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NGHIEN CUU PHUONG PHAP NUOI TAO TAM
BIEU MO GIAC MAC TU TE BAO GOC VUNG RIA GIAC MAC

D3 Thuy Huong', Nguyén Thj Binh', Nguyén Khang Sen', Trinh Binh', Trinh Sinh Tien',

Pao Thi Thuy Phugng', Hoang Thi Minh Chau?, Vii Thi Tué Khanh?, Nguy&n Thj Kim Oanh’,
Nguy&n Thu Lan', Nguyén Phi Thign’, Phan Thi Phuong', Hoang Thi Thanh', D6 Doan Lgi'
"Truoing Dai hoc Y Ha Noi, 2Bénh vién M3t Trung viong

Muc tidu: lva chon phuong phép nuéi tao tdm biu moé gidc mac tir 1€ bao gbc ving ria gidc mac. Chat liéu va

phuong phip nghién ciu: s dung cac ky thuat hién vi quang hoc, hién vi dién &, hod mé, hoa mé mién
dich dé theo déi, dénh gid su phéal trién va chat lugng cla tdm biéu mé gidc mac dugc nubi cdy theo hai
phuong phap: nuéi bing mianh mé va nuéi bing dich treo. K&t qua: (1). Ky thuat nudi cdy tam bidu mé gidc
mac bing ménh mé don gian, thdi gian nudi cdy ngin hon va cho t8m biéu mé c¢6 chét lugng 16t hon hon nubdi bang

dich treo; (2).Tdm biéu md nudi cdy ¢6 diy di dic diém vé cu tric hinh théi, hod hoc cla tém biu mé gidc mac.

K&t luan: chon phuong phap nudi bing manh mé dé tao tam biéu mé giac mac nudi cay.

Tir khoé: nudi bang manh mé, nudi bang dich treo, viing ria cling giac mac

I. DAT VAN PE

Trong nhan khoa, hoi chiing suy giam ving ria
thuoing gap va do nhiéu nguyén nhan khic nhau gay
ra. Mot trong cac phuong phap hién dai nhat dé diéu
tri hoi chiing nay la ghép tdm bidu md gidc mac nudi
cdy Ui t€ bao gdc ving ria gidc mac. Trén thé gigi da
c6 nhiéu cong bd vé viec nudi tao va ghép thanh cong
tdm biéu md gidc mac nudi cay tir t& bao gbc viing ria
gidc mac cho thd va cho ngudi. 9] Viét Nam, day la
mot van dé hoan toan méi mé. D& tién cong vao linh
wiic stt dung t€ bao géc diGu tri mot s6 bénh nan v,
chiing t5i tién hanh dé tai nay véi muc tidu:

Lua chon quy trinh nuéi tao tdm bi€u mé giic
mac tir t& bao géc ving ria giac mac.

. CHAT LIEU VA PHUONG PHAP
NGHIEN CcUU
1. Chat li¢u

- -Ménh ving ria mdt thd chlng Orytolagus

Cunicutus.

- Manh ving ria mat nguoi dugc 18y giac

mac hi€n hoac td m3t lanh ctia bénh nhan.

- Mang 81 ngudi da dugc x{ ly.
- Mbi truong SEM.
2. Phuong phap nghién ciu

1.1. Nghién ciu thuc nghiém trén thé

- Nudi cdy bing manh mé: trich thi viing ria
giac mac véi kich thigc 1 x 3 mm tai vitri 11 - 1h.
C4t nhé thanh cic manh 1 x 1 mm. Nu6i ménh mo6
trén mang i cdng trong 16ng nudi cdy bing moi
trudng SEM trong ti 37°C va nong dé CO- 1a 5%.

- Nubi cdy bang dich treo: nao biéu mé cla
giac mac thé, tao dich treo v&i mat do 5 x 10° t&
bao/ml. Nudi cdy trong 1dng cé cing mang di bing
moi trudng SEM & 37°C va néng dé CO- 1a 5%.

- Theo doi su phét trién clia céc t& bao goc
vling ria gidc mac bang kinh hién vi soi nai.

- Tao tang cho tdm biéu mé khi cdc © bao da
pht kin ddy long.

- Dinh danh tdm biéu mé gidc mac nudi cay.

- Ghép cho tho bi bong gidc mac.

1.2. Nghién ctru trén nguoi

Tién hanh sau khi cé k&t qua thiic nghiém trén tho.
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1.3. Chi tiéu nghién ciu

- Ty 1& thanh céng nuéi tao tdm biéu mé.

- Chat lugng ctia tAm bi€u mé: cau tric vi thé, cau trdc sidu vi thé, ciu tric hoa hoc

i, KET QUA

1. Nghién ctiu thuc nghiém trén thé

Sau khi nghién cdu lua chon dugc phuong phdp xi Iy mang 8i lam nén nusi c4y, phuong phap trich

thd, phuong phdp x(t Iy mdnh mé ving ria va gidc mac, xac dinh dugc méi trugng nudi cdy, ching 16i

nudi tao tdm biéu mé gidc mac theo 2 phuong phdp: bang manh mé va bing dich treo.

Bing 1. Ty Ié nuéi tao thinh cong tim biéu mé giic mac

Nubi bang manh md

Nudi bang dich treo

oot $6' miunudi S miumoc Ty I¢ moc (%)  $6 maunudi  S6 miumoc Ty Ié moc (%)
1 6 3 50 6 0 0
2 3 2 66 2 0 0
-3 6 6 100 6 6 100
Tong 15 12 © 80 14 6 42,8

Nhan xét. qua 3 dot nudi cdy dau tién, ching @i
thay rang ty 1& moc clia phuong phap nudi bing manh
md cao hon nudi bang dich treo. Ngay 1an nudi dau tién
bang manh md da ¢6 50% s8 mau moc, sau mdi 1an it
kinh nghiém ty 1& moc ngay cang cao. Dén 1an nubi thir
ba 100% s6 mau déu moc.

Ching t6i quyét dinh tao t&m biéu md bing
phuong phap nudi manh mé. DE chudn ky thuat cho
quy trinh nudi cdy, chang i da ti€n hanh nudi tiép 81
mau md viing ria, ty 1& ' moc clia dot nudi nay la 100%

1.2. Chat lugng cta tim biéu mé

Nubi cdy béng dich treo:

- 4 ngay sau nudi cdy: rdi rdc c6 mét s6 t& bao
bdm vao nén mang &i.

- 12 - 14 ngay sau nudi cdy: cac t& bao biéu
mo moc kin day clia 16ng nudi cay.

- 16 - 18 ngay sau nudi cdy: tim biéu md da tao
tang, bé mat clia tdm biéu md khong phang, do day

clia biéu md khong déu, nai c6 2 - 3 hang t€ bao, nai

c6 5 - 6 hang t& bao. Cac t&€ bao biéu md 16p trén cling -
det. Céc & bao 16p day dén sat vao mang &i (hinh 1).
Nubi c8y bing manh mé:

- 3 ngay sau nudi cdy: quan sdt thdy cic t& bao
bi€u md da phat trién lan ra xung quanh manh
mé (hinh 2).

Hinh 2. Tdm bi€u mé nuéi cdy ngay tha 3

(Kinh hién vi soi néi x 30) 1. Manh mé vung ria; 2,

Bo cha tim biéu mé; 3. Nén mang 6i



- 10 - 12 ngay sau nudi cé’>;: cac t& bao biéu
mé da pht kin day cta 16ng nudi cay.

- 14 - 16 ngay sau nudi cay: bé mat tam biéu
md phang, cc 1€ bao ¢6 hinh da dién, ranh gidi ro.
Biéu md co- do day déu dan va gom 4 - 5 hang 1€
bao. Cac & bao I6p trén ciing det, con nhan. Lép

ddy cla bi€u mo gin chat vao mang 6i (hinh 3).
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Hinh 1. TAm biéu mé nubi ciy bang dich treo 18 ngiy
(H.E x500); (1) Mang 6i; (2) T bao biéu mé

1

Hinh 3. Tam biéu mé nuéi ciy bing manh mé
ving ria 16 ngay (H.E x500); (1) Mang 6i; (2). T€ bao
biéu mé

1.3. K&t qua dinh danh ctia tim biéu mé nubi cay

Cau triic siéu vi thé:

Quan sdt mé bang kinh hién vi dién tit quét:
bé mit cla tdm biéu khdng bing phing, phin
chia nhan t& bao 16i hin l&n. Trén bé mat cdc t&

bao c¢6 rat nhiéu vi nhung mao nhé .

Kinh hién vi dién t xuyén cho thay: tdim biéu
mé nudi cay la biéu mo ting, gdm 4 - 5 hang &
bao, cang lén trén cao t&€ bao cang det lai: 1gp &
bao ddy nam st véi mang 6i c6 hinh try, tiép dén
1a 1 - 2 hang t& bao hinh khéi da dién, va trén
ciing 13 hang t€ bao det. Cac t€ bao I6p déy bam

chat vao mang 6i. Cac t€ bao biu mé cta t&m
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biu md nudi cdy lién k&t véi nhau tuong déi chat
ché nhes cdc mang bao wang va thé lién két. Bao
tuong clia cac t& bao bi€u mé 16p trén khéng thay
xudt hién cac hat keratohyalin.

C&u tric héa hoc:

Bang phuong phap phal hién glycogen va chal
nhay clia Mac - manus, trong tdm biéu md khong thay
t& bao tigl nhay, trong bao tuong cac t& bao biéu mé &
16p trén clia tam bidu md c6 it hat glycogen.

Khi nhudm hod mé mién dich dé phat hién kera-
tin ddc hiéu, trong bao twong clia tat ¢d cdc 1€ bao
clia tAm biéu md déui c6 chiia K3, con K12 chi ¢6 &
bao tuong clia cac t€ bao I6p trung gian va 16p trén.
2. Nghién ctu trén ngudi

Dua trén két qud nghién cdu trén thuc nghiém
thd, chiing t6i da nudi cdy tdm biéu mé gidc mac
ngudi theo phuong phap diing manh mé ving ria.
Téng s6 nudi 14 mau, trong dé cé 10 miu moc,
con 4 mau khéng moc. So bé nhan thdy ring
phan 16n nhimg mau khdng moc 1a ving ria cta
nhitng bénh nhan trén 50 wdi, nhimg mau moc 1a

viing ria clia nhiing bénh nhan tré wai hon.

- Thai gian qguan sat dugc su phat rién clia &
bao bi€u mé trung binh wr 6 - 7 ngay.

- Thai gian cdc t€ bao biéu md moc kin ddy
16ng nudi cdy 1a 18 - 20 ngay.

- Thai gian nudi cdy tdm biéu mé: 25 - 28 ngay.
IV. BAN LUAN

Qua nghién ctiu, chiing t6i nhan thay phuong
phap nuoi tao t&m biéu mé gidc mac bing manh
mo ving ria ¢é nhing uu diém vuot tréi hon so véi
phuong phap nudi c¢dy bing dich treo. Mau md
18y nudi cdy cé kich thudce nhé, phan viing ria con
lai nhanh chéng dugc hdi phuc. Diéu nay rit cé y
nghia khi dap dung trén nguoi. V3i nhitng bénh
nhan t8n thuong mot mit, ching t6i cé thé 1y
manh mé ving ria & mat lanh dé nudi tao tim

bi€u md va sé ghép tu than cho bénh nhan. Trong
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khi dé, dé thyc hién phuong phdp nudi cdy biang
dich treo can st dung toan bé gidc mac clia mét
bén mat thd. Nhu vay, trén ngudi sé chi thuc hién
dugc ghép déng loai. Han nita, quy trinh x(r [y
mau cGa phuong phap nuéi cdy bing manh mo
rat don gidn va khéng doi héi trang thiét bi hién
dai nhu nudi cay bing dich treo. Thdi gian nudi
tao tdm bidu mé tr manh mé ving ria ngdn hon.
CAu tric hinh théi vi thé, siéu vi thé, hod hoc clia
tdm biéu mé nudi cdy giéng véi biu mé gidc
mac. Hién nay, trén thé gi6i da s cdc tdc gid
cing st dung phuong phap nuéi cdy bang méanh

mé dé tao tdim biéu mé giac mac (1, 2, 3, 4.

Chiing toi ctng da tién hanh ghép tdm bidu md
giac mac nudi cay cho thd bi bong giac mac. Két qua
la cac manh ghép bam dinh 6t va n tai trén bé mit
nhan ciu, qua trinh biéu md hoi bé mit nhan ciu
dién ra binh thuong, han ché dugc su phat trién clia
tan mach t&r bén ngoai lan vao giac mac. Trén cd s&
dé, chling i da ghép tu than tdm biu mé gidc mac
nudi cdy cho 4 bénh nhan. Sau ghép, bé mat gidc
mac da dudc cai thién rat nhiéu, biéu md hoa hoan
toan, gidm han tinh trang xo mach phét trién lan vao
giac mac. Cac bénh nhan nay dang dugc ti€p tuc theo
dai dé danh gia twdi tho clia tam bidu md nudi cay.

V. KET LUAN
Phuong phdp nuéi tao tdim biu mé gidc mac

bang manh mé dugc chon vi:

- Nudi cdy tdm biéu mé giac mac bang manh
mé don gian, thoi gian nuéi cdy ngdn hon va cho
tdm biéu mé dep hon nudi bing dich treo.

- Tam bidu md nudi cdy co day di dac didm vé

cdu tric hinh thai, ho hoc clia tam bidu md gidc mac.
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Summary
RESEARCHING THE CULTURE METHOD TO FORM CORNEAL EPITHELIAL SHEET
FROM CORNEOSCLERAL LIMBAL STEM CELL

Purpose: To determine the culture method to create corneal epithélial sheet from corneoscleral limbal

stem cell. Methods: using light, electron microscopy, histochemistry, immunohistochemistry to observe

and evaluate the development and quality of epithelial sheets that were formed by two different methods:

the cell - suspension culture and the explant culture. Result: 1. The explant culture technique is easier, less
time - comsuming and has a better epithelial sheet’s quality than the cell - suspension culture. 2. The
cultured epithelial sheet has morphological, chemical characteristics of corneal epithelial sheet.

Conclusion: The explants culture are used to create the cultured corneal epithelial sheet.

Keywords: The explant culture, the cell - suspension culture, corneoscleral limbus



