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NGHIEN CLfu P H U O N G PHAP NUOI TAO TAM 

BIEU MO GIAC MAC TL/ TE BAO GOC VUNG RIA GIAC MAC 

D5 Thuy Hfldng', Nguyin Thj Binh\ Nguyen Khang Sdn', Trjnh Binh', Trjnh Sinh Tien', 

Dao Thj Thuy Phfldhg', Hoang Thj Minh Chau^, Vu Thj Tue Khanh^ Nguyen Thj Kim Oanh\ 

Nguygn Thu Lan', Nguyen Phu Thieng Phan Thj Phffdng', Hoang Thj Thanh', Do Doan Ldi' 

' Trtfdng Dal hgc Y Ha Ngi, 'Benh vien Mit Trung ttang 

Muc tieu: ltfa chgn phuang phip nudi tao ta'm bieu md giac mac td te bao gde vimg ria giic mac. Chat lieu va 

phuang phap nghien cdu: sit dung cic ky thuat hien vi quang hgc, hien vi dien tif, hoi md, hoi md mien 

dich de theo ddi, dinh gia su phit then va chii lugng ciia tam bieu md giic mac dugc nudi cay theo hai 

phuang phip: nudi bang manh md va nudi bang dieh treo. Ket qua: (1). Ky thuit nudi cay tam bieu mo giic 

mac bang minh md dan giin, thdi gian nudi cay ngin han va cho tam bleu md cd chat lugng tdt ban han nudi bang 

dich treo; (2).Tam bleu md nudi cay cd day dii die diem ve cau triic hinh thai, hoi hgc ciia tam bieu md giic mac: 

Ket luan: chgn phuang phip nudi bang manh md de tao tam bieu md giic mac nudi cay. 

Tff khoa: nuoi bang manh mo, nuoi bang djch treo, viing ria cflng giac mac 

LDATVANDE i t 

Trong nhan khoa, hpi chflng suy giam vung ria 

thfldng gap va do nhieu nguyen nhan khac nhau gay 

ra. Mpt trong c ic phflpng phap hien dai nhat de dieu 

trj hpi chflng nay la ghep ta'm bieu md gilc mac nudi 

cay tfl te bao gd'c vung ria gi lc mac. Tren the gidi da 

cd nhieu cdng bd v l viec nudi tao va ghep thanh cdng 

tam bieu md giac mac nudi ca'y tfl te bio gde vung ria 

gilc mac chd thd va cho ngfldi. 0 Viet Nam, day I I 

mpt van d l hoan toln mdi me. De tien cdng vao ITnh 

vflc sfl dung t l bao gd'c dieu trj mpt so benh nan y, 

chung tdi tie'n hinh d l tai nay vdi muc tieu: 

LUa chgn quy trinb nuoi tao tam bieu mo giac 

mac td td bao gd'c vung ria giac mac. 

II. CHAT LIEU VA PHUONG PHAP 

NGHIEN CLfu 

1. Chat lieu 

- M i n h vung ria mat thd chung Orytolagus 

Cuniculus. 

- M i n h vung ria mat ngfldi dfldc lay tfl giac 

mac h i i n hoac tfl mat lanh cua benh nhan. 

- Mang d'i ngfldi da dflpc xfl ly. .^,. 

- Mdi trfldng SEM. 

2. Phffdng phap nghign cffu 

1.1. Nghien cdu thUc ngbiem tren tho 

- Nudi cay bang m inh mc: trich thu vung ria 

g i lc mac vdi kfch thfldc 1 x 3 mm tai vj tri 11 - 1 h. 

Cat nhd thanh c i c manh 1 x 1 mm. Nudi manh md 

tren mang di cang trong ldng nudi ca'y bang mdi 

trfldng SEM trong tu 37°C va ndng dd CO. la 5%. 

- Nudi ca'y bang dich treo: nao bieu md cua 

g i lc mac thd, tao djch treo vdi mat dp 5 x 10^ t l 

b lo /ml . Nudi cl'y trong Idng cd cang mang di bang 

mdi trfldng SEM d 3 7 ^ va ndng dp CO. la 5%. 

- Theo ddi sfl phat trien cua c i c t l b io gd'c 

vung ria g i l c mac b l n g kinh hien vi soi ndi. 

- Tao t i ng cho ta'm bieu md khi c i c te b i o da 

phu kin d l y Idng. 

- Djnh danh ti 'm bieu md giac mac nudi ca'y. 

- Ghep cho thd bj bdng giac mac. 

1.2. Ngbien cdu tren ngUdi 

Tien hanh sau khi cd ket qua thflc nghiem tren thd. 

7 



TCNCYH 65 (6) - 2009 

1.3. Cbi tieu ngbien cdu 

- Ty le thanh cdng nudi tao t i 'm bieu md. ,,_, 

- Chat Ifldng cua t i 'm bil 'u md: ca'u true vi the, ca'u true sieu vi t h i , ca'u true hca hpc 

I I I . K E T Q U A 

1. Nghien cffu thu'c nghiem tren thd 

Sau khi nghien cflu Ifla chpn dflpc phflpng phap xfl ly mang di lam n i n nudi ca'y, phfldng p b l p trich 

thu, phfldng ph ip xfl ly m i n h md vung ria va giac mac, xac djnh dflpc mdi trfldng nudi ca'y, chung tdi 

nudi tao ta'm b i i u md g i l c mac theo 2 phfldng p b l p : b l ng m i n h md va bang dich treo. 

Biing 1. Ty le nuoi tao tbanb cdng tam bieu m6 giac mac 

Dot 

1 

2 

' 3 

Tong 

Sd mau nuoi 

6 

3 

6 

15 

Nuoi bang manh 

Sd mau mge 

3 

2 

6 

12 

mo 

Ty le moc 

50 

66 

100 

80 

(%) Sd mau nuoi 

6 

2 

6 

14 

Nuoi 

So 

bang djch treo 

mau moc 

0 

0 

6 

6 

Ty lc mge (%o) 

0 

0 

100 

42,8 

Nban xet. qua 3 ddt nudi c ly dau tien, chung tdi 

thay rang ty le mpc cua phfldng pblp nudi bang manh 

md cao hdn nudi bang djch treo. Ngay lan nudi dau tien 

bang manh md da cd 50% sd mau mpc, sau mdi lan rut 

kinh nghiem ty le mpc ngay cang cao. Den lan nudi thfl 

ba 100% sd mau deu mpc. 

Chung tdi quyet djnh tao ta'm bieu md bang 

phfldng phip nudi manh md. De chuan ky thuat cho 

quy trinh nudi cay, chung tdi da tien hanh nudi t i ip 81 

mau md vung ria, ty le "mpc cua dot nudi nay la 100% 

1.2. Chat luang cua tam bieu md 

Nudi cay bing dich treo: 

- 4 ngay sau nudi ca'y: r l i r i c cd mdt sd t l bao 

bam vao-nen mang d'i. 

- 12 - 14 ngay sau nudi ca'y: c i c te b i o bieu 

md mpc kfn day cua long nudi ca'y. 

- 16 - 18 ngay sau nudi cay: ta'm bieu md da tao 

tang, be mat cua ta'm bieu md khdng phang, dp day 

cua bieu md khdng deu, npi cd 2 - 3 hang te bao, npi 

cd 5 - 6 hang t l bao. Cac t l bao bieu md Idp tren cung 

det. CIc t l b io Idp d ly d in sit vao mang d'i (hinh 1). 

Nudi cay bang manh mo: 

- 3 ngay sau nudi ca'y: quan s i t tha'y cac t l bao 

bieu md da phat trien lan ra xung quanh minh 

md [hmh 2). 

-^m<xr'<f»'wi 

Hinb 2. Tam bieu m6 nuoi cay ngay thd 3 

(Kinh bien vi soi ndi x 30) 1. Manb mo vung ria; 2. 

Bd ciia tam bieu mo; 3. Nen mang di 
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- 10 - 12 ngay sau nudi cl'y: c i c te bao bieu 

md da phu kfn day cua Idng nudi ca'y. 

- 14 - 16 ngay sau nudi ca'y: be mat ta'm b i iu 

md phang, c i c te bao cd hinh da dien, ranh gidi rc. 

Bieu md ed dp day deu dan va gom 4 - 5 hang le 

bao. Cac te bao Idp tren cung det, cdn nhan, f.dp 

day cua b i iu md gan chat vao mang d'i (hinh 3). 

r.'^'.4 
• ^ « . 

< 1 

Hinh 1. Tam bieu mo nuoi cay bang dich treo 18 ngay 

(H.E x500); (1) Mang di; (2) Tebao bieu mo 

Hinh 3. Tam bieu mo nuoi cay bang manh mo 

vung ria 16 ngay (H.E x500); (1) Mang di; (2). Tebao 

bieu md 

1.3. Ket qua dinh danh ciia tam bieu mo nuoi cay 

Ca'u trite sieu vl the: • , : ' . ! ; . • : • . , . : . „ 

Quan sat md b lng kfnh hien vi dien tfl quet: 

b l mat cua ti 'm b i i u khdng bang phang, ph ln 

chfla nhan te bao Idi h l n len. Tren b l mat c i c te 

bao cd ra't nh i iu vi nhung mao nhd . 

Kinh hien vi dien tfl xuyen cho tha'y: ta'm bil'u 

md nudi ca'y la bieu md t ing , gdm 4 - 5 hang te 

bao, cang len tren cao te bao cang det lai: Idp t l 

bao day nam si t vdi mang di cd hmh tru, tiep den 

la 1 - 2 hang t l bao hinh khdi da dien, va tren 

cung la hang t l bao det. CIc te bao Idp day bam 

chat vao mang di. C Ic t l bao bieu md cua ta'm 

bieu md nudi cl 'y lien k i t vdi nhau tfldng dd'i chat 

che nhd cac mdng b i o lflpng va the lien k i t . Bao 

tfldng cua cac te b i o bieu md Idp tren khdng tha'y 

xua't hien cac hat keratohyalin. 

Ca'u true hda hgc: 

Bang phflong phap phai hien glycogen va chat 

nhay cua Mac - manus, trong ta'm bie-u md khdng tha'y 

te bao tiet nhay, trong bao tflong c ic te bio bieu md d 

Idp tren cua ti'm bieu md cd ft hat glycogen. 

Khi nhupm hoi md mien djch de phat hien kera­

tin dac hieu, trong b io tu'dng eua ta't ca c le t l bad 

cua ti'm bieu md deu cd chfla K3, cdn K12 chl cd d 

bao tfldng cua cac te b io Idp trung gian va Idp tren. 

2. Nghien cffu trgn ngffdi 

Dfla tren k i t qu i nghien cflu tren thfle nghiem 

thd, chung tdi da nudi ca'y ta'm bieu md giac mac 

ngfldi theo phfldng phap dung m i n h md vung ria. 

Tdng sd nudi 14 mau, trong dd cd 10 mau mpc, 

cdn 4 mail khdng mpc. Sd bd nhan tha'y rang 

phan Idn nhflng man khdng mpc la vung ria cua 

nhflng benh nhan tren 50 tudi, nhflng mau mpc la 

vung ria cua nhflng benh nhan tre tudi hdn. 

- Thdi gian quan sat dflpc sfl phat trien cua te 

b i o bieu md trung binh tfl 6 - 7 ngay. . . , 

- Thdi gian c l e t l bao b i i u md mpc kfn d l y 

Idng nudi ca'y la 1 8 - 2 0 ngay. 

- Thdi gian nudi ca'y ta'm bieu md: 25 - 28 ngay. 

IV. BAN LUAN 

Qua nghien cflu, chung tdi nhan tha'y phfldng 

phap nudi tao ta'm bieu md giac mac bang m i n h 

md vung ria cd nhflng flu diem vu'dt trdi hdn sd vdi 

phfldng phap nudi cl'y bang dich treo. Man md 

lay nudi cay cd kich thfldc nhd, phan vung ria cdn 

lai nhanh chdng du'dc hdi phuc. D i i u nay rat cd y 

nghTa khi ap dung tren ngu'di. Vdi nhflng benh 

nhan tdn thfldng mdt m i t , chung tdi cd the ll'y 

manh md vung ria d m i t lanh d l nudi tao t i 'm 

b i i u md va se ghep tfl than cho benh n h i n . Trong 
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khi dd, de thflc hien phflong p b l p nudi ca'y bang 

djch treo can sfl dung toan bd g i l c mac cua mdt 

ben mat thd. Nhfl vay, tren ngu'di se chl thflc hien 

dfldc ghep ddng ldai. FIdn nfla, quy trinh xfl ly 

mau cua phfldng phap nudi ca'y b l ng m i n h md 

rat ddn g i l n va khdng ddi hdi trang thiet bj hien 

dai nhfl nudi cl'y bang djch treo. Thdi gian nudi 

tao t i m bieu md tfl manh md vung ria ngan hdn. 

Cau true hinh thai vi the, sieu vi the, hoa hpc cua 

ta'm b i iu md nudi ca'y gid'ng vdi bieu md giac 

mac, Hien nay, tren the gidi da so' c i c t i c gia 

cung sfl dung phflong phap nudi ca'y b l ng m i n h 

md de tao ta'm b i i u md giac mac [1 , 2, 3, 4], 

Chung tdi cung da tien hanh ghep ta'm bieu md 

giac mac nudi cay cho thd bj bdng gilc mac. Kit qui 

la cac manh ghep b im dinh td't va tdn tai tren be mat 

nhan cau, qui trinh bieu md hoi be mat nhan cau 

dien ra binh thfldng, ban c h l dfldc sfl phat trien cua 

tan mach tfl ben ngoai lan vao giac mac. Tren cd sd 

dd, chung tdi da ghep tfl than ta'm bieu md g'ilc mac 

nudi cay cho 4 benh nhan. Sau ghep, b l mat gi lc 

mac da dflpc cai thien rat nhieu, bieu md hoi hoan 

toan, giam ban tinh trang xd mach phat trien lan vao 

gilc mac. CIc benh nhan nay dang dfldc tiep tuc theo 

ddi de danh gia tudi thp cija ta'm bieu md nudi cay. 

V. KET LUAN 

Phfldng phap nudi tao ta'm bieu md giac mac 

b lng manh md dflpc chpn vl : 

- Nudi ca'y ta'm bieu md g i l c mac b l n g manh 

md ddn g i l n , thdi gian nudi ca'y ng ln hdn va cho 

tam bieu md dep hdn nudi bang dich treo. 

- Ta'm bieu md nudi ca'y cd day du dac diem ve 

cau true hinh thai, hoa hpc cua ta'm bieu md gi lc 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 epithelial sheet from corneoscleral limbal 

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

and e:valuate 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 
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