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HIEU QUA CUA MOI TRUONG NUOI CAY PHOI
CO BO SUNG GM - CSF 0 NHUNG TRUONG HOP
THAT BAI LAM TO LIEN TIEP TRONG HO TRQ SINH SAN
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TOM TAT

Muc tiéu: Banh gid hiéu quad ctia moi
trudng nudi cay phoéi co6 b6 sung GM - CSF &
nhimng trudng hgp that bai lam t6 lién tiép.

Phuong phap: Bao cdo loat ca cac trudng
hop nubi cdy phoi dén ngay 2 bang moi
trudng c6 bé sung GM-CSF. Danh gia hiéu qua
clia viéc strdung moi trudng nay dua trén ti lé
lam t6 cda phdi, ti [é thai lam sang. Dé tai do
CGRH, Khoa Y DPai hoc Quéc gia TPHCM thuc
hién va sé liéu dugc thu thap tai don vi IVFAS,
Bénh vién An Sinh.

Két qua: 41 cap vg chéng vo sinh do that
bai lam t6 lién ti€p dugc diéu tri TTTON va
dugc st dung méi trudng c6 bé sung GM
— CSF dé nubi cdy phoi. Ti lé thu tinh, ti |é
phoi t6t, ti I& thai Iam sang va ti & lam t6
ghi nhan dugc lan lugt 1a 77,6%; 23,8%;
36,6%; 13,3%.

Két luan: Viéc sir dung méi trudng nudi cay
c6 b6 sung GM - CSF dé nubi cay phoi gitup
lam tang ti 1é thanh céng & nhitng trudng hop
that bai lam té lién tiép.

ABSTRACT

EFFICIENCY OF MEDIUM WITH GM - CSFON
REPEATED IMPLANTATION FAILURE IN ASSISTED
REPRODUCTION

Objectives: To evaluate the efficiency
of medium with GM - CSF on repeated
implantation failure (RIF).

Methods: This was a case series report
on ICSI cycles using medium with GM - CSF
growth factor for day-2 embryo culture on

the rates of clinical pregnancy rate (CPR)
and implantation (IR) were used as main
outcomes. This study was conducted by
CGRH, School of Medicine, Vietnam National
University HCMC. Data was collected at
IVFAS, An Sinh Hospital.

Results: 41 ISCl cycles using culture
medium with GM - CSF growth factor for
embryo culture., The fertilization rate, the
good embryo rate, the clinical pregnancy
rate and the implantation rate respectively
were 77.6%, 23.8%, 36.6% and13.3% .

Conclusions: The culture medium with GM
- CSF increased the successful rate of repeated
pregnancy failure cases.

DAT VAN DE

Thu tinh trong 6ng nghiém (TTTON)
dugc xem la phuong phap diéu tri mang
lai ti I& thanh cong cao nhat cho cac trudng
hop hiém mudn - vé sinh. Tuy nhién, khong
phai tat ca cac phoi dugc tao ra bang TTTON
déu c6 kha nang lam t6 sau khi chuyén vao
buéng ti cung. Ngudi ta udc tinh cé khoang
30% phoi sau khi hinh thanh bi ngung phat
trién trudc giai doan lam t8, 30% bi mat sau
khi @& bam va lam t6 vao niém mac tr cung
nhung truéc khi phat hién dugc thai trén
siéu am (thai sinh héa) va 10% bi hu thai sau
khi da co6 phéi tim thai trén siéu am [1].

Trong nhiéu thap ky qua, nhiéu phat kién,
cai tién da dugc tng dung nham nang cao
hiéu qud thanh cong ctia mot chu ky TTTON.
Tuy nhién, van con nhiéu trudng hgp bénh
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nhan van khéng thanh c6ng sau nhiéu
lan chuyén phoi. Nhing trudng hop nay
thuong dugc biét dén vGi chan doan that
bai lam t6 lién tiép (recurrent implantation
failure - RIF). Bén canh viéc lam anh hudng
vé tam ly, tinh than cla cac cap vg chong
hiém muon - vo sinhsau nhiéu chu ky diéu
tri that bai, RIF con lam cho chi phi diéu tri
tang dang ké.

That bai lam t6 trudc day thuong duoc
dinh nghia la tinh trang khéng ¢6 thai sau 2 -
6 chu ky TTTON, véi tong s6 trén 10 phoi chat
lugng tét dugc chuyén vao buéng ti cung [2].
Tuy nhién, véi xu hudng gidam s6 lugng phoi
chuyén hién nay, tai da sé cactrung tam TTTON
bénh nhan dugc chan doéan RIF khi khéng c6
hién tugng lam t6 sau 3 chu ky chuyén phoi
VvGi s6 phoi chuyén phu hop [3].

Su lam t6 ctia phdi vao niém mac td cung
la mot qua trinh phtc tap, nhin chung phu
thudc vao 3 yéu to6 chinh la chat lugng phoi
dugc chuyén, su chap nhan clda niém mac
tdr cung va hé théng mién dich cla co thé
ngudi phu n{ [4]. Bai viét nay tap trung vao
phan tich cac yéu té lién quan dén yéu té
hé thong mién dich, trong dé, cac nguyén
nhan c6 thé anh huéng dén qua trinh lam
t6 cha phéi cing nhu moét sé tién bo trong
ky thuat hién nay dé tang cao kha nang phoi
bam vao NMTC sé dugc dé cap.

Nhiéu nghién cttu gan day cho thay néu
thi€u mot sé yéu to cytokine ¢ thé dan dén
cac két qua kém vé san khoa bao gém hién
tuong say thai [5],[6]. V& ban chat, cytokine
la chemokine c6 tam quan trong trong cac
dap ang mién dich giup phéi thai thich nghi
vGi diéu kién lam t6 cing nhu tai thiét lai
kh6i mé niém mac gitp khai su cho qua
trinh 1am t6 va phat trién ti€p tuc cda phoi
thai. Do vay, & nhitng bénh nhan cé tién su
say thai nhiéu lan cé su ghi nhan su thiéu
hut hay bi hoat hoa bat thuong cac yéu to6
cytokine nay thudng dan dén nhing réi

loan vé chiic nang va kha nang tang truéng
cla phéi thai cing nhu c6 thé dan dén hién
tuong sdy thai sau nay [5].

Trong s6 cac cytokines dugc dinh
danh, Granulocyte Macrophage Colony
Stimulating Factor (GM - CSF) dang ngay
cang dugc chu y do dugc ching minh la
¢6 vai trd quan trong trong qua trinh phat
trién va lam té ca phoi. 8 ngudi, GM - CSF
dugc tim thay trong I6p niém mac tlr cung
[71,[8], voi tring, té bao vé clia nang noan
vugt tréi [8], dich nang noan ciing nhu
trong nhau thai. Trén m6 hinh nghién ctu
la chuét, su hién dién cta GM - CSF trong
qua trinh phat trién cta phéi dugc cho la
moét trong nhiing yéu té quan trong anh
hudng dén kha nang lam t6 cta phéi ciing
nhu c6 tac dong tich cuc dén su phat trién
cUa thai sau nay trong tu cung [5],[9].

Trong giai doan phan chia s6m cuda phdi,
cac thu thé ctia GM - CSF dugc khai dong
gitup cho GM - CSF bat dau hoat dong cling
nhu tuong tac véi té bao ICM va té bao la
nudi phoi, diéu nay dugc tin la gilup cai
thién nhiing tuong tac can thiét cho phoi
va cac té bao trong niém mac t cung [10].
Cac thu thé v6i GM - CSF dugc tim thay trén
noan da thu tinh cho dén cac giai doan phat
trién thanh phoéi nang trén chuét cling nhu
ngudi. Cac thuc nghiém trén phoéi chudt cho
thay khi nuéi cay phéi in vitro trong moi
trudng cé b6 sung GM - CSF 8 néng d6 2ng/
ml, cac phdi gia tdang hoat déng si dung
glucose trong qua trinh chuyén hoa, gia
tang so luong té bao thong qua viéc tc ché
chu trinh chét té bao (apoptosis) [6]. Ngoai
ra, viéc bé sung GM - CSF vao méi trudng
nudi cdy ¢ ndbng d6 trén con lam tang ty
l& lam t6 cua phoi chudt, gidm b6t cac bat
thudng vé cau tric ctia nhau thai cing nhu
qua trinh phat trién thai ky [9].

Trén ngudi, khi nudi cdy phoi trong moi
trudng c6 bé sung GM - CSF, cac tac gia ghi
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nhan ty |é phoi sau ra dong & ngay 2 phat
trién dén giai doan phdi nang tang géap 2
lan, s6 luogng té bao séng trong khoi ICM
tang thém 30%, ngoai ra, ty |1& phoi lam t6
(in vitro) cling tang [8]. Trong MmOt nghién
ctu ngau nhién, c6 nhém ching, st dung
noan clia cing moét bénh nhan, khi nuéi cay
phoi tir giai doan thu tinh dén phoi nang,
phoi nuédi cdy trong méi trudng c6 bé sung
GM - CSF sé c6 nhiéu té bao hon vao thoi
diém 72 gid sau thu tinh (6,1 so véi 5,8; p
< 0,05) va s6 lugng phoi nang hoan chinh
dugc hinh thanh tang 50% (1,6 so véi 1,1;
p = 0,001) [11]. V& ty |é thai |am sang, mot
nghién cdu c6 nhédm chung trén 154 chu ky
diéu tri, cac tac gid cho thay ty Ié thai lam
sang tang c6 y nghia théng ké & nhom co
bé sung GM - CSF trong méi trudng nudi
cdy (46,1% so vai 30,8%; p < 0,05) [12].

MUC TIEU NGHIEN CUU

Danh gia hiéu qua ctia GM - CSF dua trén ti
1& 1am t6 ctia phoi va ti 1é ¢6 thai lam sang dén
12 tuan cda nhimng trudng hgp that bai lam t6
lién tiép.

VAT LIEU VA PHUONG PHAP
NGHIEN CUU

Day la dé tai nghién cttu do CGRH, Khoa Y,
Pai hoc Quéc gia TPHCM thuc hién, viéc thu
thap so liéu dugc tién hanh tai don vi IVFAS,
Bénh vién An Sinh.

THIET KE NGHIEN iU

Bdo cao loat ca cac truong hop that bailam
t6 dugc diéu tri TTTON st dung méi trudng co6
b6 sung GM - CSF nudi cdy phdi dén ngay 2
tai Bon vi IVFAS, Bénh vién An Sinh tu 8/2012
-11/2012.

PHUGNG PHAP CHON MAU
Tiéu chuan nhan mau:
- That bai lam t6 (két qua B-hCG am tinh)

HUYNH GIA BAO, NGUYEN THI THU LAN, BANG QUANG VINH

0 = 3 lan chuyén phoi (bao gém phoi
tuai va phoi trit lanh)
0 Téng s6 phoi tét chuyén > 6
+« NMTC = 8mm

Tiéu chuan loai mau:
« Trt phoi toan bd
« Bat thudng vé tir cung

QUITRINH KY THUAT

Quy trinh chudn bi tinh trung

- Tat cd cac mau tinh dich sau khi ly giai
trong tu am & nhiét do 37°C dugc tién hanh
loc rira véi phuong phap thang néng do
khong lién tuc.

- Dat moi trudng thang nong d6 Supra
Sperm (Medicult-Origio) vao tube ly tam
15ml day nhon, Tml I16p 45% & trén va Tml
[6p 90% & dudi.

-Tron déu mau tinh dich.

- Dat Tml tinh dich Ién I6p méi trudng loc
va ly tam 1500vong/phut trong 15 phut. Cé
thé sir dung nhiéu tube ly tdm néu mat dé
tinh trung qua it.

- Loai bo phan dich néi.

- Chuyén can lang vao tube 5ml day tron
chda 3ml méi trudng rlia Sperm Preparation
Medium (Medicult-Origio) va ly tam & 1200
vong/phut trong 10 phut.

-Rualan 2.

- HUt bo phan trén, can thu dugc cudi cing
khoang 0,2 - 0,3ml sé dat vao ta cay CO2
chuén bi cho ICSI.

Quy trinh chudn bi noan

- Choc hat noan dugc tién hanh vao 36
gig sau tiém hCG. Bénh nhan dugc gay té
canh cé tir cung va tién mé. Choc hat tring
dugc thuc hién dudi huéng dan dau do siéu
am ngd am dao.

- Khéi OCC (oocyte corona cumulus)
sau khi choc hut sé dugc rira trong dia
petri 35 chira méi trudng Flushing Medium
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(Medicult - Origio) va nudi cay trong hop
nudi cay 4 giéng chita moi trudng Universal
IVF (Medicult - Origio) dugc phu dau Liquid
Paraffin (Medicult — Origio). Cac dia rua
noan va hép nudi cdy noan sé dugc chuan
bi trudc ngay choc hut noan va cat trong ta
6% CO, & 37°C.

- Sau 2 - 3 gi® nudi cay vGi moi trudng
Universal IVF (Medicult — Origio) trong tu
cdy tri-gas, cac khéi OCC dugc tach bo cac
té bao hat xung quanh bang men Synvitro
Hyadase (Medicult - Origio) dé thu té€ bao
noan. Sau d6, noan dugc tiép tuc nudi
cdy trong dia petri 35mm véi moi trudng
Universal IVF (Medicult — Origio) 1 - 2 gig
dén khi thuc hién ICSI. Cac dia tadch noan
va nudi cady noan sau khi tach khoi OCC sé
dugc chuén bi trudc khi choc hut noan va
cat trong tl 6% CO, & 37°C.

Quy trinh tiém tinh trung vao bao tueng noan (ICSI)

- Tat ca cac noan vai su hién dién cla thé
cuc dau tién dugc thuc hién ICSI (1-2 gid sau
khi tach b té bao hat bén ngoai)

- Méi bénh nhan dugc chuan bi cac dia
chich ICSI, bén trong c6 1 giot PVP 50%
(Medicult - Origio) (pha loang 1:1 véi moi
trudng Universal IVF), dugc kéo mong kem 5
giot moi trudng Univerval IVF (5ul/giot) dugc
pht dau Liquid Paraffin (Medicult - Origio) dé
chtra noan. Sé lugng noan téi da trong mét
dia chich la 4 va sé dia ICSI can lam tuy thuéc
vao s6 noan choc hut dugc.

- Céc dia ICSI sé dugc chuan bi ngay sau
choc hat noan hoan tat va cat trong ta 6%
CO, & 37°C. Trudc khi tién hanh ICS, tinh triung
dugc dua vao PVP (Medicult — Origio) & ria
bén phai va duéi ddy cla giot PVP (Medicult -
Origio) da kéo dai. Noan dugc cho vao cac giot
moi trudng chira noan.

- Dugi kinh hién vi ddo ngugc, dé phdéng
dai 300X, chuyén vién labo sé lya chon tinh
trung di ddéng va c6 hinh dang binh thudng

nhat tai ria bén trdi cGia giot PVP (Medicult -
Origio). Tinh trung dugc bat ddng bang cach
dung kim tiém tinh trung “cda” [én dubi 2 - 3
lan cho dén khi bat dong hoan toan. Sau do,
tinh trung sé dugc tiém vao noan & vi tri 3
gid, sau khi ¢6 dinh noan vai thé cuc & vi tri
6-12gidhay 7 - 11 gid.

Quy trinh nudi cay phéi bang méi trudng
Embryogen (Medicult-Origio)

- Noan sau ICSI dugc ria va chuyén vao
dia petri BD 60mm (BD Falcon) c6 chtira moi
trudng Embryogen (Medicult — Origio) dugc
pht dau Liquid Paraffin (Medicult - Origio).
Tién hanh nubi cdy qua dém trong tu cay véi
diéu kién 37°C, 8% CO, va 5% O,

- Sau 16 - 18 gi® ICSI, tat ca noan dugc
kiém tra danh gia su thu tinh véi su hién
dién ctia hinh anh 2 tién nhan (2PN) va ghi
nhan ti lé thu tinh.

- Rtia va chuyén noan sang dia petri BD
60mm c6 chira moéi trudng Embryogen
(Medicult - Origio) méi c6 pha dau Liquid
Paraffin (Medicult - Origio) da dugc chuan
bi it nhat 2 gio trudc khi st dung. Tiép tuc
nudi cdy qua dém trong diéu kién 37°C, 8%
CO,va5%0,.

- Vao ngay thu 2 (42-44 gid sau ICSI), tién
hanh kiém tra danh gia chat lugng phéi va ghi
nhan ti |é phoi tot.

CACYEU TO DANH GIA KET QUA

«Ti & noan thu tinh binh thuong
«Ti 1é phoi c6 chat luong tét

«Ti lé thai lam sang

«Tilé lam t6 cta phoi

KET QUA

Tur 8/2012 - 12/2012, téng cong 41 cap vg
chéng vé sinh do that bai lam té lién tiép diéu
tri tai IVFAS dugc nhan vao nghién ciu. Bang
1 m6 ta cac dac diém cla nhom bénh nhan
tham gia nghién cdu.
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Bang 1: Dic diém bénh nhan

Tusi 35,9+ 4,85
S6 lan diéu tri TITON thdt bai trung binh 434+128
S6 phoi chuyén trung binh 3,806

Do day niém mac td cung trung binh 11,43£1,39

Két qua & bang 1 cho thay déi tuong bénh nhan tham gia trong nghién ctiu clia ching téi déu
c6 nhiing dac diém vé dé tudi, sé lan diéu tri that bai trudc day, s6 phoi chuyén trung binh va dé
day niém mac ti cung & chu ky diéu tri hién tai tuong tu nhau va théa cac tiéu chuan nhan vao

nghién ctu da dé ra.

Bang 2: Két qua ca cdc thong s nghién ciu

(dc chi so nghién ciu Tile (n=41)
Ti lé phai tot 23,8%
Ti lé thai lam sang 36,6% (15/41)
Ti lé lam t6 coa phoi 13,3% (21/158)

O bang 2, ti & thu tinh & cac trudng hop
dugc st dung méi trudng c6 bé sung GM -
CSF trong nghién cdu cta chung téi la 77,6%,
ti I1& nay tuong duong vdéi ti 1é thu tinh trung
binh tai IVFAS. Tuy nhién, ti 1&é phoi tot & nhom
bénh nhan nay trong nghién cttu chi dat 23,8%.
DPac diém phoi ghi nhan dugc trong tat ca cac
trudng hop tham gia nghién cdu la téc d6 phat
trién cham, do d6 lam cho ti 1& phoi t6t thap
haon so vai ti 1é phoi t6t trung binh tai trung tam
cla chung toi.

D6i v6i nhiing truong hop RIF, ti & thai lam
sang dat dugc dudi 20% néu nhu chi thuc hién
qui trinh TTTON mot cach binh thudng [13].
Trong nghién cdu nay, ti Ié thai lam sang cla
nh{ing bénh nhan RIF dat dugcla 36,6%. Nhu da
trinh bay & trén, viéc thiéu hut GM - CSF trong

dudng sinh duc nl vao giai doan thai sém dugc
xem la moét trong nhitng nguyén nhan quan
trong gay ra RIF. GM - CSF da dugc ching minh
la c6 vai tro chll yéu trong diéu hoa sy phat
trién cda phoi & giai doan sém [10]. Do do, viéc
st dung méi trudng c6 b6 sung GM - CSF dé
nuoi cdy phéi trong nhimng trudng hop RIF gitp
lam tang ti 1é c6 thai lam sang & nhiing trudng
hop bénh nhan dung véi chi dinh nay. Do phac
dé diéu tri tai trung tam cla chung téi chu yéu
la chuyén phoi ngay 2, hiéu qua thuc su clta
GM - CSF Ién phéi & giai doan phan chia (ngay
2, ngay 3) khéng ré. Tuy nhién, GM - CSF dugc
nhiéu tac gia chiing minh la gitp tang ti 1é phoi
phat trién dén giai doan phoi nang (tir 47% Ién
78% trong nghién ctu cda Sjoblom va coéng su
(2005) trén nhém ngudi tinh nguyén) va lam
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tang soO lugng té bao trong khéi té bao mam
(ICM) [9] bang céch kich thich su van chuyén
va hap thu glucose trong qua trinh chuyén hoéa,
ciing nhu ngan qua trinh chét cta té bao & phoi
[13]. VGi ly do nay ma méi trudng nudi cay cd
b6 sung GM - CSF phat huy dugc tac dung lam
tang ti lé thai lam sang & d6i tugng bénh nhan
RIF ngay ca khi dugc chuyén phéi & giai doan
phan chia (ngay 2). Ngoai ra, do ti & phoi tét
déi vai tiing truong hop khong cao, chiing toi
ti€n hanh chuyén nhiéu phéi hon so véi nhiing
truong hgp diéu tri TTTON tu cac chi dinh khac.
Pay la nguyén nhan khién cho ti & lam t6 cla
phéi thap hon so vai ti 1é hién c6 tai trung tam
clia chung t6i, chi dat 13,3%.

KET LUAN

Pay la nghién clu dau tién tai Viét Nam
nham cai thién ti [& thanh céng trén nhiing doi
tugng bénh nhan that bai lam t6 lién ti€p. Mac
du, c6 nhiéu nguyén nhan gay ra RIF nhung két
qua nghién ciu da cho thay viéc s dung méi
trudng c6 b sung GM - CSF khi nuéi cdy phoi
& giai doan phan chia c6 thé giup lam tang ti lé
thai lam sang & nhing doi tugng nay.
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