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TOM T A T 

Te bdo tiiy rSng Id nguydn ll^u quan trpng cho nhOng nghi€n cihi trong ITnh v\rc tdi tao rang. Trong nhihig 
nSm gan ddy, d3 cd rkt nhieu cdng trinh trSn thi gidl tien hdnh nghlSn cim phin ldp vd nudl c^y tl bdo gdc tuy 
rang nhdm tdi tao tiiy rSng trong chfls tq 1dm sdng, D^ng thdi, tl bdo glc tiiy r&ng la nguon tl bdo glc tp than 
da tilm n&ng, cd the ling d^ng nhftm tdi t^o nhihig m6 hay co quan khdc. Tuy nhign, d nirdc ta vdn dl niy c6n 
mdi m& va v§n chua c6 dl tdi ndo ]l6n quan din nghien cihi ve te bdo goc tiiy rang. Trong nghien ciiu ndy, 
chung tdi d9 tiln hdnh thu nhdn vd khii trdng md tuy ring ngudi bdng Povidine Iodine 10% (Betadlne). Md tCiy 
sau khi tdch ra khoi rdng sS dupc ddnh gid bang phuong phdp nhu$m hematoxylin vd eosin. Sau dd, tl bdo tiiy 
rang dirpc phdn ldp vd nuoi cdy b&ng phuong phdp nuoi ciy manh mo trong moi trudng DMEM/F12 c6 bo 
sung 10% FBS. Sg: hi^n dl$n ciia t l bdo goc trong hSn hgp tl bao sau nuoi cay dupc xac dinh bang phuong 
phdp R T - P C R vdi hai marker Oct4 vd CDI46. Kit qui cho thSy, chiing toi da thu nhin vd nuoi cay thanh cdng 
tl bao tli manh md tiiy rSng ngudi. TS bdo sau nuoi cly bieu hien hai marker te bao glc Id Oct4 vd CDI46. 

Tir khda: nhupm hematoxylin va eosin, nuoi cay sa cap, RT-PCR. ti bdo gdc, tuy rang ngu&i 

MO BAU 

Te bao gdc la mpt dang te bao dgc biSt, dui^c tim 
thdy d hdu het cac md va tdn tai trong sudt ddi sing 
cOia ddng vat da bdo. Chiic ndng chinh cua chiing Id 
duy tri trang thai dn dinh cho te bao (gpi Id ndi cdn 
bdng) vd thay thi cdc t l bao chet do tdn thuong hay 
benh tat. D I hodn thdnh cdc nhif m vy ay, te bdo gdc 
phdi cd hai d^ic tinh nhu sau: (i) Cd khd nang phan 
chia virot qua ^idi h?n Hayflick (cd nghia Id ddng te 
bdo nay co the phan chia tren 50 Idn); (ii) Cd khd 
nang bift hda thdnh nhiing dang t l bdo ciia co the 
trudng thanh. 

Cac t l bdo gdc trung md rat hiem, ^iam theo 
tudi, hien dien trong tiiy xuong vdi tdn sd Id 0,1 -
5/10^ t l bdo d ddng vat gam nham vd I - 20/10* d 
ngudi (Short el al. 2003). Ngodi ra, t l bdo goc trung 
md cung cd th i du(?c tim thay trong md lien kit, md 
md, md gan va ca. Te bdo gdc trung md Id nhOng te 
bdo gdc da t i lm nang nen chung cd th i biet hda 
thdnh nhilu loai t l bdo khdc nhau khi gdp dilu kifn 
thich hop nhu biet hda thdnh t l bdo xuong, sun, md, 
gdn, thdn kinh... 

Tren th i gidi, t l bao tiiy rdiig da duoc nudi cay 
thanh cong chi trong vdi ndm gdn day vd khd nang 
ling dung t i t cao. DS cd rdt nhilu nghi6n ciiu v l viec 

phdn Idp te bdo tuy rang ciia nhieu loai khdc nhau va 
chiing minh rdng chiing cd ti le tang sinh cao; ddng 
thdi cd khd ndng biSt hda thanh dang te bao khoang 
hda trong mdi trudng thich hop (Nakashima, 1991; 
Nakashima et al, 1994; Kettunen et al, 1998; 
Buchaille et al, 2000; Yokose et al, 2000). Gan day, 
Gronthos vd ddng tdc gid (2000, 2002) dd c6 gdng 
nghien ciiu ddc diem dgc dao cua quan the te bao 
gdc tuy rang ngudi. Nhung tg bdo nay cd kha ndng tp 
Idm mdi vd biet hda thdnh nguyen bdo ngd. Miura vd 
ddng tdc gid (2003) ciing tdch duoc qudn the te bdo 
gdc trung md tir rang sira ciia tre em. Cac te bao gdc 
rdng dirge xac djnh la cd bieu hien mpt sd marker 
cua t l bao gdc lihu STRO-1 (Shi, Gronthos, 2003; 
Shi et al, 2005), CDi46 (Gronthos el al. 2003" 
Miura et al, 2004) va Oct4 (Huang et al. 2008). 

Tuy nhien, nude ta v in chua cd de tdi ndo lien 
quan d£n nghi£n ciiu t£ bdo gdc tuy rdng. Do do, 
chiing tdi tien hanh cdng trinh ndy nhu budc khdi 
dau ddt nen mdng cho nhiing nghien cihi sau ndy 
trong ITnh vuc chua tri benh rang. 

VAT LIEU VA PHUONG P H A P 

\%t Ji^u nghiSn ciru 

Rang cdi nhd vd rang khdn cua 10 ngudi tinh 

297 



Doan NguySn Vfi el at 

nguyen dugc thu tir Khoa Rdng Hdm M{lt, Trudng 
Dai hpc Y Dugc thdnh phi Ho Chi Minh vd Khoa 
Npi Nha, B?nh vi^n Rdng Hdm MJit Thdnh ph6 H 6 
Chi Minh. Rdng phdi cdn nguyfin v?n vd khdng bj 
sdu thoi tiiy. 
Phurtmg phdp thu nhfin vd khir trflng md tuy rftng 

Sau khi nho ra. mdu rdng dugc lo(ii bd t6i da cdc 
phdn md mim nhu bao rdng, day chdng nha chu. Cdc 
mdu rdng s£ dugc bdo qudn trong Ig c6 chiia dung 
djch DMEM (Sigma) bo sung 300 Ul/ml penicillin, 
300 ^g/ml streptomycin, 0.75 jig/ml airiphotericln B 
(fungizone®). Sau dd, khii triing bdng Povidine 
Iodine 10% (Betadine). Tuy rdng dugc lay ra trong 
dilu ki^n vd khuan vd sang chan toi thilu. 

Phiromg phdp phfin ISp vd nudi cky te bdo tuy 
rftng 

Mdu niy dugc cdt thdnh nhOng manh nhd (2x2x1 
mm). NhOng mdnh nhd ndy se dugc chuyen vao dTa 
35 mm (Nunc). Them 2 ml mdi trudng DMEM/FI2 
(Sigma) bd sung 10% FBS (huylt thanh thai bd-
Gibco). 2 mM L-glutamin, 100 U/ml penicillin, 100 
ixg/ml streptomycin. Nudi mdnh md trong til nudi d 
37''C, 5% CO2, thay moi trudng 2 ngdy/ldn. 

Phinmg phap cay chuyen 

Khi te bdo hgp ddng khoang 80% be mat dTa 
nudi thi tien hdnh thu nhan te bao don. Te bdo don 
dugc thu nhdn bdng Trypsin/EDTA (Gibco), Sau dd, 
dem ly tdm 3000 vdng/phiit trong 5 phiit. Ldy ra mdt 
it djch huyen phii te bdo de dem di xdc djnh mat dg 
te bao bdng each nhudm trypan blue. Chuyen toan bg 
dung djch t l bdo vdo binh Roux 25 cm^ fNunc), b6 
sung 4 ml mdi trudng vd tiep tyc nudi cay. T l bdo 
don thu nhdn d P4 se dugc sir dyng cho phan tich 
RT-PCR. 

Phuong phdp nhu$m hematoxylin vd eosin 

Md tuy sau khi dugc lay ra khdi rdng s2 dugc co 
djnh trong dung djch formalin 4% d^m phosphate. 
Sau dd, mlu dugc chuyen den Bg mdn xet nghiam 
trudng Dai hgc Y Dugc thdnh phi Hd Chi Minh de 
nhugm hematoxylin vd eosin. 

Phmmg phdp RT-PCR 

Su hien dien ciia qudn the te bdo gdc tiiy rdng 
ngudi dugc danh gia thdng qua s\r bilu hi?n ciia hai 
marker la Oct4 vd CD146. RNA dugc tach tir mau 
md tuy rang tuoi (mdu ddi chiing) vd tir 3x10* t l bdo 
tiiy rang nudi cay d Ian cay chuyin thir tu (P4) theo 
hudng dan cua nhd sdn xudt Trizol (Sigma). Nghien 

ciiu ndy sir dyng bg kit RT-PCR one tube Acess 
Quick ciia Promega. Trong t^t cd cdc phan <m% sir 
dyng GAPDH nhu Id mgt doi chiing n^i. 

Trinh ty cua cdc primer: GAPDH (5'- CAT 
GAC CTC A AC TAC ATG G - 3 ' (sense), 5 '- CAC 
ACC CAT CAC AAA CAT GG - 3 ' (antisense)), 
300bp; Oct4 (5 ' - GAC AAC AAT GAG AAC C H 
CAG GAG A - 3 ' (sense), 5 '- CTG GCG CCG GTT 
AC A GAA CCA - 3 ' (antisense)), 297 bp; CDi46 
(5 ' - AAG GCA ACC TCA GCC ATG TCG -3' 
(sense). 5 '- CTC GAC TCC ACA GTC TGG GAC-
3 ' (antisense)), 435 bp (Mei-Hui Tai et al. 2004; 
Mihaela Crisan el al. 2008). 

Phdn ling RT-PCR dugc tien hdnh theo chu trinh 
sau: 95"C trong 45 giay, 58"C trong 45 giay vd 72''C 
trong 45 giay vdi 35 chu ki. sau thdi ki bien linh 
95"C trong 2 phiit. Sau dd. lien hdnh u them 10 phut 
d 72"C vd giO l^nh d 4''C. San pham PCR dugc dien 
di tren gel agarose 1%. 

KET QUA VA T H A O LUAN 

Nhugm hematoxylin vd eosin mo tiiy rdng 

Kit qud nhupm hematoxylin vd eosin md tuy 
rang cho thdy mat dp te bdo trong tiiy rdng ddy dac. 
T I bdo cd nhieu hinh dang nhirag chiem da so Id cac 
t l bdo cd hinh thoi kdo ddi. Cdc te bao ndy cd the Id 
te bao gdc trung md hay nguyen bdo sgi. Thanh phdn 
ngo^i bdo trong md tuy c6 d^ng sgi. sdp xep ddy dac 
va deu dan. Dieu ndy phii hgp voi cac nghien citu 
trudc day cho rdng tiiy rdng Id mgt md giau thanh 
phdn ludi sgi vd chii yeu Id sgi collagen (Stanley, 
1962). 

Nu6i so cSp mS tiiy r i n g 

Quan sat ban ddu, ta nh^n thay cd nhieu te bao 
hdng cdu d^p va Idm hai m^t d xung quanh rta mdnh 
md tiiy. Ngodi ra, ta cdn nh§n thiy cac dang t l bao 
khdc; day cd th i Id cdc t l bdo tuy rdng thoat ra ngoai 
trong qua trinh cdt m6 tuy. Vdo ngay nudi c4y thii 7, 
bdt dau thay xudt hi^n cdc t l bao di cu tir mdnh mfi' 
vd bam vdo be mdt dTa nudi cay; cdc te bdo cd rai 
nhieu hinh d^ng khdc nhau nhu dang hinh thoi, d?i^^ 
keo ddi, dang hinh sao, dang gidng t l bdo n§i mo... 
Tron^ nhOiig ngdy nudi cdy sau dd, cac dang te bao 
dan dan thu h^p lai; d^ng t l bdo chilm uu the la dang 
te bao trai rpng, nhdn Idn hinh oval vd cd nhieu duoi 
bdo tucmg. Ngay thiJ 28, cac te bao bat dau h(^ 
ddng, trai thdnh mpt ldp don phii kin b l mdt d ^ ' 
nudi, ddy Id thdi di lm thich hgp de thu nhan t l bdo. 
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Hinh 1, Mo luy rang sau khi nhuom henialoj^ylin va eosin A lOOX. B 200X 

o ®\ • 1 

•ft -• 

o 

Hinh 2. Tg bao mpc lan ra tii' manh mo sau cac ngay nuoi cay. A Manh mo lOy rang trong cTTa nuoi (100X), B. Te bao tuy 
rang sau 7ngay nuoi cdy (100X), C. Te bao tCiy rang sau 15 ngay nuoi cay (100X), D. Te bao tuy rang sau 28 ngay nuoi cay 
(100X) 

Thu nhdn t l bdo sau khi nudi so" cap mat do du de tien hdnh nudi cdy. 

, , X , , . ^, , Xdc dinh marker te bdo goc 
Sau khi nudi manh mo tuy, te bao dugc tach 

bang enzyme (trypsin-EDTA) vd xac dmh mdt dd Sau khi thttc hien phan ling RT-PCR de xac dinh 
bdng nhupm trypan blue. Ki t qua cho thay ti le % te hai marker ciia te bdo gdc tir tiiy rang Id Ocl4 va 
bao sdng thu dugc rdt cao (trung binh 88,06%) va CD146 Ket qua tir hmh 4B cho thay marker Oct4 



bieu hi?n d mau nudi cly tl bdo vd ca 6 man 
Marker CDJ46 chi bilu hi§n a mSu te ban n 
ma khdng cd bilu hi^n d mlu chiing. Hiin UK 
cd the Id do quan thi te bdo g6c trung m<> ii< 
hgp tl bdo phfin tdch lir md liiy rdng it, cluia 
dp can thilt. Ddy chinh Id lofii tl bdo bK'u I 
marker CDI46 vd Oct4 trong md tiiy i.w. 
nhien, d m§u dii chiing l̂ i cd sy bilu li 

Bang 1. Kdt qud thu nhdn td bdo tCiy rdng. 

\)ui]n Nyiiyen Vu eial. 

aikirr (}e'f4 cd Ihc do sy bicu liien ciia gen nay 
anh litrii so viVi CD146 a c;ic tc bao gdc Irong 
[inli mi'i liiy r;lng Trong qua Irinh nudi cay, cac t | 
111 iriinji nid ndy sc lang sinh manh nen dan den sir 
iirng linh ciia man dai vdi hai marker tren, Ti bao 
iiii liiy (imrng linh vtVi hai marker Oci4 va CDI46. 
ii'ii na\ ill irng U) c6 sy hit-n di?n cua te bao goc 
iiifi iiK. Hung hdn hgp tc bao tiiy rang nudi cdy 

M$l dp te bdo ( 

TA bdo t6ng 

27 t 2,OB 

24 ± 1,52 

29 ± 1,52 

26,67 ± 2,52 

X 10*t^biio/ml) 

Te bho ch^t 

3 ± 0.58 

3 ± 0,58 

5 ±0,58 

3,67 ± 1,15 

% td bdo sdng 

90,00 

88.89 

85,29 

88,06 

® 
Hinh 4. A. Te bao tuy rang sau cdy chuydn; B K6I qua RT-PCR M Thang marker, 1 ,3 ,5 San pham khuech dai cac gen 
cua te bdo tuy ring nuoi cd^ tuong i>ng GAPDH (300 bp), Oct4 (297 bp], CD146 (435 bp), 2, 4, 6 San pham khuech dai 
gen ciia mau mo tOy rang doi chi>ng lirang ling GAPDH. OcM. CD146 

KET LUAN 

Dung djch DMEM bd sung 300 Ul/ml iicnicillni, 
300 ng/ml streptomycin, 0,75 jxg/ml amphuicncin H 
(fungizone®) Id dung djch bao qudn mau rant; tOi. 

Chiing tdi da nuoi cdy va thu nhan thanli cony it-
bdo tir mdnh md tiiy rang ngudi. 

Chiing tdi da xdc dinh dugc s\f hi^n dicn cii;i 
quan thi t l bdo g lc trung md trong hon hgp iC- ban 
tiiy rang ngudi nudi cay. Them nira, cac lO bao nay 
vin duy tri dugc tinh gdc trong qua trinh nuoi cay 

Vdi nhiing kit qua thu dugc, hudng nghien ciru 
CO thi tiln xa hern trong viec thu nhan ngu6n li bao 
gdc tuy rdng nhdm ling dyng lam sang irong nha 
khoa phuc hdi. 

Ldi cam on: Chiing tdi chdn thiinh cum cm Benh 
vien Rang Ham Mat thdnh pho ll) Chi Minh dd cung 
Clip mail raiii^ dc lien hdnh llii iighicm luiv 
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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 isolation and culture of dental pulp stem cells in order to regenerate dental pulp 
for clinical treatments. Also, tooth that contains highly multipotent stem cells is a source of cells for other 
tissue regeneration and repair. However, in Vietnam this problem Is still new and there is no any project related 
to denial pulp stem cells. In this research, we performed the experiments to collect and disinfect human dental 
pulp tissue by using Povidine iodine 10% (Betadine). Isolated pulp tissues were evaluated through hematoxylin 
and eosin staining method. Aiter that, dental cells were collected and cultured with DMEM/F12 medium 
supplemented 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 CDI46 primers. Results showed that we were 
successful 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 cell markers. 

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