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dén 75,56%.

- Mlc do6 khéo léo ban tay liét gia tdng sau
thgi gian diéu tri 3 thang, véi mdc d6 khéo |éo
4,5,6 la mic do khéo léo nhat chiém 56,66%
(trudc diéu tri 2,22%).
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BIEU HIEN VA TINH SACH NHAN TO PHIEN MA NF- kB P65 CUA
NGUO1 SU DUNG TE BAO VAT CHU E. coli PINH HUONG
’NG DUNG SANG LOC CHAT U’'C CHE UNG THU
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TOM TAT

DPat van dé: Nhan t6 NF-kB p65 tham gia diéu
hoa biéu hién hang loat gen mlen dich cua té bao cta
ngudi. Su bidu hién qué mic ctia NF- kB p65 co lién
quan dén nhiéu bénh ung thu. Viéc tim cac chdt uc
ché& d&c hiéu NF-kB p65 la hudng di c6 nhiéu hira hen
trong diéu tri cac loai ung thu lién quan dén con
dugng tin hiéu NF-kB. D& sang loc in vitro cac chat uc
ché ddc hiéu NF-kB p65 thi viéc bleu hién lugng I6n
nhan t6 phién ma nay la hét stfc can thlet Muc tiéu:
t6i uu domain lién két DNA cua gen ma hoa NF-kB p65
clia ngudi, nhan dong va bi€u hién trong E. coli dinh
hudng (ng dung sang loc chat (c ché ung thu.
Phuong phap doan gen ma héa domain I|en két véi
ADN dich cua nhan to ph|en ma NF- KB p65 cla ngudi
dugc t6i uu md bd ba, nhan dong va biéu hién trong
vi khuan E. coli BL21(DE3) sau do tinh sach bang sac
ky &i luc sir dung hat niken. K&t qua: gen ma hda
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domain lién két ADN cua nhan t6 phlen ma NF-kB p65
o] nger| dugc t6i vu ma bd ba thanh cong. Két qua
biéu h|en & E. coli cho thay NF-kB p65 dudc biéu hién
thanh cdng & nhiét d6 20°C va 37°C Vi nong dd chat
cam (’ng IPTG 13 100 uM. MUrc do biéu hién cao véi 50
mg protein tai t6 hgp thu dugc tir mét lit dung dich LB
nuoi cay. NF-kB p6b tai t& hop dugc tinh sach véi do
tinh sach cao st ,dung phucng phap sdc ky ai luc vdl
cdt niken. C4 thé san xudt lugng I6n NF-kB p65 tai to
hdp dé st dung cho sang loc va thir nghiém cac chat
c ché ung thu nham muc dlch diéu tri cac bénh un
thu lién quan dén réi loan biéu hién NF-kB p65. Két
ludn: Gen md hoa nhan t6 phién ma NF-kB p65 dugc
nhan dong va biéu hién thanh cong trong vi khudn E.
coli BL21(DE3). | MUrc d6 biéu hién NF-kB p65 | tai t& hagp
kha cao co the ufng dung trong nghién clru va sang loc
cac loai chat (rc ché cac bénh ung thu' lién quan.

T khoa: nhan t6 ph|en ma, NF-kB, p65, biéu
hién gen, protein tai t hap, sdc ky ai luc vGi niken.

SUMMARY

OVEREXPRESSION AND PURIFICATION OF
HUMAN NF-kB P65 TRANSCRIPTION FACTOR
USING E. coli HOST CELL FOR CANCER
INHIBITOR SCREENING PURPOSES

Background: NF-kB p65 transcription factor is
present in almost all human cell types and plays
important role in regulating human immune system.
Up-regulation of NF-kB p65 is associated with a
number of human cancer types. In order to screen
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inhibitors of NF- kB p65 using in vitro approach, it is
required to produce large amount of recombinant NF-
kB p65 with high purity. Objectives: 1. To design
expression construct that can express human NF- kB
p65 in E.coli host cells, 2. To purify recombinant NF-
kB p65 with high purity. Materials and methods:
Codon optimization and DNA cloning methods were
used to design expression vector containing gene
encoding NF-kB p65 transcription factor. The
recombinant protein was expressed in E. coli
BL21(DE3) and then purified using nickel affinity
chromatography. Results: The DNA fragment
encoding human DNA binding domain (Rel homology
domain) of NF-kB p65 transcription factor was
successfully codon-optimized and inserted in to pET-
28a expression vector to generate pET-28a/ NF-kB
p65 construct. The pET-28a/ NF-kB p65 was then
transformed in to BL21(DE3) E. coli competent cells
using heat-shock method. The expression of
recombinant NF-kB p65 protein in E. coli BL21(DE3)
strain was successfully induced at both 20°C and 37°C
with 100 pM IPTG. The expression level of recombinant
NF-kB p65 was very high as 50 mg the recombinant
protein was obtained per liter of LB culture.
Recombinant NF-kB p65 was purified using nickel bead
column with high purity. Conclusion: We have
successfully expressed and purified recombinant NF-kB
p65 with high yield of 50 mg/L. The obtained NF-kB p65
with high purity can be used for screening of potential
drug for NF-kB p65-related cancer diseases.

Key words: transcription factor, NF-kB, p65, gene
expression, recombinant protein, NF-kB, affinity
chromatography.

I. DAT VAN DE

Nhéan t6 phién ma NF-kB cd tén goi day du la
Nuclear Factor kappa-light-chain-enhancer of
activated B cells va dugc phat hién [an dau tién
vao nam 1986 bdi hai nha khoa hoc la Sen va
Baltimore[1]. NF-kB c6 mat trong hau hét cac té
bao va déng vai trd quan trong trong diéu khién
hé th6ng mién dich cta co thé ngudi[2]. NF-kB
tham gia diéu khién hang loat gen khac nhau
lién quan tdi dap (ng vdi nhiéu yéu to kich thich
da dang cta moi trudng nhu stress, cytokines,
cac goc tu do, cac phong xa, cac khang nguyén
clia vi khudn ho3c virut. Su biu hién qua mirc
cla nhan t6 phién ma NF-kB cé lién quan tdi
hang loat cac bénh & ngugi dac biét la cac loai
ung thu khac nhau chang han nhu ung thu
vd[3], ung thu bubng tring[4], ung thu tuy[5],
ung thu tuyén tién liét[6]. O nguGi c6 5 loai
nhan t6 phién ma thudc nhém NF-kB la NF-kB1
(p50), NF-kB2 (p52), RelA (NF-kB p65), RelB va
c-Rel. Trong 5 nhan t6 phién ma nay, NF-kB p65
la nhan t6 quan trong nhat va c6 mat ¢ hau hét
cac cac t& bao[7]. P& sang loc dugc cac hogp
chdt, dac biét la cac hgp chat thién nhién tlr
nguon dugc liéu phong phd & Viét Nam, cé kha

nang (c ché NF-kB p65 thi can phai bi€u hién va
tinh sach dugc lugng I8n nhan té phién ma NF-
KB p65. Vdi thuc t€ trén, ching t6i ti€n hanh dé
tai nay nham muc tiéu.

Muc tiéu: &7 uu domain lién két DNA cua gen
mé héa NF-kB p65 cua ngudi, nhdn dong va biéu
hién trong E. coli dinh hudng ung dung sang loc
chat uc ché ung thu.

1. DOI TUONG VA PHUO'NG PHAP NGHIEN CU'U

Trong nghién cliu nay, doan gen ma hoda
domain lién két v8i ADN dich cla nhéan t6 phién
ma NF-kB p65 (sau day goi tat Ia NF-kB p65) cla
ngudi dugdc tdi vu ma bd ba, nhan dong va biéu
hién trong t& bao vi khuan E. coli BL21(DE3), sau
dé tinh sach bang sac ky ai luc sir dung hat niken.

2.1. Poi tugng. Cac trinh tu gen ma@ hda
NF-kB p65 cla ngugi dugc 1y tir ngan hang dir
litu hé gen (Genebank ma s6 truy cap:
AAI10831.1; AAA36408.1; AAH33522.1;
AAA20946) cla My va dugc so sanh va chon
trinh tu protein NF-kB p65 c6 tinh dai dién cao
nhat cho protein NF-kB p65 cla ngudi. NF-kB
p65 c6 chra domain lién két DNA ddng vai tro
quan trong nhat cho hoat hda cac gen dich.
Trinh tu axit amin ma hoa cho domain lién két
DNA (ttr axit amin th&r 17 dén axit amin th(r 291)
cta NF-kB p65 tUr ngan hang gen (Genebank,
My) sau dé dugc t6i uu ma bd ba bang phan
mém t6i uu va sau dé dugc téng hgp hda hoc
bdi Genscript (My). Cac hda chat sr dung trong
nghién cru nay dudc cung cap bdi cac hang hda
chat uy tin nhu Sigma (IPTG, LB), Fermentas
(enzyme gidi han BamHI va EcoRI), Qiagen (kit
tinh sach plasmid/ADN), Merck-Millipore (hé
th6ng mang loc protein), Thermo Fisher (c4t sac
ky ai luc niken).

2.2. Phuang phap nghién ciru

2.2.1 Nhan béi doan gen ma hoa nhan té
phién ma NF-xB p65. Dua trén trinh tu toi uu
ma bd ba, chlng toi thiét ké cdp moi dac hiéu
nham nhan dong gen mad hda NF-kB p65 dudc
tdng hap hoda hoc bdi Genscript. Cdp moi thiét k&
dugdc thé hién & bang 2.1. Mdi xudi NF-kB p65-F
c6 gan vi tri cat cla enzyme gidi han BamHI
(bang 2.1 phan in dam va gach chan) va moi
ngugc NF-kB p65-R co6 chlra vi tri cdt cla
enzyme gidi han EcoRI (bang 2.1 phan in dam
va gach chan).

Bang 2.1. Két qua thiét ké cap mdi nhan gen
NF-kB p65 toi utt mé bj ba

Tén moi

NF-kB p65-F

Trinh tu
5'CGGGATCCGGTCCGTACGTT
GAAATCATCGAACAGCCG 3'
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5'CGGAATTCGTCCGGCAGGTA
NF-KBP6SR | ™~ CTGGAATTCCATCGG 3'

Phan (ng PCR nhan dong gen NF-kB p65 st
dung 100 pl hon hop phan (ing PCR chira 10 pl
dung dich 10 x KOD Hot Start buffer, 6 ul MgSO4
(25mM), 10ul dNTP (2 mM mdi loai), 0,2 pl DNA
khuoén (10nM), 6ul moi xudi va ngugc (10uM),
lpl KOD Hot Start polymerase (Merck-Millipore)
va 56 pl ddH20. Chu trinh nhiét PCR derc thuc
hlen vGi 1 phut bién tinh & 95°C, 20 gidy gan moi

§ 52°C va 2 phut kéo dai chudi & 68°C. Két qua
PCR dugc dién di trén gel agarose 0,8%. Doan
ADN ma hda cho NF-kB p65 co kl'ch thudc
khoang 840 bp s€ dugc tinh sach st dung bo kit
Gel Extraction Kit clia QIAGEN (burc).

2.2.2. Chén doan gen NF-xkB p65 vao
vecto biéu hién pET-28a. Khoang 2 pl plasmid
cla pET-28a (150 ng/ul) dugc cho vao mot 6ng
eppendorf 1,5 ml. Sau d6 plasmid dugc cat bang
enzyme gi6i han véi thé tich, nong do va thanh
phan tuong Ung la 1 pl (10U) BamHI
FastDigest™, 1 pl(15U) EcoRI FastDigest™, 2 ul
10x dém FastDigest™ va H.0 dugc thém vao dé
dat tdng thé tich 1a 20 pl. Khoang 6 pl ADN tinh
sach dudc tir san pham PCR véi néng dé khoang
100 ng/pl dugc cho vao mot 6ng ependorf 1,5
ml va cat bang hai loai enzyme gidi han BamHI
va EcoRI véi cac thanh phén, thé tich va néng do
la 1 pl (10 U) BamHI FastDigest™, 1,5ul (10U)
EcoRI FastDigest™ (Fermentas), 4 pl dém 10x
dém Fast Digest™ va H.0 dudc thém vao dé dat
tong thé tich 1a 40 pl. Cac phan (ng cdt enzyme
gic’fi han déu dugc tién hanh & 37°C trong 1 gid
va dugc tron véi nhau trudc khi dudc tinh sach
bang Gel Extraction Kit cua QIAGEN HOn hgp
gen NF-kB p65 va plasmid dugc n6i véi nhau
bang enzyme T4 DNA ligase va dugc bién nap
vao t€ bao E. coli DH5a trudc khi dudc cay trén
dia moi trudng LB (Luria-Bertani) dac.

2.2.3. Xdac dinh trinh tu gen NF-kB p65
trong vector pET-28a. M3i khuan lac cua té
bao DH5a thu nhan sau bién nap dugc cay riéng
vao tirng 6ng nghlem chlra 5ml LB léng & 37°C
trong 16 gid. CAc mau t& bao DH5a tir moi 6ng
nghiém dugc thu lai va dugc s dung dé tach
plasmid bang bd kit GenelET Plasmid Miniprep
Kit (Thermo Fisher). San phdm plasmid dugc
dung lam khudn d& giai trinh tu' gen NF-kB p65
theo phuong phap Sanger nham xac dinh trinh
tu doan gen dugc chén vao vi tri dich trén
plasmid pET-28a.

2.2.4. Biéu hién NF-xB p65 tdi té hop
trong té bao E. coli BL21(DE3). Plasmid pET-
28a chlra gen ma hda NF-kB p65 dugc bi€én nap
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vao té bao kha bién E. coli BL21(DE3) bdng s6c
nhiét & 42°C trong 90 gidy. Mét khuan lac tir dia
thach dugc chuyén sang nudi cdy trong moi
trudng LB 1dng & nhiét do 37°C cho dén khi mat
do té bao & ODeoo dat 0.6 thi thém IPTG vdi
nong do cudi cung dat 100 UM vao méi trudng
dé cam (ng biéu hién protein tai t& hop NF-kB
p65. D& xac dinh nhiét dd biéu hién tdi uu, sau
khi thém IPTG vao moi trudng nudi cdy, cac binh
nubi cdy dugc nudi 8 mot trong hai diéu kién
nhiét do 1a 20°C va 37°C. K&t qua biéu hién dugc
danh gid bang phuong phap dién di protein bién
tinh SDS-PAGE.

2.2.5, Tinh sach NF-kB p65 tii té hop
bang sac ky ai luc vdi cét niken. Sau 16 tiéng
cam (ng bi€u hién NF-kB p65 G nhiét d6 cam
Ung 20°C hodc 37°C, cac t€ bao tir hai dich nudi
dugc thu lai bang ly tdm lanh & t6c d6 10 000 x
g. Phan dich ndi dugc loai bd va phan cin té€ bao
dugdc hoa vao dém Binding cd chra cac thanh
phan 20 mM Tris-Cl pH 8,0, 500 mM NaCl, va 5
mM immidazole. T€ bao sau do6 dugc pha vd
bang siéu &m & nhiét do 4°C dé giai phdng cac
protein NF-kB p65 tai t& hop. Dich pha v té bao
sau do dugc ly tdm dé loai cdn va xac té€ bao &
tdc d6 12 000 x g trong 60 phut. Dich néi dugc
thu vao mc}t ong falcon 50 ml va sau~dé dugc loc
qua mang loc véi kich thudc 16 0,22 pm
(Mlnlsart® Sartorius) trudc khi chuyen lén cot
s&c ky i luc niken da dugc u san vdi dung dich
dém Binding. Cot niken dugc rifa 3 lan véi dung
dich Binding va 15 lan véi dung dich Washing
(20 mM Tris-Cl pH 8,0, 500 mM NaCl, va 30 mM
imidazole). Mdi [an rira str dung 30 ml dung dich
dém. Nhén t& phién ma NF-kB p65 tai t6 hop
gan vdi cot niken sau doé s€ dudc tach khoi cot
bang dung dich Elution (20 mM Tris-Cl pH 8,0,
500 mM NaCl, va 250 mM imidazole) va dudc
thdm tach s dung mang thdm tach cla
Spectrum c6 kich thudc 16 gigi han 6-8 kDa. DO
tinh sach cua protein NF-kB p65 dugc danh gia
bdng phuong phap dién di trén gel SDS-PAGE.
Ham lugng protein tinh sach dudc danh gid bang
phuong phap dinh lugng Bradford.

Il. KET QUA NGHIEN cU'U VA BAN LUAN
3.1. Nhan boi doan DNA ma héa NF-kB
p65. Doan ADN ma hda nhan té phién ma NF-kB
p65 dugc t6i uu ma bd ba va dudc téng hdp hda
hoc bai Genscript (USA). Doan gen sau dé dugc
nhan bdi bang phuang phap PCR sir dung cép
moi NF-kB p65-F, NF-kB p65-R c6 chira vi tri cat
clia enzyme gldl han BamHI va EcoRI. Két qua
PCR dugc thé hién & Hinh 3.1. O dudng chay 3
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(PCR doan NF-kB p65) xudt hién mot bang ADN
duy nhat cé kich thudc khoang 840 bp. Kich
thudc nay tuong Ung vdi kich thudc cla doan
gen ma hda NF-kB p65 can nhan dong. Két qua
PCR d6i chiing am (phan (tng PCR nhung cho
DNA khuon) & dudng chay s6 2 cho két qua am
tinh thé hién phan (ng PCR rat dic hiéu. Két qua
nay chi ra rdng, gen ma héa cho NF-kB p65 da
dudc nhan dong thanh cong bang ky thuat PCR st
dung cdp mo6i dac hiéu NF-kB p65-F, NF-kB p65-R.

~ 840 bp
(NF-xB p65)

Hinh 3.1. Két qua PCR doan gen ma hoa
nhdn té phién ma NF-kB p65 B
1. DNA marker la thang ADN chuén; 2. Mau
d6i chiing 4m khdéng ¢ ADN khudn thé hién
phan &'ng PCR dac hiéu. 3. PCR doan NF-kB p65
cho két qua san phdm nhan d3c hiéu doan gen
NF-KkB p65 (~840 bp).

3.2 Chén doan gen NF-kB p65 vao vecto
pET-28a. Qua trinh nhadn dong va chuyén gen
NF-kB p65 vao vector pET-28a cd thé xay ra dot
bién khdng mong muén. D& kiém tra viéc chén
chinh xac gen NF-kB p65 trong vector pET-28a
ma khdng cé dét bién diém hay dot bién dich
khung xay ra, gen NF-kB p65 tU vector pET-28a
dugc gidi trinh ty bdi cong ty 1t Base
(Singapore). Trinh tu ADN cua NF-kB p65 tai td
hgp sau dé dugc dich ma thanh trinh tu axit
amin st dung cong cu SnapGene va dugc dung
dé€ so sanh vdi trinh tu axit amin cia gen NF-kB
p65 cla ngudi trén ngdn hang gen cla My. Két
qua so sanh trinh tu axit amin cla NF-kB p65 sur
dung coéng cu tin sinh CLUSTALWI[8] dugc trinh
bay & hinh 3.2. K&t qua so sanh trinh tu cho thay
trinh tu axit amin cla gen NF-kB p65 tai t& hap
dugc chén vao vectd biéu hién pET-28a gidng
hét trinh tu axit amin cla gen ma héa nhan t6
phién ma NF-kB p65 trén ngan hang gen clia My
(hinh 3.2). K&t qua nay khang dinh rang gen ma
héa NF-kB p65 cla ngudi da dugc chén thanh
cdng vao vector biéu hién pET-28a.

NF-kB p65-pET28a
NF-kB_p65-Human

HHHHHHSSGLVPRGSHMASMTGGQQMGRGSGPYVEITEQPKQRGMRFRYKCEGRSAGSIP
GPYVEITEQPKQRGMRFRYKCEGRSAGSIP

NF-kB p65-pET28a
NF-kB_p65-Human

GERSTDTTKTHPTIKINGYTGPGTVRISLVTKDPPHRPHPHELVGKDCRDGFYEAELCPD
GERSTDTTKTHPTIKINGYTGPGTVRISLVTKDPPHRPHPHELVGKDCRDGFYEAELCPD

NF-kB_p65-pET28a
NF-kB_p65-Human

RCIHSFONLGIQCVKKRDLEQATSQRIQTNNNPFQVPIEEQRGDYDLNAVRLCFQVTVRD
RCIHSFONLGIQCVKKRDLEQATSQRIQTNNNPFQVPIEEQRGDYDLNAVRLCFQVTVRD

NF-kB p65-pET28a
NF-kB_p65-Human

PSGRPLRLPPVLSHPIFDNRAPNTAELKICRVNRNSGSCLGGDEIFLLCDKVQKEDIEVY
PSGRPLRLPPVLSHPIFDNRAPNTAELKICRVNRNSGSCLGGDEIFLLCDKVQKEDIEVY

NF-kB p65-pET28a
NF-kB_p65-Human

FTGPGWEARGSFSQADVHRQVAIVFRTPPYADPSLOAPVRVSMOLRRPSDRELSEPMEFQ
FTGPGWEARGSFSQADVHRQVAIVFRTPPYADPSLOAPVRVSMQLRRPSDRELSEPMEFQ

NF-kB p65-pET28a YLPD

NF-kB_p65-Human YLPD
*kkk

Hinh 3.2. So sanh trinh tu’ axit amin cua
NF-xB p65 tdi té hop vdi trinh tu axit amin
goc cua nguoi.

D4u * thé hién su giéng nhau & vi tri axit
amin so sanh; ddu — thé hién khéng c6 axit amin
tugng 'ng & trinh tu so sanh. Trinh tu axit amin
cla gen NF-kB p65 tai t6 hop hoan toan giéng
V@i trinh tu axit amin cla nhan t6 phién ma NF-
kB p65 goc ban dau. Trinh tu 30 axit amin phan
dau N clia NF-kB p65 trén vector pET28a la trinh
tu dudi His dugc thiét ké dé giup tinh séach
protein tai t6 hop.

3.3. Biéu hién NF-kB p65 tai to hop & vi
khuén E. coli BL21(DE3)

Vectd biéu hién pET-28a chlta gen m3 hda
NF-kB p65 dugc bién nap t€ bao E.coli
BL21(DE3) st dung phucng phap sb6c nhiét va
dudc biu hién & hai diéu kién nhiét do 20°C va
37°C s dung chat cdm (ng IPTG (100 pM). Mc
dd biéu hién NF-kB p65 dugc danh gid théng
qua két qua dién di SDS-PAGE & hinh 3.3. Budng
chay s6 3 (mau biéu hién & nhiét d6 20°C) va 4
(mau biéu hién & nhiét dd 37°C) xuét hién bang
rat dam co kich thudc khoang 35 kDa tugng (ng
vdi kich thugc clia NF-kB p65 tai t6 hgp. Bang
nay khéng xuat hién & mau doi chirng (dudng
chay 2) khéng cé chat cdm (ng IPTG. Két qua
nay chirng té 35 kDa la bang protein NF-kB p65
tai t6 hgp dudc cam (ng biéu hién bdi IPTG & ca
hai diéu kién bi€u hién la 20°C va 37°C. Béng cd
kich thuGc 35 kDa la bang dam hon rat nhiéu so
vGi cac bang protein khac trong mau dién di
protein tdng s cla t& bao ching td NF-kB p65
tai t6 hop dudc téng cudng biéu hién & mirc cao.
Viéc biéu hién cac protein cd ngudn gdc tir ngudi
va ddng vat bac cao cé thé gdp khd khadn khi
biéu hién & trong t& bao vi khuan E. coli. K&t qua
nay khang dinh rdng, nhan t6 phién ma NF-kB
p65 tai td hop clia ngudi véi ma bd ba dugc toi
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uu da cho két qua bi€u hién réat tét trong t&€ bao
BL21(DE3). Mirc dd bi€u hién thu dugc sau khi
tinh sach cho thdy ham Iugng protein dat 50 mg
trén mot lit méi trudng nudi cay LB & nhiét do
37°C. bay la ham lugng protein thu dugc & mic
rat cao d6i véi mét protein ciia ngudi biéu hién
trong t€ bao E. coli.

70 kDa -

35 kDa - ™ NF-xB p65
tai té hop

15 kDa -

10 kDa -

Hinh 3.3. Két qua biéu hién NF-kB p65 & té

bao E. coli BL21(DE3).

(1) Protein marker; (2) Mau doi ching am la té&
bao nubi cay khong bo sung IPTG; Mau & duGng
chay 2 va 3 vdi nhiét dd cam (ng biéu hién tuong
Ung la 20°C va 37°C déu cho bang dac trung cua
nhan t6 NF-kB p65 vai kich thudc 35 kDa.

3.4. Tinh sach NF-kB p65 tai t6 hop
bang phuong phap sic ky ai luc véi cot
niken. Nhan t6 phién ma NF-kB p65 tai td hdp
dugc thiét k& co mang dudi 6xHis & dau N cua
chudi polipeptit. Do vay, proteln nay cd thé dudc
tinh sach bang phucong phap sac ky ai luc vdi cot
niken. K&t qua tinh sach dugc phan tich trén gel
SDS-PAGE 15% va dugc thé hién trén hinh 3.4.
O dudng chay thir 2, thr 3 va th{ 4 13 cac phan
doan thu protein t|nh sach NF-kB p65 & nong do
imidazole 250 mM. Két qua cho thay ca ba phéan
doan 2, 3 va 4 déu cé xuat hién moét bang
protein dam duy nhat cé kich tugng (ng vdi kich
thudc 35 kDa cua protein NF-kB p65 tai t& hgp.
K&t qua nay chi ra rang protein dugc tinh sach
chinh la protein NF-kB p65. Ngoai bang protein
NF-kB p65 (35 kDa), chi c6 mbt bang rat md vai
kich thudc 70 kDa. Ngoai ra khong co bat cir
bdng phu dang k& nao khac xudt hién trén
dudng chay 2, 3 va 4. biéu nay chiing té protein
NF-kB p65 dugc tinh sach véi do tinh khiét rat
cao. Sau khi thu dugc protein tinh sach, ching t6i
ti€n hanh do lugng protein thu dugc bang phuong
phap Bradford va xac dinh dugc ham Iugng
protein NF-kB p65 trong mot lit moi truGng nuoi
cay la khoang 50 mg. K&t qua nay cho thay co thé
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tinh sach dugc lugng I6n protein NF-kB p65 cho
muc dich sang loc cac chat Uc ché, dac biét la cac
chat Ut ché cé ngudn goc thién nhién thu dugc tur
nguon thuc vat da dang cua Viét Nam.

&2
& )
.¢<° San pham tinh sach
& NF-kB p65
< tai té hop

1 2 3 4

70 kDa -

—

Wy WS W e NF-kB p65
tai té hop

35 kDa - ««»

15 kDa -

10 kDa -«

Hinh 3.4. Phan tich két qua tinh sach
protein NF-xB p65 bang dién di SDS-PAGE.

1. Protein marker la thang protein chuén; 2,
3 va 4 13 NF-kB p65 tinh sach thé hién mdt béng
duy nhat cé kich thudc khodng 35 kDa, tudng
duang vai kich thudc doan protein NF-kB p65 tai
td hop.

IV. KET LUAN

Gen ma hda nhan t6 phién ma NF-kB p65 da
dugc nhan dong va bi€u hién thanh cdng trong
t&€ bao vi khuan E. coli BL21(DE3). Mirc d6 biéu
hién NF-kB p65 tai td hop 1a kha cao do dudc tdi
uu ma bo ba cho phl hgp véi vat chu la E. coli.
K&t qua tinh sach protein NF-kB p65 bang sac ky
ai luc vai cdt niken chi ra rdng NF-kB p65 c6 thé
dugc tinh sach vai dd tinh sach cao. San phdm
NF-kB p65 tai td hgp véi dé tinh sach cao c6 thé
dugc Ung dung trong nghién cru va sang loc cac
loai chat Ufic ché tiém nang cho cac bénh ung thu
lién quan dén r6i loan NF-kB p65 clia ngudi.

L&i cam on: Nghién clru nay dugc ho trg bai
dé an 911 bai hoc Khoa hoc Tu nhién, Bai hoc
Qudc gia Ha Noi.
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~ NGHIEN CU'U VAI TRO CUA CHUP CONG HUONG TU TRONG
CHAN POAN RO HAU MON HINH MONG NGU’A TAI BENH VIEN VIET PUC

Bui S§ Tudn Anh’, Nguyén Xuin Hung2, Trinh Hong Son?

TOM TAT

Muc tleu nghién ciru: Xac dinh mu’c do phu hap
glLra chup cong hudng tir (CHT) hau mon truc trang
va phau thuat trong danh gia lo trong va dudng ro
hdu mdn hinh mong ngua. Doi tugng va phu‘dng
phap ngh|en cu‘u Nhl,rng bénh nhan dugc chan
doan ro hau mon hinh moéng ngua bang chup cong
hudng tir va phau thuat tai benh V|en Viét buc giai
doan 2016-2019. Nghién clfu md ta c6 ddi chirng. K&t
qua: Qua nghién ctru 56 bénh nhan g:c') 50 nam va 06
nlt. Chup cong hudng tu phat hién 10 trong 1a 62.5%
vGi do nhay la 100% va do dac hiéu la 100%. Ty Ie
phu hdp Vi phau thuat trong phan loai derng ro
chinh la 93. 3%. Ty 1é phu hgp chup cong hudng tur
truc trang xac dinh vi tri Io trong so VGi phau thuat la
100%. Két luan: Chup cong erdng tlr hgu mon truc
trang da trd thanh tiéu chuan vang trong chan doén
ro hau mon, dac biét la ro hau moén hinh mong ngua
trudc phau thuat (phan loai duding rd chinh, xac dinh
vi trf 16 trong va cac ton thuang lan rong) véi dd chinh
Xac cao.

Tur khoa: rd hau moén hinh méng ngua, chup céng
hudng tir hau mon truc trang, phan loai dudng ro.

SUMMARY

RESEARCH ON THE ROLE OF MAGNETIC
RESONANCE IN DIAGNOSIS AND SURGERY
OF HORSESHOE SHAPED ANAL FISTULA AT

VIET DUC HOSPITAL

Objectives. Determine the relevance between
magnetic resonance images and surgery in evaluating
the inner hole and the horseshoe — shaped anal
fistula. Subjects and Methods. Patients who are
diagnosed with horseshoe — shaped anal fistula by
taking magnetic resonance and sugery at Viet Duc
Hospital from 2016 to 2019. This was a description
study with control operation. Results. Among 56

1Bénh vién Giao thdng Van tai TW,
2Bénh vién Hitu Nghi Viét buc

Chiu trach nhiém chinh: BUi Sy Tuan Anh
Email: DrTuanAnhbvgt@gmail.com

Ngay nhan bai: 20.10.2020

Ngay phan bién khoa hoc: 23.11.2020
Ngay duyét bai: 8.12.2020

patients including 50 males and 06 females, 62.5
percent of them are detected inner hole by taking anal
magnetic resonance with the sensitivity of 100% and
the specificity of 100%. The matching rate with
surgery on classigyingdfistula way is 93.3%. There is a
high precision in taking anal magnetic resonance
image to locate the inner hole, with the matching rate
of 100%. Conclusions. Taking anal magnetic
resonance has become the gold standard in anal
fistula diagnosis, especially in horseshoe — shaped anal
fistula before the surgery (classifying the main fistula
tracts, locating the inner hole and defining the
widespread injuries).

Keywords. Horseshoe — shaped anal fistula,
Anorectal magnetic resonance image, classification of
anal fistula.

I. DAT VAN PE

RO hdu mdn hinh méng ngua la & ap xe lan
toa tor mot bén hé ngdi truc trang sang h6 ngoi
truc trang bén d6i dién theo ré nhanh cta dai co
doc dai phdc hgp 6m quanh thanh hdu mon truc
trang tao thanh hinh méng ngua. phuong phap
diéu tri dugc ap dung va dat két qua cao nhat la
phau thuét.

Chan doan rd hdu mén hinh méng ngua dua
vao: 1dm sang, cac phuang phap chan doan hinh
anh Xquang c6 bom thudc, siéu am ndi soi, chup
cong hudng tur...

D3 c6 nhiéu nghién cltu trén thé gidi va Viét
Nam vé chan doan rd hdu mén hinh méng ngua,
tuy nhién chua cé nhiéu nghién clu vé vai tro
clia cdng hudng tir trong chan doéan rd hau mén
hinh modng ngua. Chinh vi véy cht’mg toi tién
hanh nghlen cltu vai tro cla cong hu’dng tr
trong chan doan va phau thuat rd hdu mén hinh
mdng ngua.

Il. DOl TUONG VA PHU'O'NG PHAP NGHIEN CU'U

1. bdi tugng nghlen clru: Nhitng bénh
nhan dugc chan doan rd hdu mén hinh mong

ngua bang cong hudng tir va phau thuat tai
bénh vién Viét Burc giai doan 2016 — 2019:

141


mailto:DrTuanAnhbvgt@gmail.com

