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bao xudt huyét tiéu hda & bénh nhan xo gan
(dign tich dudi dudng cong ROC< 0,7), két qua
ndy twong ty clia tic gid Rockey DC khéng xdc
dinh dudc gid tri cutoff t5i Uu clia chi 6 APRT
trong du' doan xuét huyét tidu hda do gidn v3
tinh mach thy'c quan[6]. Theo Forestier, APRI c6
lién quan téi xuat huy8t tiéu héa vdi ngubng it
2,82[7). Theo Pham Trung Diing, Tran Ngoc Anh
thi APRI khéng cb gia tri dy béo gian TMTQ Idn,
FORNS cd gid tri dy bdo gidn TMTQ Idn véi
AUROC 0,77[2]. Nghién ciiu ban d3u cla chiing
tdi vdi 55 lwgng bénh nhan chua phai 1 nhidu.
Cac bénh nhan dugc dua vao nghién citu chon
ffa ngdu nhién khéng theo mdt tap hgp thuin
nhét v& bisn i cng thitc méu hay midc d suy
gan dé logi tri¥ cdc sai s6 do nhidu. Cac chi 56
ndy déu dua vio tiéu cau, AST, ALT v& o6 thé cé
¢ac bénh nhén 6 5§ hegng t&u cAu thip ngay tir
dau hay men gan ting do ditng thudc ha sét giam
dau nén rdt khé xéc dinh dugc chi s5 APRI,
FORNS, FIB4 06 phai do xudt huyét tiéu héa hay 13
sau khi xudt huyét tiéu héa mdi bign ddi nhy vy,

V KET LUAN

Chi s8 APRI, FIB4 ting dan vdi mitc 45 suy
gan theo Child Pugh. APRI, FIB4 c6 gid trj ch3n
dodin Child Pugh A (dién tich dudi dudng cong
ROC 0,74 va 0,72). Chi s5 FORNS khdng thay ddi
theo Child Pugh, Chi s8 APRI, FORNS, FIB4

khéng khac biét & nhdm XHTH do gidn v8 TMTQ
hay tinh mach phinh vi. Chi s& APRI, FORNS,
FIB4 khdng cd gid tri di béo XHTH & BN xd gan,

TAI LIEU THAM KHAO
1. Nguyén Khanh Trach va Pham Thj Thu Ha (2004),
X gan, Banh hoc NGi tp I, Nha xuéit ban Y hoc,
. Pham Trung Diing va Trén Ngoc Anh (2014).
“Cdc thém do khdng rdi soi trong dyf bido gian, v3
tinh mach thyc quan & bénh nhan xd gan. ¥ Aac
Vgt Nam, thang 1- s5 1(414), 25-29,
MaiHangBéng(zﬂos)."rghiérm'Amu“&wangﬂa
gién tith mach thut qun voi mit d3 xJ gan va bién
chiihg st huydk 62 héa". ¥hoc thut i, 2, 2931,
Paul C, Bermard Z va Catherine M (1930).
“Gastroesophageal endoscupic features In dhogis:
Obserever  variability, Interassocration  and
relatienship to hepatic dysfunchion”.
Gastroenteroiogy, 98, 156-162,
. Pham Trung Diing (2012). Agridn civ dhg dung
cia 55 luting it cu, ty 6 ASTYALT, APRL, FORNS
trong ddnh gié tink trang x@ hda gan, Ludn vin thac

N

w

H

w

-3

. Rockey DC, Elliott A va Lyles T (2016). Prediction
of esophageal varices and variceal hemarrhage In
patients with acute upper gastrointestinal bleeding, J
Investig Med, 63(3), 45-51.

Forestler 1, Dumortier, Guillaud G va cfng sy
{2010). "Non vivasive diagnostic and prognosis of
liver cirrhosis; a comparisan of biological scores,
elastometry and metabolic liver function tests, £ur
J Gastroenneterof Hepatol, 22, 532-540.

~

XAy DUNG QUYhTRil\!H PHAN TiCH DA HINH GEN CYPZC19
O BENH NHAN HOI CHG'NG BONG MACH VANH CAP

Pham Thj Héng Nhung', Va Ngge Trung,

Nguyén Thj Thiy Miu', B3 Thi L§ Hing', Nguyn Thanh Thiy’
Vit Thj Thom', Dinh Boan Long', Trinh Hoing Ha

TOM TAT

CYP2C19 13 mét trong nhimg enzyme chi yéu
tham gia vao qua trinh hoat héa thude chdng ngung
tp tiéu cAu clopidogre! trang a2y trj i ching ddng

“Khoa ¥ Dutic Bai hoc Quox gia Ha Ngi

2Bénh vign Dal hoe Quit gia Ha Noi

20al hoe ¥ H3 G

Chiu trdch nhigm chinb: Pham Thi Hong Nhung
Email: nhungpham_smp@vnu.eduvi

Nody nhén bai: 23.9.2016

Ngay phan bign khoa hoc: 15.11.2016

Noay duyét bai: 28.11.20165

172

mach vanh cip. Allen dét bién CYP2C19 *2 (c.681G >
A), *3 (c.636G > A) va *17 (c. - 805C > T} gdy thay
45l hoat tinh clia enzyme nén co thé din dén khé
ning dap ing thudic khdc nhau & b&nh nhn. Chinh vi
vay, chiing tdi tién hanh xdy dung quy trinh phén tich
da hinh di truy&n CYP2C19 trén bénh nhan ngud Viét
Nam méc h§i chiing dgng mach vanh cdp. Phuong
phdp nghién ciiu chinh dugc s dyng gdm tach DNA
tng s tif méu ngoal vi, khuch dai gen bing PCR,
xéc djnh kidu gen bing gidi trinh ty vi/ho¥c bing
enzym cit gléi han (RFLP). Két qua phan tich ger trén
120 bgnh nhén cho thiy: tin s& alen ddt bign *2 A
28%; tan 55 cla cic alen ddt bign *3 vi *17 4t thip,
fan lugt 12 6% v3 2%. K& qua nghién ety nay 2
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mm& £ G3p nhilng Widng tin cg ban dinh hudng cho cic
", g %ﬂ an sip h;“:ggsir dung thubc trong didu tri hdi
“Wu' Hing ddng mach vanh cip & nouts Viet Nam.
: Tir khda: da hinh gen CYP2€19, dlopidogrel, hdh
dhing 46ng mach vinh cip
T
:‘qyim SUMMARY
Myl ESTABLISHING THE GENOTYPING METHOD
’-‘ﬁ’ﬁv OF CYP2C19 POLYMORPHISMS IN ACUTE
U ¢ CORONARY SYNDROME PATIENTS
. CYP2C19 is one of the principal enzymes involed
g1 in the antiplatelet prodrug copidogrel, Mutant alieles
Pmey| swch as CYP2C19 *2 {c.681G > A), *3 (c.636G > A)
i | and *17 (¢ - 806C > T) have been assocated with
| dwenging in enzyme actvity, which may result in the
Samg| ablity of various drug  responses in patients,
ity Therefore, we have cansl:ruct'ed the genotyping test of
tiy CYP2C19 polymorphism on Vlen}amﬁe acute coronary
smdrome patients treated with Ciopidogrel. Main
i methods included DNA extraction from peripheral
‘ semples, polymerase chain reaction (PCR) for
lﬁ” amplification of target genes, identifying the genotype
Sanger sequencing and RFLP. Genetic analysis
fesults of 120" patients have shown that mutation
] TS frequency of CYP2C19*2 was 28%, while
Tl mutation alieles of CYP2C19%3 and CYP2C19*17 with
e | very low frequencies were 6% and 2%, respectively.
. Results of this test will provide basic information to
@] odent future studies on Ciopidogrel responses of
me| Viethamese patients with acute coronary syndrome.
e Keywords: CYP2C19 polymorphisms, clapidogre!,
nis:|  acute eoronary syndrome
1. DAT VAN DB
Cytachrome P450 (CYP) 13 siéu ho enzyme
) | them gla véo qua trinh chuyén hda cla phan I6n
ehc thudc dugc sif dung trong 1am sang hign nay
nhy thuse ¢hdng ngung tip tidu ciu clopidogrel,
thudc chdng ddng kinh nhy  mephenytoin,
'} omeprazole, diazepam va thudc an thin...,
ilif Enzyme CYP bao gom CYP3A4, CYP2D6, CYP2CY,
wi| CYP2C19, CYP1AZ va CYP2EL. Trong dé, enzym
"] CYP2C19 13 enzym chinh tham gia vao qui trinh
chuyn hda thudc chéng ngung tip tEu Gu
Clopidogret [1].
Gen CYP2C19 chifa 9 exon dai trung binh 90
] Kb ¢ nhigm s8c thé 10023.33 vi m3 héa cho
# ] Droteln CYP2C19 ddi 490 amina acids [2). Hién
¢ | may, khadng 30 allen CYP2C19 dét bién o5 dudc
tio bén canh dang allen kidu dai dudc ky
hEu 13 CYP2C19*1. Allen CYP2C19%2 13 dang
®#len phd bign nhdt li8n quan dén kidu hinh
3} Bhuyén ha chim do aGt bién thay G bing A & vi
681 cla exon 5. Tan G clia CYP2C19%2 B
Jkhodng 12 % ¢ ngm‘.tl da trding, 15% & ngudi My
g8c Phi vd 29-35% & ngudi chau A [3[4]. Allen
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CYP2C19*3 15 dang allen @8t bién phd bign thir
hai li€n quan dén kigu hinh chuyén héa chém,
xudt hign do dét bidn thay G béng A & vj tri 636
cla exon 4. Tan s§ clia allen CYP2C19%3 trong
phan 18n cic quan R dudi 1%; tuy nhién cao
hdn & quan the ngudi chiu A vél 2-9% [3][4].
Mbt allen quan trong khdc lién quan dén ting
cutng khé ning chuydn hdéa cia CYP2CLO ia
allen CYP2C19*17. Allen CYP2C19*17 I3 da hinh
thay the C bing T & vi tri - 806 trén promoter.
Tan s& allen CYP2C19*17 A khoadng 21% &
nquéi da trang, 16% & ngudi M gbc Phi va 3%
& ngudi chdu A [4][5].

Nam 2013, 8 chirc clia My v& dugc Iy 1am
sang v& phugng phap digu tri (American Society
for Clinicai Pharmacology and Therapeutics) dd
dua ra khuydn cdo st dung thudc chdng nguhg
t3p ti€u cau Clopidogrel cho bénh nhén ddt stent
dong mach vanh qua da dua trén kidu gen
CYP2C19. Cy thé, nhitng bénh nhan mang Kidy
gen CYP2CL9 *1/*17, ¥17/%17 va *i/%1 dige
chi dinh sit dung Iiéu chudh ctia clopidagrel;
nhitng bénh nhdn mang kidu gen *1/%2, *1/%3,
*2{*17, *2/*2, *2/*3 va *3/*3 En xem xét thay
i ligu/thudic digu tri [6). Nhu vay, viée xéc dinh
da hinh di truyBn CYP2C19*2,*3 va *17 gidp béc
sY 18m séng dua ra ligu digu tij thich hop cho
bénh nhan trong viéc chdng huyét khai hidu qua
khi digu bri vi clopidogrel trén bénh nhin hi
chimg dgng mach vinh cip. Hién nay & viét
Nam chifa c6 cng b3 nao vé tin <8 phén b& cic
allele CYP2C19*2,*3 v4 *17 ciing nhu quy trinh
phan tich gen &p dung dudc cho cae phong phan
tich, xét nghigm. Tir nhu cBu 13m sang, chdng tdl
tién hanh nghign citu ndy A€ thigt 18p quy trink
xéc¢ dinh dudc da hinh di truyén CYP2C19*2,%3
va *17 va budc dau danh gid tn s& phan ba clia
ba allen nay & quan thé ngudi Viet Nam,

1. B3I TUONG VA PHUONG PHAP NGHIEN CUU

Tha thip vé bdo quén mau sinh phém:
120 méu mau todn phin duge By L tinh mach
cla bénh nhéin o6 hdi chimg ddng mach vinh
cp tai Vign tim mach Viét Nam va Trung t&m
tim mach cda Bénh vién Bai hoc Y Ha Noi. Céc
miu mdu dugc dyng trong éng chuyén dung ¢
sén chit chdng ddng EDTA va git lanh § -20°C
cho dén khi sif dung.

Tidch chiét DNA t6ng s6; M3y méu duge
18 dong trén da vi hda chdt d& v& nhigt dp
phong. Ching t5i sir dung E.ZN.A blood DNA
Mini kit (Omega-Biotek) d& tich chidt DNA tdng
56 thee quy trinh khuyén cdo dia héng.
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Thist ké mdi djc hisu cho cie allen
CYP2C19*Z, *3 va *17: Cip mdi dugc thigk k&
vh danh gid cic thong 6 vdi phan mém

nhén dong cic allen CYP2C19

PerlPrimer version 1.1.14. Cip moi w thfé't k&
duge dit ting hop tai hang IDT (M) vii trinh ty
mdi xudi va ngirge duigc trinh bay trong Bang 1.

Bang 1. Trinh tw mdi
Allen h B moi
Fi — TGGARTTTGAAGTATCTTTGAGCEE
CYP2IF2 CAATGAATCACAAATACGCAAGCAG
GCAACCATTATTTAACCAGETAGG
CYP2C19+3 CTGTCTCATCAGCTAGAATECCA
GCCCT1AGCACCARATTCTC
cYPc117 AGACCCTGGGAGAACAGGAC
Nhdn dong gen cic allen CYP2C19+3, the xac dinh thdng qua gidi trinh ty sir dung may

*3 va *17 bang PCR: B¢ o6 quy trinh nhdn
déng dic higu va 8n dinh, chiing 3i xdc dinh
nhiét db gdn mdi, ndng A4 hoat déng i Ly cta
céc thanh phin trong phan Ung PCR st dung
Q5® High-Fidelity DNA polymerase (NEB). Chy
trinh nhiét cho phan img PCR gdm 3 giai doan:
bign tinh ban dau 98°C trong 3 phit; 35 chu ki
98°C trong 10 gidy, gan méi ¢ 58°C trong 30
giy, 72°C trang 30 gidy; thdi gian kéo dai cugi
72°C trong 2 phit. San phdm PCR dugc dién di
trén gel agarose 1.5%.

Xdc dinfr kiéu gen CYP2C19*2 *3 v
*17 bing RFLP v glii trinh &0 20 pl sin
phim PCR dirde tinh sach bing kit EZNA®
Cycle-Pure Kit (Omega-biotek}. DE %éc dinh kidu
gen *2 v3*3, san phdm PCR tinh sach duge cit
Tan lugt bing enzyme cda Therme Scientific 1a
Smal va FastDigest SamH, DE phan Ung cit
dién ra hodn todn, ching t41 tién hanh tai wu xic
dinh ndng 46 DNA va enzyme tham gia phan
{ng ciing nhu thai gian 4. San phim cit sau do

S& dudc dién di trén gel agarose 1,5% d& xac

dinh sif ¢d mat/ khéng co mét ciia cic allen dét

*2va*3,. Ca3
A T m

bign déu 6

allen *2, *3 v *1

a5

s gse

. Hink 1, Két qua dién di trén gel agarose 1.5% ciia thi nghiém PCR to;
dong allen CYP2CI9%2 (hinh A), 3 (inh B) v& *27 (hinh C), Lan M:
Scientific). Lan BC (-): d5i ching &m. Lan BC (+): 431 chitng duong,
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14 53-64°C, 61-68°C va 59-70°C, Véi allen

s xust hién cua biing khdng d3c higu. Ching t&i

sat diu kién t8i v v& thanh phan phan (g PCR.

QYC chye  sare

Gyc  seac

phén tich phan doan DNA ty ddng 3500 (Applied
Biosystems) va kit BigDye® Terminator v3.1
cycle sequending (Applied Biosystems). Tan s§
cac allen s& dugc tinh todn va so sank vai tan s§

Iy thuyét theo dinh luat Hardy-Weinberg sif dung z’
L

chi-square test.

20

1. KET QUA VA BAN LUAN

Téch chiét DNA téng s8 vi nhin ding
gen cde alfen CYP2C19%3, *3 vd *17 Hny
PCR: 120 mBu miu dudc tach chidt DNA vdi
nBng g9 thu duge tir 120 - 835 ng/ul va nhén
dong thanh céng 3 viing gen chifa allen véi quy
trinh PCR da t6i wu. :

N két qua dién di trinh bay & hink 1, ving
nhigt a8 gan mdk cho allen *2, *3 va *17 3n lugt

*17, nhiét 4 g&n mdi cing cao cang tam gidm

chon nhiét d8 gin mdi cho *2 va *17 y 59°C,
nhigt 46 gin mGi cha *3 13 68°C vA 18p tuc khdo

R e S ¥ SO
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uy nhiét d6 gan mdl nhan
10C bp DNA ladder (Thermo

¥
i

=

Ll

*3vp M

i
it
l;‘



)

"y
R~
e
D
y
n
B
D

-9

f

% o
his
Ut

i

A

T
Y HOC VIET NAM T MQ-T}{ANG12-561~ZWIG
- w® G-

A Tt ura néng a5 M GanEy
L33 1 0.5 o3 BT

XA xo mdae a o
M EOs S o aa yene
SO

X Tl oru mbng as mdl (anay

MR G o2s oo

. S SN

D ~0G 106 xa jo

C TSI s mdng an s cuo, F SP o af Xanwa cuay
o i 0= 035 o ~r

SO0 100 0 16 S

Hiph 2. K&t qua dién di trén gel agarose 1.5% ca thi nghiém PCR t&i
46 DNA nhan dong allen CY22C19%2 (hinh a), =7 (Hinh B va
Express DNA ladder (Thermo Scientific), Lan BC (-}: doi chitng &m.
Nhu k&t qua dign di trinh bay ¢ hinh 2, van & tiéu chudn
ning 4§ t5i wu cla cAc thanh Phan trong phan  didm, ket qua gial trinh t cho 3 SNP dugc trinh
g PCR 13: 0.2 mM dNTP mix, 0,02 u/pl Q5 bay trong hinh 3, Tuy nhién, phgng phap giai
High-Fidelity DNA polymerase, 0.25 yM mdi mdi, trinh by doi héi ehi phi @ao, théi gian thuc hién
Nong dé DNA sir dung cho phan img PCR anan lau. Chinh vi véy, ngoai gidi trinh ty, ching tai
dng allen *2 ¢4 the dao déng tir 5-100 ng/pl,  xdc dinh ki€u gen cla aflen *2 va *3 bing ky
dlen *3 va *17 15 5-500 ng/ul. Dua vao kich thudt RFLP v 2 allen dat bign ndy déu lam mat
thtde elia marker, ching ti nhan thdy dd nhdn  trinh ty nhan biét cia enzym 3t tudng tng 1
ddng dugc allen *2, *3 v *17 v kich thede pht Smal v FastDigest Bamit (hinh 4); con *17
o v kich thudic tinh toan Iy thuyét ban day, khing ¢ vi trf cit cho enzym 9idi han nén chiing
Xdc dinh kidy gen CYP2CI19%2, *3 bing  td) chi sit dung phuang phap gigi trinh ty.
AFLP v3 *17 bing gidf trink &y Glai trinh ty

Yy réng 36 mdi vA ndng
*27 (hinh C). Lin M: O'GeneRuler

vang dé xdc dinh cac dot bign

K&t quil gial (rink ty alelc =7 Ketqua gial triak ty allele *3 Ket qui glal trinh ty allele 17

Chua xuat bign trong 13

iy phin tich

Hint: 3, K& qué yidi trinh by Gia allen CYPac1oes, *3, *17. Cac kiéu gen cua allen ¥2 va *3
(B&ng nop b kiEu dal GG, DI hgp tir Ga, B3ng hgp tir ddt ién AA); *17 (Bng hop tir kiu cal CC, Oi
hop tr CT va BOng hgp tir dat bign ™.

-
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Bing phuang phap RFLP, & vi tri xay ra qot Hinh 4, K&t qua dién di trén gel agarose
bign “‘"’:T‘“é"éh Fen "2 Xigu gen Sing hdb A8t 1.5% sin phém 3t clia allen CYP2CI9%2 v *3
bi€n AA dién di cho ng duy nhat kich thude P ermo Scientific).
719 bp, kiéu gen GG dién di cho 2 biing cd kich 2" "¢ 100 bb DNA fadder (Thermo Scientific).
thutdc: 526 bp vA 193 bp v& kiéu gen GA dign ¢ CUNG phufdng phdp néy, & vi tif xdy ra ot
cho 3 bing cé kich thudc: 719, 526 va 193 bp.  bién hinh thanh allen *3, kidu gen ddng hop dét

Digu kign ti uu cho phén img 3t san phdm PCR  bin AA dién di cho 1 bing duy nhét kich thige

nhén dong allen *2 bling Smal 1: 1u enzym cit

40-50 ng/ul DNA & 30°C trong 3 gids.
CYP2C19+3

898 bp, kifu gen GG dién di cho 2 hing o6 kich
thude: 523 bp va 375 bp va ki€u gen GA dién di
cho 3 bing ¢6 kich thude: 898, 523 va 375 bp.
BiBu Kién t6i uu cho phan ting cit san phdm PCR
nhdn dang allen *3 bing FastDigest Samif 14:
1u enzym cdt 40-50 ng/ul DNA & 37°C trong 30
phit,

CYPZC19*%2

"

- i i
Bidng 2, Kiéu ger vd tin s6 alfen

CYP2C19

Allen S0 lugng ki€u gen Tén 53 allen
GG GA AA G A p- value
CYPze19%2 63 47 10 072 0.28 0.77
CYP2CI9*3 106 13 1 0.94 0.06 0.41 ‘
[¢9) T hns C T p- value
CYP2CIgx17 116 4 "] 098 | 0.2 0.85

So sdnh vdi kit qué gidi trinh ty, chiing i
nhén thdy xéc dinh kifu gen béng RFLP cho k&t
qua tudng duang vdi ki thut thao tic don gian,
ré va nhanh han.

Hé Ngi d3 cung cdp céc mu bénh pham phyc vy
cho nghién ciu.
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