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TOM TAT

Te bao ty riing IA nguycn li¢u quan rong cho nh\’mg nghién ciru lmng Yinh vye ta1 tao mng Trong nhimg
nam gan day, da c6 rht nhiéu cong trinh trén thé giéi tién hanh nghién cuu phén Iip va nudi cdy 1é bio gée ray
rang nhim thi tao ty réing trong chira trj lém séng. Ddng thei, té bao géc Ly ring 14 nguén 1é blo géc tw thén
da tiém nﬂng 6 thi img dyung nhim i tao nh\h\g mb hay co quan khic. Tuy nhién, & nuée ta ven dé nay con
m&i mé va vin chira c6 dé 1ai ndo lién quan dén nghién ciu v té bdo gée iy ring. Trong nghién ciru ndy,
ching 16i d2 tén hanh thu nhén va khir tring mé tiy ring ngudi bang Povidine lodne 10% (Bcladme) M0 tay
sau khi tich ra khoi ring s dugc danh gié hang phuong phip nhudm hematoxylin va cosin, Sau dé, té bio my
riing duge phan Kip va nubi ciy bang phuang phap nuo6i cay manh mé trong mm trudng DMEM/F12 ¢6 b
sung 10% FBS. Sy hién dién coa & bio goc trong hén hgp & bao sau nuéi cdy dugc x4c dinh hmg phuong
phép RT-PCR véi hai marker Octd va CDI46. Két qua cho thay, chiing 16 aa thu nhén va nubi cdy thanh cong
1é bio o manh mé Miy ring ngudi. Té bao sau nudi cAy biéu hién har marker té bio géc 12 Octd va CDI46.

Tie khéa: nhugm hematoxyln va eosin, nuéi cdy so cdp, RT-PCR, té bio goe, niy rdng nguon

M3 PAU

Té bao goc 12 mjt dang té bao dic biét, duge nm
thiy & hiu hét cic m6 va 10n tai trong subt ddi séng
cia dong vit da béo Chirc nang chinh cia ching 1a
duy tri trang théi én dinh cho ¢ bao (gol 14 0di cin
bing) va thay thé cic té bao chét do lon lhua'ng hay
bénh tit. Dé hoan thanh cic nhiém vu dy, & bao gbc
phai c6 hai dic tinh nhu sau: (i) Co kha ning phﬁn
chia virot qua gidi han Hayflick (c6 nghta la dong @
bdo ndy c6 thé phin chia trén 50 13n); (ii) Co kha
néing biét héa thanh nhimg dang 1€ bao cia co thé
trudmg thanh.

Céc té bao gbc trung mé rit hiém, giam theo
tudi, hién di¢n oong tily xwong v6i tin s6 12 0,1 -
5/10° i€ bo & déng vat gim nhim vi | - 20/10’ &
ngudi (Short ef al., 2003). Ngodi ra, té bio goc trung
mb ciing ¢b thé dugc tim lhay trong md lién Kkét, mo
md, mb gan va co. Té bao goc trung md 14 nhimg ¢
bao gbc da tiém nang nén ching c6 thé lel hoa
thanh nhidu loai 1 bao khic nhau khi g3p didu kién
thich hgp nhu biét héa thanh 1€ bio xwong, sun, md,
gan, than kinh..

Trén thé gidi, t& bao tiy ring da duoc nuéi cdy

thanh cong chi trong vai nim ghn ddy va kha ning
(mg dung rit cao. P4 c6 rit nhiéu nghién ciu vé& viéc

phan I3p té bio tuy ring ciia nhiéu lodi khic nhau va
chimg minh ring ching c6 ti 1§ ting sinh cao; dng
thoi ¢6 kha nang biét hoa thanh dang té bio khong
hoa trong méj truong thich hop (Nakashima, 1991;
Nakashima et al, 1994; Kettunen et al, 1998,
Buchaille et al., 2000; Yokose ef al., 2000). Gan day,
Gronthos va dong tic gia (2000, 2002) da cogﬁng
nghién ciu diic diém déc déo cua quin thé 1€ bio
géc tiy ring ngudi. Nhimg t& bio nay c6 kha ning ty
Jam méi va biét héa thanh nguyén bao ngé Mlura va
dong tic gia (2003) cling tich dugc quan thé & bao
goc trung md tr ring sira cua tré em. Céc (é bio goc
ring duge xac dinh l4 cé biéu hién mét sé marker
cua té bao gc nhu STRO-1 (Shi, Gronthos, 2003;
Shi er al, 2005), CD146 (Gronthos er al., 2003
Miura et al., 2004) va Oct4 (Huang er al., 2008).

Tuy nhién, mréc ta vin chua c6 dé tai pao lign
quan dén nghién ciru (€ bao géc tiy ring. Do do,
ching (3i tien hanh cong trinh niy nhu budc khéi
diu dit nén mong cho nhimg nghién ciru sau nay
trong Iinh vire chira trj bénh ring.

VAT LIEU VA PHUONG PHAP
Vit ligu nghién ciru
Ring cdi nhd va ring khén cia 10 ngudi tinh
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nguyén duge thu tr Khoa Rang Ham Mjt, Trudng
Bai hoc Y Duge thanh pho HO Chi Minh va Khoa
Noi Nha. Bénh vign Rang Ham Mat Thanh pho Ho
Chi Minh. Rang phai con nguyén vgn v khong bj
siu thoi wy.

Phuong phip thu nhin va khi trdng m8 tuy ring

Sau khi nhé ra, mu rang dugc logi bo 16i da cic
phin mé mém nhu bao rang, day ching nha chu. Cac
miu rang s2 duge bao quan trong o ¢ chia dung
dich DMEM (Sigma) bb sung 300 Ui/mi penicillin,
300 pg/ml streptomycin, 0,75 pg/ml amphotericin B
(fungizone®). Sau dé. khir tring bing Povidine
lodine 10% (Betadine). Tuy rang dugc lay ra trong
diéu ki¢n vé khudn va sang chan (4i thiéu,

Phuong phip phén 18p va nubi cly té bio iy
ring

Mau iy dugc cit thanh nhimg manh nho (2x2x 1
mm). Nhimg manh nhé nay sé dugc chuyén vao dia
35 mm (Nunc). Thém 2 m! mé1 truémg DMEM/F12
(Sigma) b sung 10% FBS (huyét thanh thai bd-
Gibco). 2 mM L-glutamin, 100 U/ml penicillin, 100
pg/ml streptomycin. Nudi manh md trong ti nudi &
37°C, 5% CO,, thay mdj trudng 2 ngay/in.

Phirong phip ciy chuyén

Khi 1é bio hgp ddng khoang 80% bé mit dia
nudi thi tién hanh thu nhan té bio don. Té bao don
duoc thu nhin bing Trypsi/EDTA (Gibco) . Sau d6,
dem ly tim 3000 vong/phit trong $ phit, Lay ra mét
it dich huyén phi té bao dé dem di xéc dinh mét do
1 bao bing cach nhudm trypan blue. Chuyén 10an b
dung dich té bao vao binh Roux 25 cm? (Nunc), bd
sung 4 ml méi trudmg v Liép tyc nudi cay. Té bao
don thu nhan & P4 s& dugce sir dung cho phan tich
RT-PCR.

Phirong phip nhudm hematoxylin va eosin

Mé tily sau khi dugc 18y ra khoi riing s& dugc cb
dinh rong dung dich formalin 4% d¢m phosphate.
Sau d6, miu duge chuyén dén Bo mon xét nghiém
trudmg Dai hoc Y Duge thanh phd Hé Chi Minh dé
nhudm hematoxylin va eosin.

Phuong phiip RT-PCR

Sw hién dién cua quan thé 1é bao gf)c ty rang
ngudi duge danh gi théng qua sy biéu hign cua hai
marker 1& Octd vi CD146, RNA duge tich tir mu
md tly g tuoi (mAu ddi chimg) va tir 3x10° € bao
iy ring nudi cdy & lin cy chuyén thir tu (P4) theo
huéng dan ciia nh san xudt Trizol (Sigma). Nghién

Poan Nguyén Vil et al,

ctru ndy st dgng by kit RT-PCR one tube Acess
Quick cua Promega. Trong tat cd céc phan (mg si
dung GAPDH nhu 1a mt doi chimg ndi.

Trinh ty cia céc primer: GAPDH (5'- CAT
GAC CTC AAC TAC ATG G -3’ (sense), 5'- CAC
ACC CAT CAC AAA CAT GG -3' (antiscnse)),
300bp; Octd (5'- GAC AAC AAT GAG AAC CTT
CAG GAG A -3’ (sense), 5'- CTG GCG CCG GTT
ACA GAA CCA -3’ (antisense)), 297 bp; CDI46
(5'- AAG GCA ACC TCA GCC ATG TCG -¥
(sensc), 5'- CTC GAC TCC ACA GTC TGG GAC-
3' (antisensc)), 435 bp (Mei-Hui Tai er al., 2004;
Mihaela Crisan et al., 2008).

Phan (g RT-PCR dugc tién hanh theo chu trinh
sau: 95C trong 45 gidy, 58°C trong 45 gidy va 7°C
trong 45 gidy véi 35 chu ki, sau thoi ki bién tinh
95"C trong 2 phut. Sau dé. tién hanh G thém 10 phit
& 72"C va giit lanh & 4°C. San phim PCR duoc dién
di trén gel agarose |%.

KET QUA VA THAO LUAN

Nhujm hematoxylin va eosin md tiy ring

Két qua nhugm hematoxylin va eosin mé tiy
ring cho (hay mat dj te bao trong tily ring diy dic.
Té bao ¢6 nhiéu hinh dang nhung chiém da b 1 cie
lé bao ¢6 hinh thoi kéo dai. Cic t¢ bao niy ¢ the ki
1é bio géc rung mo hay nguyén bao sgi. Thiah phén
ngoai bao trong mé tuy c6 dang sgi, sip xép diy dic
va déu dan. Diéu nay phi hop v6i cdc nghién i
trude diy cho ring tiy réng la mét mo gidu thaoh
phin ludi sgi va chu yéu 13 sgi collagen (Stanley.
1962).

Nubi so clp mb tiy ring

~ Quan st ban du, ta nhin thiy c6 nhicu 1€ bio
héng céu dgp va 16m hai mt & xung quanh ria ménh
md 1y, Ngodi ra, 1a con nhin thiy cic dang té bio
khac; ddy 6 (hé 1 cc té bao riy ring thodt ra ngodi
trong qué trinh cAl mb tiy. Vao ngdy nudi cdy thir7,
bét déu thdy xual hign céc té bao di cu tir minh mb'
va bim vao bé mat dia nusi cdy; cic 1é bio c6 rﬂl_
nhiéu hinh dang khéc nhau nhu dang hinh thoi, dang:
kéo dai, dang hinh sao, dang giéng té bao nfi mé...
Trong nhimg ngay nuéi cdy sau d6, cic dang té bdo
dan dén thu hep lai; dang té bao chiém wu thé 1a dang
1é bao trai rong, ohin 16n hinh oval va cb nhiéu dudi
bio twong. Ngay thir 28, cic té bao bit diu hop
dong, trai thanh mét 16p don phi kin bé mjt %
nudi, ddy I3 thai diém thich hop dé thu nhén té bio.
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Hinh 2. Té bao moc lan ra tir manh mé sau cac ngdy nubi céy. A Manh mé 10y rang trong dia nudi (100X), B. Té bao tay

(100:

Thu nhén té bio sau khi nusi so cAp

Sau khi nuéi manh mé iy, té bao dugc tich
bang enzyme (trypsin- EDTA) va xéc dinh mat do
bing chudm trypan blue. Két qua cho thiy ti 16 % té
bao séng thu dugc rat cao (trung binh 88,06%) va

ring sau 7 ngay nudi ciy (100X). C. Té bao tly réing sau 15 ngay nuéi cay (100X), D. Té bao Wy ring sau 28 ngay nudi cy
X)

mat dd dia dé tién hanh nuéi cdy
Xic djnh marker (¢ bao gbc

Sau khi thuc h\én phan img RT-PCR dé xac dinh
hat marker cia té bao gbc tir tiy rang la Octd vi
CDI146 Két qua ti hinh 4B cho thdy marker Octd
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biéu hign & mdu nudi cAy té bdo va ca & nu chimy:
Marker CD146 chi biéu hién o miu t& bio nuci cay
ma khong cé bleu hlen & miu chimg. Hign trong niy
co lhé 1 do quin thé 1¢ bio gde rung mo tong hon
hop Ie bao phén tach tir mé wy riing it, chira du it
d6 cin thiét. Day chinh 13 logi t& bdo byéu hién hin
marker CD146 va Octd wong md thy gy luy
nhién, & mdu déi ching lai cé sy bien hien cua

Bang 1. K4t qua thu nhan 18 bao Iy rang.

Boan Nguyén Vi eraf

niarher Octf ¢d (NG do e bicu hién cua gen ny
manh han so v COH6 o cic & bio goc irong
manh md ny fing Trong qui trinh nudn cay, cic ¢
¢ sinh manh nén din dén sy
I'¢ bao
D146,

bio gde

bao trung mo nay s¢ G

e, tinh ez man don van hin marker rén,
nudn cay diomg tinh van hat marker Octd v

Dicu nay cliimg 10 ¢o sy hién dién cua
trang mo trong hon hop e bao ty rang nui ciy

Uin Mat do 1é bio (x 10° 1é baoiml) % té bao séng
T6 bao séng Té bao chét
[ 27 +2.08 35058 90,00 o
2 24 2152 33058 88.89
3 292 152 540,58 8529
Trung binh 26,67 + 252 367 £1.15 88.06

!
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%
«
/ I
” ,”

® :

Hinh 4. A. Té bao tuy rﬁng sau cy chuyén, B Ké( qua RT-PCR M Thang marker, 1, 3,5 San phdm khuéch dai cac
cla té bao 10y rang nudi déy tuang ung GAPDH (300 bp). Octd (297 bp). CD146 (435 bp). 2. 4, 6 San pham khué
i chirng Wwong g GAPDH Octd. CD 146

gen cia m3u mé ty ring

KET LUAN

Dung djch DMEM bé sung 300 Ul/ml penicillin,
300 ug/ml streptomyein, 0,75 pg/ml amphnlmun B
(fungizone®) 1a dung djch bao quan miu ring (i,

Ching i da nudi cdy va thu nhan thanh cong 1é
béo tir manh mé tiy ring ngudi.

Chung 15i da xac dinh dugc sy hién hién cus
quén thé 1€ bao gbc trung mé trong hén hap 1¢ bio
Iuy ring ngudi nudi cay Thém nira, céc 1¢ biao nay
vin duy trl duge tinh géc trong qué trinh nuai ciy

Véi nhimg két qua thu dugc, huémg nghicn cuu
e thé tién xa hon trong viéc thu nhan nguon (& bao
gbe tiy r.’ing nhim (mg dung 1dm sang trong nha
khoa phuc hdi.
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Loi cam on: Ching 161 chin thanh cam on Bénh
vies Rang | Icm Mas thanh pho He Chi Minh da cung
cdp mareyang Jéén handy thi nghiém niv
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SUMMARY

Dental pulp cells are important material for studies in tooth regeneration. In recent years, there have been
many research reports on the 1solation and culture of dental pulp stem cells in order to regenerate dental pulp
for clinical meatments. Also, tooth that contains highly multipotent stern cells is a source of cells for other
tissue regeneration and repair. However, 1n Viemnam this problem is still new and there is no any project related
10 dental pulp stem cells. In this research, we performaed the experiments to collect and disinfect human dental
pulp tissue by using Povidine iodine 10% (Betadine). [solated pulp tissues were evaluated through hematoxylin
and eosin staining method. After that, dental cells were collected and cultured with DMEM/F12 medium
supplerented 10% FBS (fetal bovine serum) by tissue culture method The presence of stem cells in cultured
cells was determined by using RT-PCR method with Oct4 and CD/46 pnmers. Results showed that we were
successfut in collection and culture of cells from human dental pulp tissue The cultured cells are positive for
expression of Oct4 and CD/46 markers which are stem cel) markers.

Keywords hematoxylin and eosin staining, primary culture, RT-PCR, stem cells, human dental pulp
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