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TOM TAT

Chiing t6i xdy dung mét quy trinh phéan tir dé xdc
dinh da hinh don nucleotide (Single Nucleotide
Polymorphism-SNP) trén gen IFNL4 bang ky thudt
real-time PCR véi hai Tagman probe ddc hiéu cho
méi dang da hinh ciia ss469415590. Quy trinh xdy
dung gom cdc bude: 1) Tach chiét DNA nguoi tir
mau toan phan; 2) Nhdn ban DNA nguwoi da tach
chiét trong phan img real-time PCR (Polymerase
chain reaction) véi cdp moi ss469415590 IFNL4_F
va ss469415590 IFNL4_R va hai Tagman probe dac

hiéu cho moi dang da hinh la
5469415590 IFNL4 FAM cho da hinh AG va
55469415590 IFNL4_VIC cho da hinh TT. Quy trinh
da xdy dung dwoc danh gia trén 95 mau DNA nguoi
va tinh dwoc tan s6 allele TT la 93 % trong khi AG la
7 %. Két qua so sanh giita hai phwong phdp trén 10
mau ldm sang cho thdy quy trinh phdn type
55469415590 bang real-time PCR ¢é dé chinh xdc la
100 %.

Tir khéa: ss465415590, real-time PCR, SNP, interferon, Tagman probe

MO PAU

Céc nghién ctru lién két toan bo gene (Genome
Wide Association Study-GWAS) da phat hién duogc
Su lién quan giita cac da hinh don nucleotide (Single
Nucleotide Polymorphism-SNP) va sy thanh thai
virus viém gan C (Hepatitis C Virus-HCV) & céc
bénh nhan khi diéu tri bang interferon (IFN) két hop
ribavirin. Cu thé 1a & SNP rs12979860, nguoi mang
genotype C/C c6 ty & dap Gmg siéu vi bén viing
(Stable Viral Response-SVR) cao hon cac genotype
khac nhu C/T hoac T/T. Tuong tu & SNP rs8099917,
nguoi mang genotype T/T c¢6 ty 1é€ SVR cao hon
nguoi mang genotype T/G va G/G [1, 2]. Véi ly do
nay, viéc phan biét genotype c6 lién quan dén cac
SNP nay la can thiét dé tién luong kha ning dap tng

diéu tri & bénh nhan nhidém HCV. Trén thuc té, cac
nhom nghién ctru trong va ngoai nude di phat trién
nhiéu phuong phap phan tir nham phan biét genotype
¢6 lién quan dén 2 SNP trén nhu phuong phap real-
time PCR véi cac Tagman probe dac hiéu cho ting
alen, phuong phap PCR-RFLP phan biét cac
genotype dua vao chiéu dai cua cac san pham cit gigi
han va phuong phap giai trinh ty nucleotide. Cac
phuong phap nay da co cac tng dung trong thuc té
lam sang.

Gan day, mot SNP khac duoc phat hién co lién
quan dén sy thanh thai HCV ¢ ngudi bénh diéu trj voi
IFN-ribavirin, d6 1a ss469415590. SNP nay gém hai
allele 1a AG va TT, trong d6 allele AG 1a allele bat loi
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va allele TT 1a alen c6 loi di véi sy thanh thai HCV
khi diéu tri [3]. Cu thé Franco va cong su [4] cho thiy
ty I¢ that bai khi diéu tri 1a 77 % ¢ nhiing ngudi mang
alen AG trong khi ty 1¢ nay thap hon (48 %) & nhiing
nguoi khong mang allele AG. Co ché phan tir cia su
dap tng kém ¢ nguoi mang genotype AG la do SNP
nay nam trong ving mi héa ciia gene IFNL4 tao ra
interferon lambda 4. Alen AG tao ving ma hoéa hoan
chinh cua gene nay dé tong hop IFNL4 trong khi
allele TT lam léch ving md hoa nén khong téng hop
dugc IFNL4. Sy tién kich hoat truyén tin hiéu ndi bao
do IFNL4 lam ¢ ché su kich hoat truyén tin hiéu noi
bao cua cac interferon (IFN) type I (la cac interferon
diéu tri) va type II1. Vi thé & nguoi mang allele AG s&
¢6 sy canh tranh gitra IFNL4 voi cac IFN diéu tri type
1 va lam giam hiéu qua diéu tri cta cac thudc protein
nay. Theo cac tic gia, SNP nay lién quan chat ché
hon cac SNP nhu rs12979860 va rs8099917 trong
viéc thanh thai HCV. Véi ly do nay chung t6i xay
duyng mot phuong phap phan tir dya trén k¥ thuat
real-time PCR nham phéan type SNP ss469415590.
Phwong phap phén type trong nghién ciru nay cé thé
dugc sir dung dé nghién ciru sy phan bd tan sé allele
clia cac SNP co lién quan trong diéu tri bénh viém
gan siéu vi C hodc c6 thé duoc ung dung dé tién
lwong dap tmg diéu tri ¢ nhitng bénh nhan viém gan
siéu vi C.
VAT LIEU VA PHUONG PHAP
Chung t6i sir dung cac primer va Tagman probe cho
phan ng real-time PCR tir nghién ciu cua
Prokunika-Olsson va cong sy [3] bao gdm
55469415590 _IFNL4_F(GCCTGCTGCAGAAGCAG
AGAT) va $5469415590 IFNL4 R
(GCTCCAGCGAGCGGTAGTG). Cac Taqman
probe c¢6 gin cau tir MGB dé ting tinh dac hiéu bao
gom 55469415590 _IFNL4_VIC
(ATCGCAGAAGGCC) va
55469415590 _IFNL4_FAM (ATCGCA GCGGCCC).
Céc primer duoc téng hop va cung cip boi cong
ty IDT DNA (My). Cac Tagman probe chita MGB

duoc tong hop va cung cdp boi cong ty Invitrogen
(M¥). Cac mau mau toan phan, cac hoa chét thyuc hign
phan tng tach chiét DNA tir méu toan phan, cac hoa
chat thyc hién phan Gng real-time duplex PCR, cac
hoa chat dong hoa san pham PCR dugc cung cap boi
Cong ty TNHH Nam Khoa (Viét Nam).
Tich chiét DNA tir mau toan phan

500 pL mau toan phan dwoc huyén phi véi 500
pL dung dich SSC 1X. Ly tdm 10.000 v/p trong 30
gidy loai dich ndi dé thu nhan phan doan bach cau.
Rira phan doan bach cau véi dung dich SSC 1X 2 lan
dé thu nhan phan doan bach cau sach hemoglobin.
Thuc hién budc pha t& bao, bién tinh protein bang
dung dich guanidine-phenol-chloroform. Ly tdm thu
nhan dich ndi chaa DNA bo gen. Taa DNA b gene
véi isopropanol va rira tta DNA véi ethanol 70 %.
DNA duoc gilr trong trong dung dich TE 1X.
Thuc hién phan @ng real-time duplex PCR

Thanh phan phan ung real-time co thé tich 25
puL bao gom PCR buffer, dNTP, MgCI2, primer
$s469415590 IFNL4 F va ss469415590 IFNL4 R
v6i ndng do cudi 1a 10 pmole, Tagman MGB probe
§s469415590 IFNL4_VIC va $s46941
5590 IFNL4_FAM voi nong do cudi 1a 5 pmole.
Chuong trinh luan nhiét nhu sau: 95 °C—5 phat (1 chu
ky), 95 °C-15 gidy, 60 °C—1 phut (40 chu ky). Tién
hanh phan ung real-time PCR va phén tich két qua
real-time duogc thuc hién trén may luan nhiét Rotor-
Gene Q (Qiagen).
Giai trinh ty nucleotide

DNA nguoi duoc nhan ban trong phan ung PCR
v6i  cap  moi s$s469415590 IFNL4 F va
$s469415590_IFNL4_R. San pham PCR duoc tinh
sach va giai trinh tu nucleotide tai cong ty Macrogen
(Han Quéc). Trinh ty DNA giai md dugc phan tich
bang chuong trinh Chromas (Technelysium Ply Ltd).
Xir 1y thong ké

Céc két qua real-time PCR dugc xir ly bang cong
cu Excel. Phan phdi Hardy-Weinberg va tan sb alen
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dugc tinh toan bing phin mém SNP Stats
(http://biocinfo.iconcologia.net/snpstats/start.htm).

KET QUA VA THAO LUAN
Nguyén nhan chon SNP ss469415590

Ngoai cac da hinh don nucleotide (SNP) nhu
1s12979860 va rs8099917, gan day mot SNP mdi
duoc phat hién co6 lién quan dén su thanh thai HCV
khi diéu tri bénh nhidém virus nay véi IFN. SNP nay
¢6 hai allele 1a AG va TT, trong d6 AG la allele bt
loi con TT la allele ¢6 lgi. Viéc xac dinh da hinh don
nucleotide tai SNP nay giup tién luong cho viéc diéu
tri bénh viém gan siéu vi C bang cac thudc IFN, vén
van 1a mot trong nhitng phwong thic diéu tri HCV
hién nay trén thé gisi [5]. Ngoai ra, ¢ Viét Nam tai
thoi diém thuc hién nghién ctru nay, chung toi chua
thdy c6 nghién ctru ndo nham phén type ss469415590
dugc tién hanh. Véi nhitng 1y do nay, ching toi thyc
hién nghién ciru xay dung mot quy trinh phan tir dya
trén k¥ thuat real-time nham phén type ss469415590.
Thiét ké va kiém tra miu chieng amplicon deltaG

Theo Prokunika-Olsson [3] thi tan sb allele TT
dat toi 93 % ¢ nguoi chau A, diéu nay c6 nghia 1a
genotype AG/AG s& kho phat hién trong d¢é tai nay. Vi
vay, chiing toi can thiét ké mot amplicon DNA mang
alen AG dé 1am miu chimg xay dung quy trinh phan
type SNP. Chung t6i st dung doan trinh tu nucleotide
nam gitra hai primer ss469415590 IFNL4 F va

85469415590 IFNL4 R trén gene IFNL4 va kéo dai
dau 5’ cling nhu 3’ cua doan trinh tu nay dé tao diéu
kién thuan loi cho su bét cip cua cip primer vio
mach khuén. Trinh ty nucleotide cua amplicon deltaG
duoc trinh bay nhu sau:

5’CCCTCTCTTTGGCTTCCCTGACGTCTCTCGG
CCTGCTGCAGAAGCAGAGATGCGGCCGAGTG
TCTGGGCCGCAGTGGCCGCCGGGCTGTGGGT
CCTGTGCACGGTGATCGCAGCGGCCCCCCGGL
GCTGCCTGCTCTCGCACTACCGCTCGCTGGAG
CCCGGACGCTGGCGGCTGCCAAGGCGCTGAG
GGACCGCTACGT-3’

Ving gach dudi & dau 5° va 3 cua amplicon 1a vi
tri bat cip cua cap primer, ving gach dudi in nghiéng
& gitra trinh tu 13 vi tri bt cip ciia Tagman probe AG,
chir in dam 1a vi tri SNP ss469415590. Sau do, doan
trinh ty nay dugc giri tong hop hoa hoc tai cong ty
IDT DNA dudi dang doan DNA mach do6i (gBlock®
gene fragment). Poan DNA mach d6i nay dugc tinh
sach bﬁng HPLC va duoc kiém tra trinh tu nucleotide

boi cong ty IDT DNA.

Ching t6i khao sat kha nang hoat dong cua
amplicon nay trong phan Gng real-time PCR véi hé
primer va Taqman probe va két qua duogc trinh bay
trong Hinh 1.

Ne—r

Cycle

Hinh 1. Két qua khao sat hoat dong cua amplicon delta G véi hé primer-Tagman probe. Cac dudng huynh quang dugc ghi
cht nhur sau: (1) va (2) mau amplicon delta G va miu chiing am véi cap primer ss469415590_IFNL4_F-
$5469415590 TFNL4 R va Tagman probe ss469415590 IFNL4 FAM, (3) va (4) miu amplicon delta G va mau
chirng am vai cap primer ss469415590_IFNL4_F- ss469415590 IFNL4 R va Tagman probe
55469415590 IFNL4_VIC
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Két qua khao sat cho thdy mau amplicon AG hoat
dong tdt trong phan ang real-time PCR thé hién qua
tin hiéu huynh quang & mau (1) va khong c6 tin hiéu
huynh quang & cac mau (2), (3), (4). San pham PCR
tr amplicon AG dugc dong hoa vao vector pJET1.2
(Fermentas) d¢ tao thanh pIFNL4-dG. Ngoai ra, mau
chung DNA mang genotype TT thu nhan bing
phuong phép giai trinh tu cling dugc nhan ban bang
PCR voi cap primer ss469415590 IFNL4 F  va
$s469415590_IFNL4_R. San pham PCR thu nhan
dugce ciing duoc dong héa vao vector pJET1.2 dé tao
thanh pIFNL4-TT. Céac plasmid nay dwoc st dung
lam mAu chimg cho cac thi nghiém vé sau.

Khio sat quy trinh tich chiét DNA ngudi tir mau
toan phan

Mau toan phan thudng chira cac chat c6 kha ning
Gc ché phan ung PCR, trong d6 ndi bat la
haemoglobin, protein IgG va heparin [6-8]. Trong
nghién ciru nay, ching t6i str dung chat chong dong 1a

150 bp ———
100 bp

EDTA va trong quy trinh tach chiét c6 sir dung nhiing
chat bién tinh protein manh 1a phenol va guanidine
thiocyanate gitp loai bo hiéu qua protein nén chat tc
ché chii yéu con lai 1a haemoglobin nim trong phan
doan hdng cau. Do dé, diém quan trong trong quy
trinh tach chiét DNA tir mau toan phan cia nghién
ctu nay la phai loai bo phan doan hdng cau trong
mau toan phan va thu nhan phan doan bach cau dé
tach chiét DNA. Chung toi loai bo hong cau trong
mau toan phan bang cach ly giai hdng cau véi dung
dich SSC 1X. Sau d6, thuc hién tach chiét DNA tong
s6 tir phan doan bach cau bang phuong phap phenol-
chloroform. Chat lugng DNA tach chiét dugc danh
gi4 thong qua phuong phap do quang phd ké va
phuong phap PCR. Két qua do quang phd cho thiy
cac mau DNA c6 d¢ tinh sach cao (két qua khong
trinh bay). Ké qua PCR Vvéi cap primer
ss469415590_IFNL4_F- ss469415590_IFNL4 R
duoc trinh bay trong Hinh 2.

Hinh 2. Két qua nhén ban bing PCR trén DNA tach chiét tir mau toan phan cua ngudi. Giéng 1: thang DNA; giéng 2: mau
chung am; giéng 3 dén 6: 4 mau DNA tir mau toan phin cua ngudi

Két qua & Hinh 2 cho thay cac san pham PCR c6
kich thudc nhu mong doi 1a 128 bp khi so sanh vai
thang DNA 100 bp. Piéu nay cho thiy DNA tach
chiét tir mau toan phan ngudi khong chira cac chat uc
ché PCR. Tém lai quy trinh tach chiét DNA dugc sir
dung cho DNA ¢6 kha niang dwoc nhén ban trong
phan tng PCR.

Khao sat d§ dac hiéu ciia primer-probe
Do dac hiéu cua cdp primer dugc dinh nghia la
kha ndng nhan ban chon loc ban sao dich. Vi vay

chiing t6i khao sat kha nang nhan ban chon loc cua
cdp primer trén nhidu loai vat lidu di truyén khac
nhau, bao gém cac loai virus, vi khuin, nim bénh.
Céc tac nhan nay c6 thé xuat hién cung lic trong co
thé nguoi va c6 kha ning duoc nhan ban véi cip
primer néu cap primer sir dung khong dac hiéu. Ngoai
ra, do dac hiéu Tagman probe cho tung alen cling
duoc khao sat trong cac phan tng real-time PCR vaéi
ban mau 1a amplicon. Két qua khao sat dugc trinh bay
trong Bang 1 va Hinh 3.
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Bang 1. Két qua khao sat kha nang nhan ban chon loc cua cap primer IFNL4F va IFNL4R

Tac nhan

Nhan ban vdi cdp primer

Nhéan ban véi primer déc hiu loai

Hepatitis C Virus

Hepatitis B Virus
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Hinh 3. Két qua khao sat do dac hiéu allele cia Tagman probe. Chu thich cac dudng tin hidu huynh quang: (1),(2),(3)
plasmid pIFNL4-dG, plasmid pIFNL4-TT, mau ching am véi cap primer ss469415590 IFNL4_F-
$s469415590 TFNL4 R va Tagman probe ss469415590 IFNL4 FAM, (4),(5),(6) plasmid pIFNL4-TT, plasmid
pIFNL4-dG, miu chirng am véi cap primer ss469415590 IFNL4_F - ss469415590 IFNL4 R va Tagman probe
$s469415590_IFNL4_VIC

Két qua khao sat kha ning nhan ban chon loc
cuia cap primer $s469415590 IFNL4 F  va
$s469415590 IFNL4_R cho thiy cip primer nay chi
nhan ban chon loc DNA tir ngudi va cho san phim
PCR véi kich thudc nhu mong doi la 128 bp.

Dé khing dinh san pham PCR c6 kich thudc
128 bp thu nhén tr cap primer
$5469415590 IFNL4 F va ss469415590 IFNL4 R la
dac hiéu cho gene IFNL4, ching t61 gidi trinh tu hai
san pham PCR véi cap primer nay, trong d6 mot san

phim 1a ddng hop tor TT/TT, san pham con lai 14 di
hop tir TT/AG. Trang thai dong hop tir va di hop tur
cia san pham PCR  voi  cdp  primer
$s469415590 IFNL4 F va ss469415590 IFNL4 R
dugc xac dinh bang phan tng real-time PCR véi hai
Tagman probe didc hi¢u ss469415590 IFNL4 FAM
va ss469415590 IFNL4 VIC. Két qua giai va phan
tich trinh tu nucleotide ctia hai san phém PCR duoc
trinh bay ¢ Hinh 4A, 4B, 4C.
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4A 100

110 120 130

T TGTGCACGGTGATCGCAGARGGCCCCCCGGLRLTE

Trinhty g6e 7T TGTGCACGGTGATCGCAGARGGCCCCCCGGLGCTG
minhtygéc A6 [GTGCACGGTGATCGCAGC-GGCCCCCCGGLGETR
Trinh to bdo ton [GTGCACGGTGATCGCAGaaGGCCCCCCGRCGETG

4B 100

110

120 130

MauTi/A6  TGCACGGTGATCGCAGAGGGCCCCCGGGCGCTG

Trinh tv g8e T THCACGGTGATCGCAGARGGCCCCCCGGLCGLTG
Trinh vy ggc A6 TGCACGGTGATCGCAGC=GGCCCCCCGGCGETG
Trinh ty bao ton TGCACGGTGATCGCAGA , GGCCCCCeGGEGETR

4C

Hinh 4 A, B, C. Két qua giai trinh tu san phim PCR ddng hop ti TT/TT va di hop tir TT/AG

Két qua ¢ Hinh 4A va 4B cho thdy cho thay san
pham PCR chinh Ia ving trinh ty nucleotide trén gene
IFNL4. MAu di hop tir TT/AG cho thiy c6 budc song
d6i tai vi tri SNP tai vi tri miii tén trén Hinh 4C. Nhu
vay, cap primer s dung la hoan toan dac hi¢u cho
gen IFNL4, cu thé 1a doan DNA chira SNP
$5469415590.

Ngoai ra, cac Tagman probe ciing cho thdy tinh
dac hiéu allele cao: Tagman probe
$s469415590 _IFNL4_FAM chi cho két qua duong
tinh trén pIFNL4-dG va nguwoc lai Tagman probe
5469415590 _IFNL4_VIC chi cho két qua duong tinh

trén pIFNL4-TT. Két qua khao sat do dac hiéu cua hé
primer va Tagman probe cho thay tinh dac hiéu cao
cua phuong phap real-time duplex PCR trong viéc
phan type SNP ss469415590.
Khao sat do nhay

Chung t6i khao sat do nhay ctia phuong phap
real-time duplex PCR trén cic ndng do pha lodng cua
hai plasmid pIFNL4-dG va pIFNL4-TT di tir 5x10*
dén 5x10° ban sao trong phan wng PCR. Tién hanh
phan tng PCR lap lai 3 1an & mdi nong do plasmid.
Két qua dugc trinh bay trong Bang 2.

Bang 2. Két qua khao sat 46 nhay cua phuong phap real-time duplex PCR

Nong d6 pIFNL4-dG Chu ky ngudng Nong d§ pI[FNLA-TT Chu ky ngudng
5x10" copy/phan tmg 21,5+02 5x10* copy/phan tmg 21,8402
5x10° copy/phan tmg 258+04 5x10° copy/phan {mg 252+0,5
5x10° copy/phan tmg 29.5+0,5 5x10° copy/phan tmg 28,8+ 0,6
5x10" copy/phan tmg 33,2+0,7 5x10" copy/phan tmg 32,9+0,7
5x10° copy/phan tmg 37,6+ 0.8 5x10° copy/phan tmg 36,5+0,9
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Bang 3. Két qua ing dung quy trinh phan type ss469115590 trén 95 mau lam sang

Tan so
Genotype
TT/TT 86,3 % (82/95)
TTIAG 13,7 % (13/95)
AGIAG 0 % (0/95)
Alen
TT 93 %
AG 7%

Két qua cho thay phan tng real-time duplex PCR
¢6 kha nang phat hién 5x10° ban sao caa mdi plasmid
trong phan @ng thé hién d6 nhay cao.

Ung dung quy trinh trén 95 miu DNA 1am sang

Chung t6i irng dung quy trinh da xay duyng trén 95
mau mau toan phan thu dwoc tir 1am sang. Két qua
phan type ss469415590 trén 95 miu 1am sang va tan
s6 allele duoc trinh bay trong Bang 3.

Két qua cho thiy c6 82 mau mang genotype
TT/TT va 13 mau mang genotype AG/TT. Khong c6
mau nao mang genotype AG/AG. Cac allele cua
$s469415590 phan bd theo dinh luat Hardy-Weinberg
(P=0,47). Tan sb allele TT va AG lan luot 12 93 % va
7 %. Két qua nay ciing phu hop véi két qua trong
cong trinh cua Prokunika-Olsson [3] trong dé, tan sd
allele TT chiém t6i 93 % & quan thé nguoi chau A,
trong khi tan s allele nay 1a 68 % & ngudi chau Au

va 23 % ¢ quan thé nguoi chau Phi. Diéu nay co thé
giai thich khong c6 mau nao mang genotype AG/AG
trong 95 mau 1am sang & nghién ciru nay.
So sanh phuong phap real-time duplex PCR véi
ky thuét gidi trinh tw nucleotide trong viéc phén
type 5469415590

Ky thuat giai trinh tw nucleotide hién la tiéu
chuan vang trong cac phuong phap xac dinh genotype
cua sinh vat. Vi vay ching t6i so sanh phwong phap
real-time duplex PCR trong nghién ctru nay vai k§
thuat giai trinh tu nucleotide dé danh gia tinh chinh
xac cuia phuong phap nay. Ving gene giai trinh tu
nucleotide 1a ving genE nam gitra cip primer
$s469415590 IFNL4 F va ss469415590 IFNL4 R.
So sanh hai phuong phap trén 10 miu 1am sang. Két
qua so sanh dugc trinh bay trong Bang 4.

Bang 4. Két qua so sanh real-time duplex PCR va giai trinh ty nucleotide trong viéc phén type ss469415590 trén

10 mau lam sang

Mau méau Két qua giai trinh ty nucleotide Két qua real-time duplex PCR
1 TTAT TTT
2 TT/IAG TT/AG
3 TTAT TTT
4 TTT TTT
5 TTAT TTT
6 TTT TTT
7 TTT TTT
8 TTT TTT
9 TTT TTT

10 TTT TTT
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Két qua so sanh cho thdy phuwong phap real-time
duplex PCR cho két qua phan type ss469415590
tuong déng hoan toan véi ky thuat giai trinh ty
nucleotide viung gene IFNL4 chira SNP nay.
KET LUAN

Chung t6i da budc dau xdy dung thanh cong
quy trinh real-time duplex PCR nhiam phan type
$549941550. Két qua khao sat cho thdy quy trinh ¢
d6 dac hiéu cao trong viéc phan biét cac allele AG va
TT cua ss469415590, quy trinh c6 kha nang phat hién
va phén type v6i ndng do6 DNA 1a 5x10° ban sao/phan
ung. Do chinh xac 1a 100 % khi so sanh v&i phuong
phép chuén 1a k¥ thuat giai trinh tw nucleotide. Quy

trinh dwgc dénh gia trén 95 mau DNA 1am sang va
két qua tan s6 allele TT va AG & nguoi Viét Nam 1a
93 % va 7 %. Tir cac két qua nay, trong cac nghién
ctu tiép theo, ching t6i s& danh gia cac chi tiéu chét
luong nhu d6 nhay va d6 dac hiéu 1am sang, do 6n
dinh, d6 lap lai, so sanh véi phuong phap giai trinh ty
nucleotide trén sé lugng mau Ién hon dé c6 thé dua
quy trinh phan type wng dung trong thyc té 1am sang
nham tién luong diéu tri bénh viém gan siéu vi C
bang cac thudc IFN.

Loi cam on: Nghién curu nay dwoc tai tro boi Quy
phat trién Khoa hoc va Cong nghé NTTU trong dé tai
ma s6 2016.01.21.
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ABSTRACT

We built a molecular typing protocol of the
$5469415590 SNP in the IFNL4 gene based on the
real-time PCR technique with two Tagman probes
which are specific for each allele of ss469415590.
The protocol includes: (1) DNA extraction from
whole blood; (2) DNA amplification in real-time PCR
reactions with the primer pair of
$s469415590 IFNL4 F - ss469415590_IFNL4_R

and two speific Tagman probes
$5469415590 IFNL4 FAM for the AG allele and
$s469415590 IFNL4 VIC for the TT allele. The
typing protocol was evaluated on 95 clinical DNA
samples. The allele frequencies were calculated as 93
% for the TT allele and 7 % for the AG allele. The
comparison of the typing protocol to the sequencing
method revealed 100 % identical results.

Keywords: ss465415590, real-time PCR, SNP, interferon, Tagman probe
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