Tap chi Céng nghé Sinh hoc 12(3): 409-415, 2014

BUUC DAU BIET HOA TE BAO GOC TRUNG MO CUONG RON BINH HUONG
THANH TE BAO GAN THONG QUA YEU TO PHIEN MA HNF-da

L& Bie Vigt', Nguy&n Huy Hoang', Nguyén Thanh Nga®, Vi Dai Lam’, Nguyén Vin Hanh®

2Vzen Nghtén cinu hé gen, Vién Han lam Khoa hoc va Céng nghé Viét Nam
Vién Cong nghé sinh hoc, Vién Han ldm Khoa hoc va Céng nghé Viét Nam

Ngiy nhin bai: 09.8.2014
Ngiy nhin dang: 30.8.2014

TOM TAT

Theo t chic Y t& Thé gid1 (WHO), Viét Nam hign nay c6 khodng 8 tridu ngudi mic viém gan B hoic
viém gan sigu vi C Nhidm virus viém gon B min tinh [2 nguyén nhan chinh gy bénh gan & Viét Nam nhu xo
gan va ung thu gan. Bén canh vige diéu tr bang thudc thong thuémg, cdy ghép t bau gﬁc dnh huéng té bao
gan 14 mdt phuong phép méi dang duge nghién ciru 4p dung. Trong chc logi 1 bio gée, té bao tir cubng rén rat
phong phi, da dang, sn c6, dé thu nhén va khdng vi pham dao dirc y-sinh hoc. o) nghién clru nay, 4é burge ddu
bigt hoa 1é bao gée trung md cuong 6 dinh hudng thanh & bao gan, ching toi tien hanh chuyén ving ma hoa
ciia gen HNF-4a - it yeu o phlen ma cho hon 100 gen & té blo gan - thong qua vector bléu hign ciia virus
pCMV-EGFP vio trong & bao gbe. Bén canh 46, mit s6 chi thy phén tir d3c trung cha té bao ghe trung md nhu
CD86, CD90, CDIOS, CD73... ciing duge tién hanh danh gid khd nang biéu hién. Kiém wa sau chuyén gen cho
thiy chi thi ciia HNF-4a v céc chi thi dc tnmg cho 14 bio géc trung mé déu bidu hign wong 1é bao sau chuyén
gen thong qua phuong phap PCR phién mé nguge (RT-PCR). Bén canh do, HNF-da di kich hogt AFP — mjt
<hi thy d#c tnmg cho chic néng gan biéu hién trong t bio sau chuyén gen. Két qua cla nghién cfru ndy 43 mér
ra m{t hudmg méi, cb uhidu ¥ nghta trong viée diéu tri cac bénh lién quan dén gan, ddc biét & céc bénh nhan

mbe bénh man tinh.

Tis kkda: biét héa, chuyén gen, HNF-4a, pCMV-EGFP, RT-PCR, té bio gdc cuing rén, té bao gan

GIOI THIEU

Té bao gbe 12 té bao c6 kha ning biét hoa va kha
ning 1y 1am méi. Biét hoa 13 kha niing tao ra cic té
bio chuyén hoa trong co thé trong khi ty lam mdi 1
qué trinh duy i tinh gbc khéng dbi qua céc t,hé hé té
bao (Tuch, 2006) Nhé d6, biét hoa té bao gbc thanh
cic dang té bao chuyén hoa khic dang la huémg
nghién ciru cé6 t|em ning img dung cao. Té bao géc
kbéong nhimg ¢ 58 lugng déng ké trong giar doan
phéi thai, ehiing con duoc tim thdy trong tiy xirong.
Bac bigt, thdi gian ghun day, nhitng méd phéi thai phat
trién trong qua trinh chu sinh ahu day cudng rén Ja
dbi nrgng duoc quan tim cua cic nha nghién ciu
nhu la mét nguon té bao gbe thay thé cho nhimg
ngudn truyén théng (Miky, 2011). Sau mdi ca sinh
04, diy cubng rén duoc thai ra méi tredmg nhu mét
logi ric thai sinh hoc, do 4o nguon thu méu cubng
16n ludn phong phi, sin c6 va khong vi pham cic
Inat dao dire y hoe va sinh hec. Bén canh d6, t bio
80 cudog tbn ciing c6 day di tinh chit ciia mot té
bio goc da ning nhu 1é ao‘goc thy xirong (t€ bacn
gbe tay xuong thudc loai 1 bio gbe trzéng thinh),

(Ishige er al., 2009). Nl:;img (é bao ¢ chirc ning
durge biét hoa tir 1€ bao goc sE la doi tu'(rng tiém ting
cho cdc nghién ciru vé trao dul chit, ddnh gid anh
huéng va tinh dio thii trong qué trinh tim kigm cac
logi thube méi.

Diy cubng rén ngudi bao gom 2 dong mach va 1
tinh mach dugc bao quanh béi mang ludi md dang
nhdy cd tén la Whartoa's jelly (Corrao et al., 2013).
Nhiing te bao goc trung mé (TBGTM) trong day
cubng ron cé thé duge phiu lap tir day rén hofic'&
nhimg phan khac nbau ciia diy cudng rdn bao ghm
méu cubng rén, ving quanh mach mau, ving
Wharton’s jelly va méing i (lshige et al., 2009;
Sarugaser et al, 2009). Tiy vao timg muc dich
huéng #én ma t€ bio gde frung mé cubng rén s&
duogc phan 13p & nhimg vimg kbac nhau.

Gin ddy, mdt s nghién ctu biét héa cic té
bao gc cudng rén thanh té bio gan di mé ra by
vong cho hang tram triéu bénh nhén xo gan vi
ung thu gan {Cai er al., 2007; Cantz er al., 2008).
DPaé biét, nam' 2010, Ren va cong sy di cong bd
nghién ctru phan 13p t& bao TBGTM tir cudng rén vi
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tién hanh bigt héa thanh # bio gan (Ren & al,
2010). Tuy nhién, cho dén nay, co ché ch{nh xéc clia
qud trinh blel héa thinh tr TBGTM cubng rbn thanh
té bao gan viin cin phai duge 1am 15 hon. Bén canh
nhimg tic nhan méi trudng trong céc moi truung bigt
héa té bio géc nbir dexamethasone hay you td sinh
truémg nhw FGF (fi broblast growth factor), mét &
yéu td phién ma, vi dy nbw gen HNF-4a, ciing dang
dugc tip trung nghién cim,

Hepatocyte nuclear factor 4 alpha (HNF-4a) 13
mét receptor trong nhin 5 bao dugc mé hda bai gen
HNF-4n. HNF-42 13 mdt yéu tb phién m3 lién két

véi DNA nhu 13 mét homodimer. Protein duge md
héa béi gen ndy kiém soét sy bicu hign cia khodng
100 gen trong 46 c& hepatocyte factor 1 alpha, mgt
yéu t6 phién m3 didu hoa sy biéu hijn cia mdt gen
lién quan dén gan (Ishii et al., 2008). Gen niy déng
mot vai trd quan trong trong sy phat trién ciia gan,
than, tuyén rupt. HNF-4a 43 duge chimg minh c6 thé
hoat ddng nbw m{t gen didu phdi trong cic tic nhin
phlcn mi trong qua trinh djnh huéng bigt héa thinh
té bao gan (Odom et ai., 2004). Nhimg nghién clu
nAy cho thiy trong hé thong nuéi ciy 1€ bao gdo, sy
biéu hién ning cao ctia ANF-4a cd thé la mdt sy ddm
bao cho sy cim ¢ ung blgt héa thanh té bao gan va cic
chifc ning cia té bdo gmng nhu t& bao gan. Nhé 46,
céc té bio cé bidu hién tong hep HNF-4a s& kich
hogt cic gen dic hiéu dinh hudng té bio gan khic va
ting cudng trang thii bigt héa cia TBGTM (Chen er
al., 2010).

vé v:;c ung dung tac nhin HNF-da aé biét hoa
t€ bao gée cubog rén thanh 1 bio gan, cho dén nay
vin chua cd mét cdng b4 chinh thic ndo tn:n todn
thé giéi. Trong nghién ctu nay, chiing i tién hanh
sit dung HNF- 4o nhu 13 véu m quan trong aé bigt
héa TBGTM cubn rén thank t bio gan bang chch
chuyén gen HNF-4a vio TBGTM cubng rén théng
qua hé théng vector bidu hign & virus pCMV-EGFP.
ThAnh ¢dng trong nghién ctru pdy s tao ra mdt budc
tién méi trong cong nghé 1€ bao gdc va didu uj cic
bénh lién quan dén gan.

NGUYEN LIEU VA PHUONG PHAP
Nguyén ligu

Trong nghién ciru ndy, nhimg mén TBGTM cuérng
mndid\lvcphan lap va nudi chy duge cung clp bai
Phong Cong nghé phéi, Vién Cong nghé sinh hoc,
Vién Han lam Khoa hoc va Cong nghé Viét Nam.
Nhimg miu ndy 43 dwge dim bio c6 hinh théi hodn
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toan phd hop va d3c trumg cba TBGTM. Bén cqnh dj,
aé phyc vy cho vige phin lip va chuyén vimg mi hég
cita gen HNF-4a vao té bio gbe, nhimg mfu 16 bio
gan dam bio khong bj nhiém bit ki logi vi khuénhny
virs ndo duge thu thip tai Bénh vién Phy sén Truy
uong, 43 Trang Thi, Ha Néi. Vector biéu hign pCMYV.
FGFP thuong mai héa trén thi trudng duge nhip t
bang Thermo Scientific, Lithunia.

Phuong phip

Khuéch dai vimg ma héa (CDS) cia gen HNF-4g

RNA tbng s6 dugc tich chiét tir nbing mu  big
gan theo bd kit RNeasy Mini Kit ciia hing QIAGEN
(Ha Lan) theo hudng din ciia nha sin xuft. Ti mis
RNA thag 6, ving m3 héa (CDS) cia gen HNF-4a st
duge khvéch dai nhé ky thuat RT- PCR (mme
transcription - polymemse chain reation) véi 2 c&p wh
dic higu, trong 46 mdi xubi duge thiét k& o6 sin vi il
cét cha enzyme giéi han Nkel (gach chin)

- CTAGCTAGCATGGTCAGCGTGAAC - 3' v
mdi xudi ¢6 skn vi tri cat cha EcoRl {gach chén);
5- GGAATTCGATAACTTCCTGCTTGGTG - 3'.
Céc hoa chit chay RT-PCR dugc iy theo b{ kit
OneStep RT-PCR Kit cila hing QIAGEN (Ha Lag)
v chu trinh phiét nhu sau: 50°C/30 phit; 95°CA
phit; (95°C/30 gidy, 55°C/45 giay; 72°C/1 phat 30
gidy) x 30 chu ky; 72°C/ 10 phit. Sin phim duge
dién di kiéem tra trén gel agarose 0,8%.,

Nhan ding ving mé hoa gen HNF-da vé gidi trink tx

Bé tién hanh ahan dong CDS cia gen HNF-42,
san phim RT - PCR & trén dwge gan véi vector tich
dong pTZ57R/T (Thermo Scientific, Lithunia) nhy
xiic tdc cua enzyme T4 DNA hgase (BioBasic,
Canada) & 22°C trong 30 phut, San phim gin duge
blen nap vao t€ bio E. coli DHSq bing phucng phip
s6c ohigt. San phém DNA plasmid thch Guge tir cc
khudn lac trén dia bién nap duge cit kiém tra bing
EcoRI sau d6 dién di kiém tra trén gel agarosc 0,8%.
Cubi cing, DNA plasmid ¢6 chita CDS cia gen
HNF-4a dwgc tién hinh gidi trinb ty trén h§ thong
giki trinh ty ty déng ABI-3100 (My).

Thiét ké vector dmyé'n gen

Vector tich dong pTZS7R/T c6 chiza CDS cia
gen HNF-da duge xiz Iy ddng thdi v b hop hai
enzyme cit gioi han 12 Nhel va EcoRl thu nhin
doan gen ngoai lai. Pdng thdi, vector biéu hign
PCMV-EGFP (Thermo Scientific, Lithunia) cing
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dugo xiz ly bing té hop hai enzyme niy. San phim
gen tinh sach ciia haj buéc trén duge ghép néi véi
nhau nhé T4 DNA ligase & 22°C trong 30 phit va
dwgc bién nap vao té bao E. coli DHSa 42 thu nhan
DNA plasmid tii t§ bop. Nhimg déng DNA
plasmid thu nhan dugc cit klem tra bang 2 enzyme
gi6i han trén va sin phidm cht dugc kiém tra bing
dién di trén gel agrose 0,8%.

Chuyér vector 1di 18 hop vao 1é bao géc

Vector biéu hién pCMV-EGFP 1i t6 hop chira
CDS ciia gen HNF-4a dugc tién hinh dva vio
trong TBGTM cudng rén dya vao bd kit
Lipofectamine® LTX DNA Transfection cua bing
Invitrogen (My). Céc budc thi nghlqm duge lam
theo hwéng dén ciia nhd san xudt. Ket thiic qua
trinh chuyén gen, té bdo duge chuyén sang nuéi
trong méi trudng DMEM glucose thip (1g/L), bd

' sung 10% FBS (fetal bovine serum), $ ng/ml EGF
(epidermal growth factor), 50 IU penicillin, 50
mg/ml Streptomycin, 10 pg/ml ciprofloxacin, Thi
gian nudi cy 3 ngay, & 37°C va cép khi CO, 5%.

Kim tra khi ning bidu hign cia cic vector
chi tki trong ¢ bao gbe

Todn b3 £ bao trén dia nudi tnrdc va s chuyén
gen dugc thu nhin lai va Gén hach tich RNA g sb
thong qua bd kit RNeasy Mini Kit ciia hing QIAGEN
(Ha Lan), cic budc tién hioh Bm theo hwéng din cia
nhi sén xust. Luong % bao sau nudi cdy dugc hda cing
Vi etirancl 70% véi 1 18 thé tich 1:1, sau d6 todn b dung
dich duge dua qua cft tinh sach biing nhiing hoa chic
trong b3 kit, cudi cling RNA duge hoa long béi 50 ul
nude khong c6 RNAse. San phim RNA duge si dung
13m khuén cho PCR phién mi nguoc (RT-PCR) dé kidm
tra bidu hién cita cAc chi thi phan ti cling nhe che ddi
chimg am trong # bao thong qua nhimg cép mbi dac
higu dirgc thiét ké (Bang 1). Trong sb céc chi thy nay, chi
thi biéu hién cila gen HNF-4a dugc khusch dai dé kiém
tra tinh higu qué cia qua trinh chuyén gen. Cic hoa chit
chay RT-PCR duge Hy theo b3 kit OneStep RT-PCR Kit
ciia hiing QIAGEN {Hz Lan) véi chu trinh nhit nhv sau:
50°C/30 phi; 95°C/3 phit; (95°C/30 gifly; 57°C/45
gidy; 72°C/1 phit) x 30 chu ky; 72°C/ 10 phot. Th ca
sin phim RT-PCR déu duge dién di kidm tra trén gel
agarosc 1,5%.

Béng 1. Trinh ty oligonucletide cia cac mai khuéeh dai céc chi thi phan t bing RT-PCR

Chi thj Ml xudi Mbi nguec
CD34 & - AAAACGTGTTGCCTTGAACC -3 §' — AAGCCATGGAGATCAGAGGA -3
CD73 5 - CCTGCTCAGCTCTGCATAAGTA -3 § — CCCTATTTTACTGGCCAAGTGT —»
cD8s - TCCTGGCTGAGAGAGGAAGA - 3 —AGACTGCCCCATCCCTTAGT - 3
cDgo - TTTGGCCCAAGTTTCTAAGG - 3' 5'— AGATGCCATAAGCTGTGGTG - 3
CD105 % - TCCAGCACTGGTGAACTGAG -3 5 - TGTCTCCCCTGCCAGTTAGT - 3
Eras &' - GCAAGGTCCTGTAGGGAGAA - 3 5 - GCAGCTTTGAAACCCAARAC -~ 37
Oct-1 5 - GCAACCCTGTTAGCTTGGTC -3 § - CTCTCCTTTGCGGTCACAAG — 3"
GATA4 — CCAGAGATTCTGCAAGACGA - 3' — ATTTTGGAGTGAGGGGTCTG -3
H‘r:’F— 5 - ATGGTCAGCGTGAAC - ¥ 5 - ACTTCCTGCTIGGTG - 3
AFP '~TGCAGCCAAAGTGAAGAGGGAAGA-Y 5'-CATAGCGAGCAGCCCAAAGAAGAA - ¥
TAT  5-TGAGCAGTCTGTCCACTGCCT -3 - ATGTGAATGAGGAGGATCTGAG - 3"
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KET QUA VA THAO LUAN
Khuéch dgi viing ma héa gen HNF-4a

Trinh tr ma héa (codmg sequence — CDS) cua
gen HNF-4a dugc khuéch dai béi k§ thuat RT -
PCR nhé c3p moi dic hiéu tir miu RNA tng sb
tﬂch chiét tir cic miu & bao gan (Hmh 1). San
phim PCR la mjt bang DNA duy nhét c6 kich
thudc vao khoang gin 1,4 kb ding vai kich thude
tinh to4n cia CDS gen HNF-4a khi thidt ké mdi.
Dong thisi, bing DNA 15 nét, d3c hiéu va khéng ¢
dbu hi¢u ddt gdy, hodn todn phi hop dé tién hanh
cdc bude nghién ¢l tép theo.

1 PC M

Hinh 1. San phdm khuéch dai CDS cla ger HNF-da bing
RT-PCR. 1: S&n phdm RT - PCR; M: DNA chudn 1 kb
(Thermo Scientific), BC: déi chirmg thay RNA bing nuéc.

Nhin dong vilng ma hoa gen HNF-4¢ vi gidi trinh tyr

San phdm RT - PCR cita ving mi hda gen HNF-
4o sau kb gn véi vector tich dong pTZSTR/T duge
bién nap vao € bio E. coli DH5a. DNA plasmid tir
nhimg khudn lac sau bidn nap duge tich chle! ¥a san
pham san khi cit luem tra bing EcoRI. Két qua cho
thily, sau khi xir ly bing £coRl, doan gen CDS cua
gen HNF-4a (Kich thuoc 1,4 kb) d3 duoc cit rin khoi
vector ¢6 kich thuoc khoang 3 kb. Dong ddi chimg
knéng mang gen thi khi cit bing enzyme nay chi cho
ra doan DNA kich thude 3 kb do vector 83 duge mé
vong (Hinh 2).

Két qui pidi trinh trr gen ngoai lai cho théy trnh
t cia CDS cua gen HNVF-4a da duge phﬂn lgp tuong
déng véi chc gen twong img & ngudi {(wa sd ngin
hang gen NM_175914) dén 99% (dir li¢u khong dwa
vdo bai). Cic sai khdc nhé vé nucleotide déu khéng
1am thay dbi trinh tw amino axit khi dua 1én chucrng
trinh ma héa Expasy (www.expasy.org). Diéu niy
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chimg to chiing t8i 42 nhén dong dugc CDS clz gy
HNF-4a trong E. coli DHSa.

M 1 2 bC

Hinh 2. San phdm cit plasmid pTZ57R/T t4i 13 hop bing
enzyme EcoRl trén gel agarose 0,8%. 1, 2: plasmd
pTZ57R/T mang CDS clia gen HNF-da; DC: plasm
pTZ57RIT khdng mang CDS cia gen HNF-4a. M: DNA
chudin 1 kb (Thermo Scientific)

Thiét ké vector chuyén gen

Ving CDS gen HNF-4a tir vector ti 1 hop
pTZ5R/T dé durge cét bing Ahel va EcoRI, thu nhin
va chuyén vdo vector pCMV-EGFP. Ving CD§
trong vector bidu hién vira duge thiét ké cfing duee
¢t kim tra bing cap enzyme han ché trén.

M 1 2

bC
kb

5.0

1,5
L0

Hinh 3. S&n phim cét plasmid pCMV-EGFP t4i i hop bing
c3p enzyme han ché Nhel va EcoR| trén gel agarase 0,8%.
1, 2: plasmid pCMV-EGFP mang CDS cla gen HNP4a
BC. plasmid pCMV-EGFP khong mang CDS cua gen HNF-
4a; M: DNA chufn 1 kb {Thermo Sciettific)

Két qua (Hinh 3) cho thiy hai dong plasmid ti
hai khudn lac riéng ré trén dia bién nap sau khi duge
XU 1y bing Nhel vi EcoRI déu cho ra dogn DNA
kich thirée khoang 1,4 kb tuong trag kich thuéc ving
CDS ctia gen HNF-4a. Ti két qud nay, cé thé kh!ng
dinh ching i aa thiét ke thinh cbng vector bidu
hién pCMV-EGFP tii td hop mang CDS cia ge
HNF-4o. dé tién hanh dua vao trong té bao gdc.
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Khia asing biéu hign cua c4e chi thi trong t bao gie

Céc chi thy phéin tir trong té bio goc néu & bang
1 duoc tlen hanh klem tra kha nang biéu hién trong
c4 2 domg té bio géc trude va sau chuyén gen nhé ky
thudt RT-PCR {Hinh 4a, 4b) va nhimg két qua biéu
hién cua cc marker dugc théng ké lai & Bang 2.

_ Két qué tir hinh 4 va bing 2 cho thily & ¢4 t€ bio
goc tnirée vi sau chuyén gen, cic marker dic trung
cho TBGTM 12 CD96, CD73, CD105 déu duge bidu
hlén Ngodi ra cic marker bb sung khac ¢iing duge
bién hign, 46 14 céc marker cia té bio gbc phdr
(Embryonic stem cell.s) nhr: Oct — 1, Eras (Tanaka
et al., 2009). Cac yéu tb phién ma tham gia vao qui
trinh phat trién ciia céc €0 quan c6 ngudn gbc tir ndi
bi hay trung bl nhw: GATA4, HNF-38 cfing duge

biéw hién. Hon nita, ciing ¢6 su hién dién cia ohi thi
phin tir CD86 - 1& mot protein thé hién trén cde 8
bio trich dién khéng nguyén, cung captin hidu
costimulatory (d6ng kich thichy cin thiét cho viéc té
bao kich hoat lympbo T trong hé théng' mién dich
ciia co thé. Ké qui niy hoin todn phi bop véi
nhimg nghién cim marker ciia TBGTM 43 dugc cong
bb (Chang er al,, 2010). Bén canh 46, trong nghién
ciru ndy, ching t5i sir dung mt dbi chimg 4m la
CD34 - marker cia dong tao mau. Két qué 14 marker
iy bodn toan khéng dwoe bié hién trong cé t€ bio
trude va sau chuyén gen. Didu dé dam bao dong
TBGTM cita chiing t51 hoan toan khéng b 14n nhimg
chi thi ciia ddng té bao man — diéu vin thudng xuyén
x4y Ta trong qua trinh oudi cdy va phin lip TBGTM
cubng rbn (La Rocca ef al., 2009).

Bang 2. Thong ké bidu hi¢n clia cic marker chi thi phan tir trong t& b3o gbc

Tén marker Kich thwée (bp) Bitu hign
Treére chuyén gen Sau chuyén gen

AFP 216 +

HNF-4g 350

GATA4 290 + *
©bp4 367

Oct—1 267 + +
coss 280 + +
D90 265 + +
Eras 315 + +

CD105 179 +
co73 308

M12 3456 78910 1 2 34 5 6 7 8§M9 10

A B

Hinh 4.

Bién di 48 RT-PCR céc chl thj phan t trwedrc chuyén gen (A) va sau chuyén gen HNF<a (B). 1 CD73;2' GD34; 3:

GD86: 4: CDY0, 5: COT08; 6; Eras; T: Cot-1; 8. GATA4, 9: HNF-40; 10: AFP; M' marker DNA 100 bp (Therme Scigntific).

Bén cgah vifc 'kién”l tra bi'éu hién cia cic
marker lién quan dén t& bao goc, 2 chi thi lién

quan dén té bo gan 12 AFP va ddo biét 12 HNF 4a
duoc kiém tra kha nang biéu hién dé danh gis sy
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higu qua clia qud trinh chuyén gen. Trong 2 chi thi
ady, bén canh HNF-4a, AFP m3 héa cho mjt loai
protein & té bao chét cé tén 13 alpha fetoprotein.
Protein niy duge san sinh bl té bdo gan trong
subt qua trinh bo thai va khi dwrge bién hién tmng
co the ngudi trudmg thanh, 06 thuéng xuyén o6
lién quan dén gan (Seo et al., 2013). Két qua thu
nhan 12 phi hop khi tnwéc chuyén gen, hai marker
nay hoin toan khang biéu hién trong € bio, y
nhién sau 3 ngay nhiém vector tai th hop chita
CDS cia gen HNF-da vio £ bao, hai chi thi da
duge biéu hlen thanh cfmg Diéu d6 cho théy
vegtor ti t8 hap hay yéu tb phién ma HNF- 4o da
duge chuyén vio € bao gbe v 06 s& didu tiét sy
bién hign cia cic gen hén quan den té bao gan
(Odom et al., 2004). Tir d6, te bio goc cubng rén
<6 kha ning dge biét héa thinh € bao gan hoin
chinh. Thém vao d6, chi thi AFP co bleu hién
trong té bio dam bio cho sy lién quan giita té bao
sau chuyén gen véi té bio » gan (Xu et al, 2014).
Hle,n nay, wén thé gisi van chua ¢6 <dng trink
céng bd chinh thirc vao vé& viéc biét héa thanh ¢
bao gan hoan chioh nhis chuyén CDS cila gen
HNF- 4:1 Tt & mbi dang chi dimg lai & mirc 43
ban dhu, viy nén cn tiép the nghién ctru nut1 chy
té bao sau chuyén gen, theo dbi, dinh gia sy phat
tnén cha hinh thi cda t& bio dudi kinh hién w1
cho dép khi hioh thinh duge mét 1€ bio gan hoin
chinh véi diy dd chc chirc ning chuyén biét. T ‘hém
vio 46, mjt 6 marker chi thj dic tnmg cho té bao
gan ciing cin duge chay RT-PCR & kiém tra sy
biéu hién trong & bio sau khi nusi cdy chuyén gem
tr 3 tudn cho dén 1 thing va so simh vé a6i
chirg duong 13 cic marker twong fng trong té bio
gan ngudi binh thuémg.

KET LUAN

Ch\mg toi da thiét k& dwoc vector bidu hién
mang yéu té phién ma HNF-da, tlx 86 di thanh cong
trong budc dau bigt hoa TBGTM cuong rén thiph te
bao gan théng qua chuyén vector biéu hign vio té
bio goc. Ngodi ra, théng qua phwong phip PCR
phién m3 ngwoe, cdc marker chi thi dac trung cia
TBGTM cudog én va dac biét cia t& bio gan 13
HNF-4a v AFP dugc tién banh kidm tra déu c6 bidu
hign trong t€ bao sau chuyén gen.

L&i catn on; Nghién ciru ndy dugc Idy kink phi tie 38
tai: "Derivation of hepatocyte-like cells from human
umbilical cord matrix stem cell by HNF-da
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transfection” do quj, TWAS, va dé 1a nghién ciu g
50 cdp cho TS. Nguyén Van Hanh.
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STEM CELLS INTO HEPATIC CELLS THROUGH TRANSCRIPTION FACTOR HNF-4a
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SUMMARY

of Science and Technology

According to World Health Organization (WHO), there are approxmmate 8 millions people suffering from
hepatitis B or hepatitis C in Vietnam currently. Chronic hepatitis B is the main reascn causing liver diseases in
Vietnam such as cirthosis and liver cancer. Along side with ordinary drug treatment therapies, transplanting

stem cells orientating liver cells is a novel method which is being i i for further

Inall

kinds of stem cells, umbilical cord stem cell is a various, abundant and available source which does not violate
biomedical ethics. In this study, to initially differentiate umbilical cord meseachymal stem cells mnto hepatic
cells, we transfected coding sequence of the HNF-4a gene ~ a transcription factor for mere than 100 genes in
liver cell into umbilical cord stem cells through expression vector pCMV-EGFP. Moreover, the expression at
molecular level of specific molecular markers for mesenchymal stem cell such as CD86, CD99, CDI0S5,

CD73..

. were evaluated. Results after trapsfection displayed HNF-da and all mesenchymal stexn cell markers

pnsented in stem cell based on reverse Iranscnpllon-PCR method. The achievement of this study has

established a new research trend which

in treament li lated diseases for

patients.

gene
RT-PCR

hepatic cells, HNF-4a, pCMV-EGFP, umbilical cord stem cells,
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