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TOM TAT

Trlr mo buong trLrng la mét phuang phap bao ton
chirc nang sinh san co thé sir dung cho nerng bénh
nhan c6 nguy cd bi giam cerc nang sinh san, cu thé la
nhu‘ng bénh lanh tinh hay ac tinh pha| can th|ep phau
thuat, héa tri, xa tri. Day cung la bién phap duy nhat
dé gilr lai kha nang sinh san trén nhom bénh nhan
trudc tudi day thi. Pong lanh chdm va thay tinh héa Ia
hai phudng phép trir lanh dugc (mg dung trong viéc
luu trlt khd nang sinh san. Muc tiéu cta nghién clu
nay nhdm danh gia va so sanh hiéu qua cua hai
phuang phap dong lanh cham va thudy tinh héa trén
nhém moé bubng triing ngudi Viét Nam & khia canh
khao sat mo hoc dua trén s6 nang nodan dém dugc
gilfa cac manh md trudc va sau trir trén cung mot
bénh nhan Trong ngh|en clu cat ngang mo ta nay, 24
manh md dugc thu nhan tir 8 bénh nhan (27,00 £3,78
tudi) dudc chia thanh 3 nhém, nhom mau tudi, (nhom
dsi chimg), nhém mau trit cham va nhém mau thay
tinh hoa. Ké qua cho thdy sau trif rd bang ca hai
phucng phap, cau trdc con day dd cac thanh phan
nang quan trong nhu hang nguyen thly, nang so cap,
nang tha cap, tuy nhién tong sO nang dém dugc cd xu
huéng giam, cu thé 1a s6 nang so cap sau trir cham 13
5,11£4,14 nang, so v4i mau tuci 13 18,63 +15,34
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nang, su khac biét co y nghla thong ké (p<0.05), 3]
nang sd cap nhom mau trif thay tinh héa la 3,30+6,40
nang so v6i mau tuci la 18,63 £15,34 nang, su khac
biét co y nghia thong ké (p<0 05). N0| bat cho thay ti
Ié s6 nang sd cdp sau thuy tinh hoéa (2. 04 + 2.83%)
thap haon so véi mau tuai (13,84 +11,03 %), su khac
biét nay c6 y nghia thdng ké (p<0,05). Két qua cho
thay ca hai perdng phap dong lanh cham va thuy t|nh
héa déu cé tiém nidng si dung dugc cho tri md
bubng trLrng va phuong phap dong Ianh cham c6 thé
hiéu qua hon trén khia canh khdo sat md hoc.

SUMMARY
COMPARATIVE STUDY ON EFFECTIVENESS
OF PRESERVING VIETNAMESE OVARIAN
TISSUE BETWEEN SLOW FREEZING AND
VITRIFICATION PROTOCOLS BY TISSUE
HISTOLOGICAL ANALYSIS
Freezing human ovarian tissue is primarily used to
safeguard and restore the reproductive capabilities of
cancer patients who are at high risk of infertility after
radio- or chemotherapies. And it has been the sole
way to maintain reproductive abilities prior to puberty.
Controlled rate freezing (slow freezing) and
vitrification are two main protocols in storing fertility.
The objectives of this study are to evaluate and to
compare the efficacy of two freezing protocols in
Vietnamese ovarian tissue based on histological
analysis via numbers of counted follicles between
tissue segments of same donor. In this cross- sectional
study, 24 ovarian tissues were obtained from 8 donors
(27 £3.78 years) were divided into three groups: fresh
control group, slow freezing group and vitrification
group. The integral composition of ovarian tissue that
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consists of primordial, primary and secondary follicles,
remained unaltered following the freezing and
warming procedures. In contrast to the fresh control
group, the total number of counted follicles after two
freezing methods was decreased, particularly the
number of primary follicles, average 5.11+ 4.14
follicles in slow freezing, 3.30 = 6.40 follicles in
vitrification, compared to 18.64 + 15.34 follicles in
fresh group, the differences had statistical significance
(p<0.05). Notably, the proportion of primary follicles
after vitrification (2.84 £+ 2.83 %) was lower than that
of fresh ones (13.84 = 11.03 %), the disproportion
was statistically significant (p<0.05). Both techniques
could be able to store human ovarian tissue according
to histological analysis, nevertheless slow freezing may
be superior to vitrification.

I. DAT VAN DE

Trlr lanh m6 budng tring la mot bién phap
bao ton chiic nang sinh san ma bénh nhan cé
thé Iuu lai ngudn giao tir ngay tai thdi diém
mong muodn, khong can phai kéo dai thdi gian
diéu tri bénh Ii va cling la phugng phap duy nhat
dé€ bao ton khd nang sinh san cho céc trudng
hgp trudc day thi [2]. Pau tién phuang phap nay
dugc thuc hién v6i mong mudn gilr lai va phuc
hGi chirc nang sinh san trén nhom bénh nhan
ung thu ma nguy cd sé gap van dé vo sinh sau
diéu tri hoa tri va xa tri.Tuy nhién, gi¢ day tri
mo6 bubng tring ngudi da (ng dung rong rai
han, c6 thé &ng dung trén nhdm bénh Ii khéng
ac tinh nhu céc trudng hop cat u budng trirng
mot hay ca hai bén u lanh budng tring, lac noi
mac t cung nang hodc dang tai phat, ngudi
lanh mang gen bénh BRCA-1 hodc BRCA-2, nguy
c¢d man kinh s6m do héi chirng Turner, bénh
lanh tinh can phai hda tri cho nhiing trudng hgp
bénh li ty mien (nhu lupus, viém khdp dang
thap,...), cdy ghép tly do bénh li [3].

Dong lanh cham (slow freezing) va thay tinh
hda (vitrification) la hai phuong phap dudc thuc
hién phé bién dé trit mé tring. Dén nay, déng
lanh cham da dugc thuc hién trong thdi gian dai
va la phuong phap tiéu chuén trong déng lanh
mo budng tri’ng. Thly tinh hda da dat két qua
rat kha quan khi ap dung trir lanh giao tr va phoi
va ngay cang dudc quan tam trong linh vuc tri
mo budng trirng nguai.

MOt bdo cdo téng quan hé thdng ndm 2009
cho thdy m6 budng tring sau dong lanh cham va
thay tinh héa cé hinh thai sau ra dong tuong tu
nhau va s6 nang noan trong md sau ra ngang
nhau mac du kha nang s6ng cua té bao hat va
tinh toan ven clla m6 dém toét hon véi thay tinh
hoéa [6]. Theo nghién c(ru cla Herraiz nam 2013
sau khi ghép mo budng triing ngudi sau trir-ra
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vao chudt, md tr{r bang ki thuat thay tinh hda
cho mat do nang nguyén thiy 6 thang sau ghép
cao hon mo trir bang ki thuat déng lanh cham
[10]. Mat khac, mét s6 nghién clru khac cho thay
khong co su khac biét khi so sanh hai ki thuat
trir-ra. Bao cao cla Sanfilippo Sandra va cong st
nam 2015 cling so sanh hai phuong phap trit
cham va thay tinh héa trén doi tugng bénh nhan
tré tudi (tudi trung binh 28 + 1,1), két qua giai
ph&u hoc cho thdy s6 nang nodn nguyén ven sau
ra cta phuong phap thuy tinh héa la 83,6%, sau
ra dong ctia phuong phap trir cham la 80,7% vdi
nhom ching (khéng trlr lanh) la 99,6%
(p>0,05). Ngoai ra, mat dé nang noan va ti Ié
manh v8 DNA trong nang noan cta hai ki thuat
khong co su khac biét cé y nghia thong ké (thay
tinh hoa 20,8%, trir cham 31,3% so vdi nhom
chirng 35%) [7]. Nhu vay vé mat y hoc chirng
c, dén nay chua cdé su dong thuan phucng
phap trif ra nao cho hiéu qua tot hon.

Viéc danh gid mo hoc clia md budng trirng
thudng dudc thuc hién trén cac lat cat mong véi
d6 day 5-10 um. Cac lat cat nay thudng dugc xur
Ii v8i thubc nhudém dung cho viéc danh gia cau
tric mé nhu Hematoxylin- Eosin (nhuém H&E).

Muc tiéu cta nghién cltu nay nham so sanh
hiéu qua clia hai phuong phap trir cham va trir
thay tinh héa mo trirng ngud@i dua trén khao sat
mo hoc bao gom:

- So sanh ti 1é cua s6 nang nguyén thuy,
nang so' cép, nang thu' cap, nang truong thanh
sau phuong phap trir lanh chdm so vdi trudc tri.

- S0 sanh ti 1é cua s6 nang nguyén thuy,
nang so cdp, nang thu cap, nang truong thanh
sau phuong phap trir lanh thuy tinh hdoa so vdi
trudc trir.

- So sanh hiéu qua hai phuong phap tri¥
chém va thuy tinh hoa md budng tring dua trén
SO nang va ti Ié phdn tram sé nang thu duoc.

II. D8I TUONG VA PHUONG PHAP NGHIEN CU'U

2.1. Thiét ké nghién ciru: Nghién cliu cat
ngang mo ta cd phan tich dugc thuc hién tai
khoa Hi€ém Mudn, bénh vién T Di.

2.2. Po6i tugng nghién ciru:

- Dan s6 muc tiéu: manh mé budng triing
tlr cac bénh nhén bi cdt phan phu, cit u budng
triing hodc dé du phong.

- Dan s6 nghién ciu: manh m6 budng
triing tir cac bénh nhan cat u lanh budng tring
tai bénh vién T DQ. B

- Ddn s6 chon mau: manh mo bubdng
triing tir cac bénh nhan cat u lanh budng triing
tir thang 10.2021 dén thang 12.2021 tai bénh
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vién TU D. .

2.3. Tiéu chuan chon mau:

- Tiéu chudn nhén: bénh nhan tir 18-35 tudi
tai bénh vién TU DU cd u budng tring lanh tinh
dang u bi hodc u dich trong dugc chi dinh cat u.

- Tiéu chudn loai:

o U budng triing nghi ngd ac tinh trong qua
trinh phau thuét

o U bi dép nat, rach, khéng thé 18y dugc md
budng triing can thiét

o K&t qua giai phau bénh la u ac tinh

2.4. Phuong phap tién hanh: manh mo
bubng tri’ng phu nit sau khi thu nhan va xt Ii sé
dugc trit lanh theo hai phucng phap trir cham va
thay tinh hdéa, sau d6 ra dong. Mau tuci trudc
trr lanh va mau sau khi rd dong sau trir sé dugc
danh gia mo hoc

- Thu nhan mé bubng trirng:

o Giai thich va cho bénh nhan ky ban dong
thuadn tham gia nghién cu. Néu bénh nhan
khong doéng y, m6 budng tring sé khong dugc
thu nhan.

o Viéc 1dy mo budng triing phai dugc thong
nhat gilra cac khoa Phau thuat- Gay mé hoi sic
— Giai phu bénh — Hiém mudn dé khéng anh
hudng dén quy trinh trd két qua va diéu tri cla
bénh nhan.

o Tai phdong md, sau khi phiu thudt cdt u
budng triing, phau thudt vién sé& 1&y manh mé
bubng triing va chuyén vé phong lab thu tinh
trong 6ng nghiém tai Khoa Hi€ém Muon trong thdi
gian t6i da 15 phat, phan mo buéng trirng con lai
s& chuyén vé khoa Giai phdu bénh, néu két qua
giai phau bénh cho két quéa ac tinh, mé thu nhan
sé bi loai.

- Phan mé budng triing sau khi xtr li sé dugc
chia thanh 3 nhém

o Nhédm 0: manh mé tuci dugc dung dung lam
nhom chirng véi manh cta nhdm 1 va nhdm 2.

o Nhdm 1: manh mo dudc dua vao tube nho
€6 chlta moi trudng trir bao gom DMSO, sucrose
va HSA (human serum albumin). Cac tube nay
dugc dua vao may ha nhiét d6 cham theo
chuong trinh

o Nhém 2: manh md dugc trir bang phuang
phap thay tinh hda. M6i trudng trif chila
ethylene glycol, DMSO, sucrose, trehalose, HSA

o Diéu kién bao quan tir lic thu nhadn mo tur
phong mé& dén IGc x{r li tai phong lab thu tinh
trong 6ng nghiém giéng nhau gitra cac nhém.

- X li mau mod tuci: mau mo tuci dugc co
dinh trong paraformalin 4%, nhudém H&E va
khao sat mé hoc.

- Trl* md bubng tri’ng bang phudng phap

dong lanh cham

o Quy trinh ha nhiét d6 cham: dong lanh
theo chuong trinh. Sau khi hoan tat chugng
trinh, 13y tube ra khéi mdy Planer va luu trif
trong thuing chlra mau -196 °C

o Quy trinh ra sau trir cham: cac tube trir
chira mo6 sé dudgc ra ¢ 37°C.

o Sau khi rd dong, manh mo sé dudc cd dinh
trong paraformalin 4%, nhudm H&E va khao sat
mo hoc.

- Trir md bubng trirng bang phucng phap
thay tinh hda

o Quy trinh trit: manh md dugc gilt trong
moi trudng can bdng. Sau 15 phat, mau mod
dudgc chuyén sang moi trudng thuy tinh hda véi
néng do chat bao quan cao gap doi. Sau d6 cac
mau m6 dugc ddt trong tube trit va nhing truc
ti€p vao nito long. Mau trir dugc luu trong nito long.

o Quy trinh ra: sau khi 13y ra khoi thung tri,
manh mé6 sé dugc cho nhanh vao moéi trudng ra
chra sucrose va trehalose & 37 °C.

o Sau khi rd dong, manh mo sé dudc cd dinh
trong paraformalin 4%, nhudom H&E va khao sat
mo hoc.

- Khao sat mo6 hoc

o C6 dinh manh mo trong paraformalin 4%
qua dém va cat lat manh mo véi do day 5 pm.

o Nhuém vdi Hematoxylin- Eosin (H&E) dé
phan tich md hoc

o Dua trén tinh toan ven ciia mang nén, mat
do té bao va tinh toan ven cla noan bao, nang
tring dudc phan loai thanh nang cé hinh thai
binh thudng hoac thoai hoa [9]

o Panh gid méat do va phat trién nang: trén
cac lat cat 5 pm tat ca cac nang triing dugc dém
va phan loai theo giai doan vdi cac tiéu chi cu
thé dugc md ta theo Gougeon [10]

- Thu thap va x{r li s6 liéu: s6 liéu dugc thu
thap theo tuing giai doan va x{ li bang phan mén
SPSS 22.0. Trudc khi xtr Ii, s6 liéu s& dugc kiém
tra vé tinh chinh xac va day du. Bat dau bang
théng k& mé ta va phép kiém t-test, Anova cho
cac bién dinh lugng so sanh cac nhom vdi
khoang tin cdy 95%.

II. KET QUA VA BIEN LUAN

Nghién clu nay dugc thuc hién trén 24
manh mé tuci dugc dugc thu tir 8 bénh nhan va
dugc chia thanh 3 nhém la nhdm 0- mau tuoi
(nhém ddi chirng), nhdm 1- mau trlr cham va
nhém 2 - mau trif thay tinh héa, 8 manh mé cho
moi nhom. Cac manh mo trudc hoac sau trir ra
dudc cd dinh trong paraformalin 4% qua dém,
nhudém H&E va danh gid md hoc 2 lan dé tang
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tinh chinh xac va khach quan bdi 2 chuyén gia tir
trudng Dai Hoc Y Khoa Pham Ngoc Thach, Tp.
HG6 Chi Minh. Dua theo két qua thu dudc, cac
nang noan dugc quan sat thdy cha yéu la nang

nguyén thuy, cé thém su hién dién mét phan cta
nang sd cap, nang th& cap va khong co nang
tién hoc, nang de Graf va nang thoai hda dugc
quan sat thay.

Bang 1: 6 nang dém duoc theo phan loai nang giiia cac nhém va trén cac mau

, = . Nhom 1- Mau trit cham sau| Nhom 2- Mau trir thay tinh
Nhom 0 — Mau twroi rd dong héa sau ra dong

Nang Nang Nang Nang Nang Nang
Mau | nguyén s'\éagégp th& | Téng |nguyén s':agégp th | Téng | nguyén s'gacnégp th& | Téng

thuy cap thay cap thay cap
M1 | 144,08 | 26,99 | 5,00 | 176,07 | 19,16 |10,50| 6,79 | 36,45 | 38,36 | 3,31 0 41,67
M2 | 413,98 | 4,47 (47,84 |508,29| 261,55| 5,96 | 1,50 | 269,01 | 372,37 | 18,74 | 10,33 | 404,40
M3 | 112,84 14,83 | 1,84 (129,51 | 122,76 | 2,50 | 2,20 | 127,46 | 502,15 | 3,33 | 0,50 | 505,98
M4 | 38,30 | 7,50 0 45,80 | 91,66 | 3,63 | 2,00 | 97,29 | 40,25 | 0,66 0 40,91
M5 | 33,00 | 1,00 0 34,00 | 42,63 |11,99| 5,64 | 60,26 0 0 0 0
M6 | 333,00 (31,30 | 2,30 | 366,60 | 108,93 | 0,33 0 1]109,26 0 0 0 0
M7 | 25,00 [16,00| O 41,00 | 23,6 | 2,00 | 0,50 | 26,10 | 2,66 0 0 2,66
M8 | 58,00 | 5,00 0 63,00 | 34,30 | 3,99 0 38,29 | 21,96 | 0,33 0 22,29

Bang 2: M6 ta s6' nang noan d cac nhom

Nhom mau tuoi Nhom mau trir Nhom mau trir
(nhém chirng) cham thuy tinh héa
TBng s6 nang dém dugc 1364,27 764,12 1017,91
Trung binh s6 nang/manh moé 170,53 + 175,98 95,52 + 79,40 127,24 + 204,92
SO nang cao nhat 508,29 269,01 505,98
SO nang thap nhat 34,00 26,10 0
Mat d6 nang/mm?2 6,82 3,82 5,09

Nhin chung, theo két qua khao sat mé hoc &
nghién clu nay, s6 nang phan bo gilta cac mau
va trén cac nhdm ciing khong déu nhau. Sau trir
rd trén hai phuong phdp, téng s6 nang dém
dugc thap han so vdi mau tuai, thap nhat la sau
trlr cham, s6 nang dém dugc la 764,12 nang,
thdp hon gan moét nita so vdi mau tugi la
1364,27 nang va két qua tugng tu vdi trung binh
s6 nang / manh m6 va mat do phan bl cac
nang. Trén 2 nhom sau trr ra, s6 nang dém

dugc sau phudng phap thuy tinh hda cho két
qua cao hon so vdi phudng phap dong lanh
cham. Mot s6 nghién clu dugc cong bd trudc
day cho két qua s6 nang dém dudc clia phuang
phap dong lanh cham cho két qua t6i uu han
hodc tuong dudng so véi phudng phap thuy tinh
hoa [6][9][10]. Tuy nhién & mic do nay nghién
clfu cla ching toi cling chi la su so sanh gian
ti€p cd thé do su’ phan bd cac nang khac nhau &
cac manh mo.

Bang 3: So sénh két qua mé hoc giita mau mé tuoi va miu sau trir-rd bing phuong

hadp déng lanh cham

Gia tri/manh mé 25mm?2 Mau tuoi Mau sau trir chdm | Gia tri p (p<0,05)

s6 nang trung binh dém dugc | 170,53 + 175,98 95,52 + 79,40 0,29

SO nang nguyén thay 144,770 + 148,63 88,07 + 80,72 0,36

S6 nang sd cap 18,63 + 15,34 511 + 4,14 0,03

S6 nang thir cap 56,98 + 16,55 18,63 + 2,56 0,43

Ti |1é nang nguyén thay (%) 84,37 £ 10,90 86,35 + 16,34 0,79

Ti |1é nang sd cap (%) 13,84 + 11,03 9,37 + 10,09 0,41

Ti I& nang th(r cap (%) 1,79 + 3,24 4,28 + 6,54 0,36

Co su khac biét cd y nghia thong ké gilra hai nhdm mau tuci va mau sau dong lanh cham vé s6
nang so cap (p=0,03<0,05). Tuy nhién, ti I&€ nhdm cac nang khong c6 su khac nhau gitra hai nhom.
Bang 4: So sanh két qua mé hoc gilfra mau mé tuoi va mau sau trir-rd bang phuong
hap thuy tinh hoa
Gia tri/manh mo 25mm?2
s0 nang dém dugc

Mau tuoi
170,53 £+ 175,98

Mau sau trir thuy tinh hoa
127,24 £+ 204,92

Gia tri p (p<0,05)
0,66
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S6 nang nguyén thay 144,78 + 148,63 148,63 + 198,17 0,80
S6 nang sd cap 18,64 + 15,34 3,30 + 6,40 0,02

SO nang thir cap 7,12 + 16,55 1,35 + 3,63 0,36

Ti I& nang nguyén thiy (%) 84,37 + 10,90 72,53 + 44,88 0,48
Ti I& nang sc cap (%) 13,84 + 11,03 2,04 + 2,83 0,02
Ti 1é nang thr cdp (%) 1,79 + 3,24 0,33 + 0,90 0,25

Tuong tu véi phuang phap trir cham, mau
mé sau thdy tinh héa cling cho téng s& nang
cling nhu s6 nang nguyén thay va nang th(r cap
gidam nhung khong cd su khac biét so véi mau
trudc trir ngoai trir sO nang so cap. Vé mat ti lé
phan tram chi co ti Ié nang sd cap giam ro rét
sau trif thay tinh hda (p=0.02<0.05). Su giam ti

Ié nang so cap cling thé hién mdc dd anh hudng
du trir bubng triing. Vay sau can thiép bang cac
phuong phap trt lanh, du trlr budng tring c6
thé giam. C6 thé chat lugng mé & mau déng
lanh cham tot han so vdi thiy tinh hda khi ti 1€
phan tram nang so cdp sau dong lanh cham
khong cd su khac biét so v8i mau mo tuai.

Bang 5: So sanh hiéu qua giita déng lanh cham va thuy tinh hoa mé budng trirng dua

trén khao sat mé hoc

Gia tri/manh m6é 25mm2 | Mau trit cham | Mau sau trir thay tinh héa |Gia tri p (p<0.05)

s6 nang dém dugc 95,52 + 79,40 127,24 + 204,92 0,69

S6 nang nguyén thuy 88,07 + 80,72 122,21 + 198,17 0,66

SO nang sa cap 511 + 4,14 3,30+ 6,40 0,51

S6 nang thir cap 2,33 £ 2,56 1,35 + 3,63 0,55

Ti Ié nang nguyén thuy (%) | 86,35 + 16,34 72,54 + 44,88 0,43

Ti 1€ nang sd cap (%) 9,37 + 10,09 2,04 + 2,84 0,06

Ti 1é nang thr cdp (%) 4,28 + 6,54 0,33 + 0,90 0,11

Ti I& phan tram nang sd cap sau dong lanh
cham cé khuynh hudng cao hon sau phuadng
phdp thuy tinh héa nhung khong c6 sy khac biét
c6 y nghia thong ké (p=0,06).

IV. KET LUAN

Trir md budng tring la mot bién phap bao
ton chc ndng sinh san ma bénh nhan cd thé
thuc hién tai thsi di€ém mong mudn. Pdng lanh
cham va thuay tinh héa la hai phugng phap trit
mo bubng trirng dugc ap dung trén thé gidi. Két
gua nghién cu cla chdng t6i cho thay hai
phuang phap trit rd déu lam giam s6 lugng nang
sd cap, tuy nhién su khac biét co y nghia & ti 1€
nang sd cap giam trén nhom trif bang phudng
phap thuy tinh hdéa so v8i nhdm mau mo tuci. Vi
vay, phuong phap dong lanh chédm c6 thé cho
két qua kha quan hon phudng phap thdy tinh
hda trén phucng dién khao sat mo hoc.

Tuy nhién, can nhi€u nghién ctu sau hon
nhu khao sat héda mdé mién dich hodc ghép manh
mo sau trit rd Ién chudt suy gidm mién dich dé
chirng minh hiéu qua cla hai phuong phap dong
lanh chdm va thay tinh hoéa trlr m6 budng tring.
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