5 + 4,92 tudi, phan
I&n dwoc thue hién phau thuat cat budng trirng
tai Bénh vién Ung budu TP. HCM va mét sb it
dwoc thye hién tai Bé€nh vién My Blrc tir 2020
- 2023. Gan 50% bénh nhan st dung cac liéu
phap diéu tri ung thw trwéc khi dwoc chi dinh
cét budng trirng (Bang 2).

M@c dd biéu hién gen cia GDF-9 va
Caspase-3 trong mo6 clia cd 3 nhom dwoc do
lwdng va sau do, danh gia sy twong quan gitra
nhéom 1 — nhém 2 va giva nhém 1 — nhém 3
thdng qua murc fold change cia mRNA cac gen
gitra cac nhom mé. Tat c& cac mau md & ca 3
nhém déu ghi nhan dworc tin hiéu biéu hién cla
gen tham chiéu va céac gen khado sat. Khi so
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sanh gitka nhém 1 va nhém 2, mire d6 biéu hién la 0,71; p > 0,05 (Bang 3). Fold change gitra
clia GDF-9 & mé budng trirng trong nhém 2 va nhém 2 so v&i nhém 1 va nhém 3 so v&i nhém
nhém 3 twong dwong véi mé & nhom 1; véi 1 clla GDF-9 va Caspase-3 c6 thé dwoc quan

fold change ciia GDF-9 la 0,66 va Caspase-3 sat rd hon trong céac Biéu d6 1, 2, 3, 4.

Bang 2. Pic diém cac bénh nhan cho budng trirng

Loai ung thw n=25

Tubi trung binh (TB % SD) 37,5+4,92
Chéan doan, n (%):

Ung thw vi 2 (8,0%)

Ung thw vu da hoa tri 10 (40,0%)

Ung thw vu da xa trj va hoa tri 1(4,0%)

Ung thw cb t& cung 5 (20,0%)

Ung thw ndi mac t&r cung 7 (28,0%)

Bang 3. Mtrc do phién ma thay déi (Fold change) cia GDF-9 va Caspase-3 khi so sanh nhém
2, nhém 3 vé&i nhém 1

1 2 3 1so 1so Fold Fold
(n = 25) .. .. change change
=25 =25 2 3
Control (n ) (n ) vei vel 2-1 3-1
Fold ch 2,27 1,50 1,63 1,5/2,27 1,63/2,27
old change 02595 0,1793
GDF9, mean (SD) (2,71)  (213)  (2,86) (0,66) (0,71)
Fold ch 1,11 1,51 1,20 1,511,117 1,2/1,11
old change 0,2989 0,5202
Caspase-3, mean (SD)  (0,48) (1,04) (0,46) (1,36) (1,08)
12
75
() o 8
25 )
3

1 2 1
GDF9 GDF9

Biéu doé 1. Twong quan biéu hién ctia GDF-9 Biéu dé 2. Twong quan biéu hién cia GDF-9
trong md budng trirng gitba nhém 2 so véi trong mé budng trieng gitka nhém 3 so v&i
nhém 1 nhém 1
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Fold change

1
CASP3

Biéu dé 3. Twong quan biéu hién cta

2.0

Fold change

0.5

1
CASP3

Biéu d6 4. Twong quan biéu hién cua

Caspase-3 trong md budng trirng giiva nhém Caspase-3 trong mé budng trirng giira nhém

2 so v&i nhom 1

Mtrc do biéu hién cia GDF-9 va Caspase-3
& md budng trirng cling dwoc so sanh gika
nhém 2 va nhém 3. Trong dé, mirc d6 biéu
hién clia GDF-9 va Caspase-3 trong méd cla

3 so v&i nhém 1

nhém 2 khoéng c6 sw khac biét so v&i mé cla
nhom 3, véi fold change clia GDF-9 la 1,08 va
Caspase-3 14 0,79, p > 0,05 (Bang 4 va Biéu
dé 5, 6).

Bang 4. Mrc d6 phién ma thay déi (Fold change) ciia GDF-9 va Caspase-3
khi so sanh nhém 2 va nhém 3

2 (n = 25) 3 (n = 25) 2 S0 véi 3 Fold change
Control 2sovéi3
Fold change GDF9, 2,61 2,83 0.3447 2,83/2,61 (1,08)
mean (SD) (3,70) (4,97) ’ ) ’ ,
Fold change caspase-3, 1,28 1,01 0.3765 1,01/1,28 (0,79)
mean (SD) (0,88) (0,39) ’ ; ; ,

IV. BAN LUAN

Triv lanh md budng trisng (OTC) la ky thuat
htra hen trong béo tén kha néng sinh san, khéng
nhirng phu hop cho phu nir trong do tudi sinh
san, ma con phu hop dbi véi cac trwong hop
tré & tudi vi thanh nién va bé gai chwa day thi
phai nhan cac liéu phap diéu tri ung thw, cé thé
anh huéng dén kha nang sinh san trong twong
lai. Wu diém clia OTC, so vdi trir lanh noan, la
kha n&ng bao ton dwoc mot sb lwong Ién cac té

bao noan chwa trwdng thanh trong méi tredng
“sinh ly” clia md budng trirng, thay vi riéng 1&
trong méi trwong trong 6ng nghiém (invitro).
Tuy nhién, cac phwong phap dong lanh, bao
gdm thuy tinh hoa déu tac dong béat loi dén kha
n&ng sbng clia nang noan.

Mot sé nghién ctru trén mé budng trirng
trwéc day trén mé hinh déng vat siv dung biéu
hién gen dac trwng clia nodn hoac nang noan
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3

Fold change
s

2
GDF9

Biéu dé 5. Twong quan biéu hién cta
GDF-9 trong mé buéng trirng giira nhém 2
so v&i nhém 3

dé danh gia chéat lwong ctia mé budng trirng
sau tr¢ lanh — rd déng dwogc thwc hién, tuy
nhién phan I&n s dung k§ thuat hod mé mién
dich (immunochemistry), rat it nghién ctu st
dung ky thuat PCR dé& ghi nhan sw biéu hién
gen 51517

Realtime RT-PCR la ky thuat dwoc st dung
phd bién trong chan doan phan tlr, d&c biét hiru
ich khi mau thtr nghiém c6 sé lwong té bao
it.° Khi so sanh biéu hién gen trong cac mau
khac nhau, cac gen tham chiéu (housekeeping
gene) thuwong dwoc st dung dé kiém soat do
chinh xac cla phan ng.'® Glyceraldeyde-3-
phosphate dehydrogenase (GAPDH) la gen
tham chiéu thwong duwoc st dung trong PCR,
tuy nhién mét sé nghién ctvu khdng dinh rdng do
doéng nhiéu vai trd khac nhau trong té bao nén
murc d6 biéu hién cia GAPDH khac nhau & cac
loai mo va két quéd GAPDH dwoc danh gia c6
vai trd tham chiéu kém."®'° Trong khi d8, nhiéu
béng chirng cho thdy gen Ribosomal protein
L4 (RPL4) dwoc st dung lam gen tham chiéu
trong nhiéu nghién ctvu trén md budng tring,
ndi mac t& cung c6 st dung ky thuat PCR dé
xac dinh ung thw hoéc té bao ac tinh va cé mic

Fold change

2
CASP3

Biéu dé 6. Twong quan biéu hién cta
Caspase-3 trong md budng trirng giiva
nhém 2 so v&i nhém 3

dd 6n dinh cao trong cac thi nghiém.2°2' Chinh
vi thé, RPL4 dwoc chung téi chon lam gen tham
chiéu trong cac thi nghiém phan tir cGa nghién
clru nay.

O ngwoi, sy phién ma ctia GDF-9 duoc biéu
hién & té bao noan trong giai doan phat trién
s&m clia nang noan, do dé GDF-9 dwoc xem la
d4u 4n sinh hoc (biomarker) tiém nang dé danh
gia chét lwong nodn/ nang noan.?2 Két qua tw
nghién ctru cla Aaltonen va cong sy nam 1999
vé biéu hién ctia GDF-9 trong mé budng trirng
sau sinh thiét bang ky thuat hoa mé mién dich
da chirng minh GDF-9 bat dau phién ma thanh
protein twong (rng ngay trong nang nodn & giai
doan tién hbc (bao gdbm giai doan mudn cta
nang nguyén thuy va giai doan s&m cla nang
so cap).? Két qua twong tw duwoc tim thay trong
nghién ctu cla Kristensen va cong sw, nam
2022, bang ky thuat huynh quang mién dich
(immunofluorescence).??2 Dbi véi sy bidu hién
gen GDF-9 & mé budng trirng trong nghién
ctru nay, chung t6i khéng ghi nhan cé sy khac
biét git!a nhém 1 va nhém 2, gilra nhéom 1 va
nhém 3. Diéu nay cho thay quy trinh déng lanh
— rd déng mé budng trirng clia chung t6i cé thé

22

TCNCYH 174 (1) - 2024



khong gay tac dong bét loi dén chét lwong cla
md. Bén canh d6, cac md sau ra dong dwoc
nudi cdy it nhat 24 gi® trwde khi thwe hién tach
chiét mRNA. Diéu nay bdo dam d6 tin cay cla
két qua biéu hién gen, do trong qua trinh nuoi
cdy nay, sw thay déi vé chat lwong md (néu
c6) it nhiéu cé du thdi gian dién ra va tac dong
lén cac hoat dong séng cuta té bao. Trong khi,
néu tach chiét mRNA clia mé ngay sau khi ra
doéng, cac cAu truc vi thé clia té bao, mé chua
kip c6 nhirng thay ddi béi cac anh hwéng cua
quy trinh trir lanh — ra déng nén kha nang cao
la lwgng mMRNA trong mé trwéc déng lanh va
ngay rd déng hoan toan giébng nhau. D liéu twr
nghién clru ctia Wang va cong sw trén 5 bénh
nhan, ndm 2016, da chirng minh cé sy biéu
hién gidm (down regulation) cila GDF-9 & nhém
mo thuy tinh hoa (khoédng 0,8 + 0,4 lan) khi so
sanh v&i nhém mo trudc dong lanh (p < 0,05).5
Day ciing la nghién ctvu duy nhat ching t6i tim
thdy dwoc co thiét ké twong tw nghién clru clia
chung t6i, nhung véi sé lwgng mau nhé (5 bénh
nhan). C& mau nghién ctru nhd c6 thé 1a ly do
khién cho fold change ctia GDF-9 trong nghién
ctru clla Wang va cong suw co sw khac biét cé
y nghia gitba nhém can thiép va nhém chirng,
mac du két qua fold change ciia GDF-9 gitra
nghién ctru clia Wang va nghién ctru clia ching
t6i kha twong ddéng. Ngoai ra, ching tdi ciing
xac dinh duwoc két qua twong tw vé do biéu
hién ctia GDF-9 khi so sanh md budng trirng
khi ddng lanh v&i hai méi trwdng thuy tinh hoa
khac nhau, diéu nay ciing chirng minh rang,
moi trwdng IVFMD ciing ¢6 thé cho hiéu qua
déng lanh twong ty méi trwdng thwong mai
Ova Kit Type M trén mé budng trirng.

Su kich hoat cac men thuy phan protein
(protease) la b&i cac gen nhdm caspase la mot
trong cac co ché tw nhién & cac té& bao chét
do apoptosis. V@i vai tro la gen “khéi dong”
s hoat hoa cla cac gen con lai trong nhém
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caspase, Caspase-3 dwoc xem la gen co vai
trd cha chédt trong qua trinh apoptosis cla té
bao. Nhiéu nghién clu trén dong vat chirng
minh sw biéu hién tédng (up regulation) cla
caspase-3 duoc tim thdy & GCs va té bao vé
& cac nang noadn xay ra apoptosis, dong thoi
hoan toan khéng hién dién & GCs trong céac
nang nodn khoé manh ctia mé budng trirng. 42
Trong phan khdo sat biéu hién ctia Caspase-3,
chung t6i cling khong tim thdy sw khac biét vé
fold change clia caspase-3 khi so sanh nhom
1 va nhém 2, nhém 1 va nhém 3, mac du trén
biéu dd 2 va 3, & nhom mé déng lanh cé xuét
hién 1 vai diém co gia tri ctia fold change vuot
qua 3 - 5 1an. Két qua twong tw dwoc tim thay
trong nghién clru cta Abdollahi va céng su,
nam 2013 trén 3 mau md khac nhau, vaéi ti &
biéu hién clia Caspase-3/ gen tham chiéu thap
(dwai 0,01) & cd 2 nhdm moé trwdc dong lanh
va sau ra dong (p > 0,05).2 Bén canh do6, ciling
khéng co sy khac biét vé& murc do biéu hién cla
Caspase-3 trong mau mé duwoc triv lanh bang
hai loai méi trwdng trong nghién ctru nay.

Vé&i cac div lieu khao sat duwoc vé dd biéu
hién gen GDF-9 va Caspase-3 tlr nghién ctru
nay, ching tdi cé thé dé xuét rdng co6 vé khong
c6 sy thay dbi vé chat lwgng mo, cling nhw kha
nang sbng tiép tuc ctia md sau ra déng, khi so
v&i md trwdc déng lanh. Theo cac tai liéu ma
chung t6i tham khao dwgc, mac du hon 700
coéng bb vé OTC trén thé gi&i, nhuwng co rét it
nghién ctru st dung biéu hién gen dé danh gia
hiéu qué cla OTC béng ky thuat realtime RT-
PCR, va phan I&n trong s nay dwoc thwe hién
trén mo hinh dong vat.+25-2

V. KET LUAN

Do lwdng d6 biéu hién cha gen bang
realtime RT-PCR nhw mot biomarker dé& khao
séat kha nang sbng ctia mé budng trirng trong
viéc danh gia hiéu qua clta quy trinh déng lanh
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thuy tinh hoa déi v&i md budng trirng nguwoi la
mot trong nhitng hwéng tiép can mai trong HE
tro’ sinh san trén thé gi®i va tai Viét Nam. Mac
du, khéng thé thay thé “tiéu chuén vang” cla
két qua mod budng trirng phat trién tiép tuc sau
khi cy ghép, d6 biéu hién gen c6 thé giup dw
doan & cap do phan t&r (c6 thé chinh xac hon
so v&i cac khao sat vé hinh thai hoc ciia md
thwong thdy) vé khd ndng sbng va phat trién
tiép tuc ctia mé sau ra déng bang phwong phap
thay tinh hod, lam co s& dang tin cay hon cho
viéc chon lwa mau mé dé ciy ghép lai vao co
thé bénh nhan.
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Summary
USING GENE EXPRESSION AS A METHOD TO QUANTIFY
FOLLICLE SURVIVAL IN OVARIAN TISSUE CRYOPRESERVATION

Ovarian tissue cryopreservation (OTC) is a promising technique for reproductive preservation in
women with cancer. Although this technique was applied successfully in many Invitro Fertilization
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(IVF) centers worldwide, OTC has not been developed recently, and there is no publication of OTC
in Vietnam. Using the expression of GDF-9 and caspase-3 as a biomarker to evaluate the survival of
follicles in OTC in IVFMD at My Duc Hospital (NCT04666376) is the first study conducted in Vietnam.
Ovarian tissues from each donor were divided into 3 groups, which group 1 was fresh tissues as
a control group, group 2 was vitrified tissues by Ova kit Type M (Kitazato, Japan) and group 3
was vitrified tissues by IVFMD medium. Then, mRNA was extracted and transcripted reversely to
cDNA before realtime PCR was performed. The findings showed there was no statistical difference
between 3 groups about the expression of GDF-9 and caspase-3, respectively, [0.66, 1.38 in group
1 vs group 2] and [0.71, 1.08 in group 1 vs group 3], p > 0.05. The results aligned with previous
findings because of the negative effects of cryopreservation. Moreover, it was illustrated that there
was no change in tissue quality between the commercial medium and IVFMD’s medium in OTC.

Keywords: Ovarian tissue cryopreservation, OTC, vitrification, GDF-9, caspase-3.
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