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Pit vin dé: Pa hinh C677T trén gene MTHFR 14 mdt yéu t nguy co cua nhiéu bénh 1y khac nhau.
Pé tai duogc thuc hién nham cac muc tiéu: (1) Hoan thién k§ thuat PCR-RFLP véi cap mdi tu thiét
ké dé xac dinh da hinh C677T trén gene MTHFR. (2) Xéac dinh ty 1€ cac da hinh tai vi tri 677 cia
gene MTHFR trén nhém ngudi tinh nguyén. Déi twgng va phuong phap nghién citu: Tach chiét
DNA tir mau ngoai vi ctia 60 ngudi tinh nguyén. Thiét ké cap mdi bang phe‘ih' mém FastPCR va
hoan thién k¥ thuat PCR. Chudn héa phan tmg cat bang enzyme Hinfl, kiém ching két qua bing
phuong phéap xac dinh trinh tr. Két qua: Da thiét ké duoc cip mbi cho phép khuéch dai doan gene
MTHEFR chita vi tri da hinh 677 va ludn c6 mét vi tri cit bét budc (lam chimg ndi). Phan vmg cat
chi cén ding 0,5 pl Hinfl (10 U/pl). T 18 677CC 1a 71,67%; 677CT 1 25%; 677TT 1a 3,33%. Két
ludn: D3 hoan thién thanh cong k§ thust PCR-RFLP d xac dinh da hinh C677T trén gene MTHFR.
Tir khéa: Da hinh C677T, gene MTHFR, PCR-RFLP.

Abstract
IDENTIFYING THE C677T POLYMORPHISM OF MTHFR GENE
BY PCR-RFLP TECHNIQUE )
Ha Thi Minh Thi, Nguyen Thi Nguyet Minh,
_ Le Thanh Nha Uyen, Nguyen Viet Nhan
Background: The C677T polymorphism of MTHFR gene is a risk factor of many diseases. This
study aimed to: (1) improve a PCR-RFLP process with the own designed primers to identify the
C677T polymorphism of MTHFR gene. (2) Evaluate the prevalence of the C677T polymorphism
of MTHFR gene in volunteer group. Materials and method: DNA samples were extracted from
peripheral blood of 60 volunteers. Designing primers by using FastPCR software, then improving PCR
technique. Standardizing the optimal conditions of restriction digest by Hinfl. Confirming the results of
polymorphism by DNA sequencing technique. Results: We designed successfully primers to amplify
fragment of MTHFR gene including C677T polymorphism and an obligatory restriction site of Hinfl
(as internal control). 0.5 pul of Hinfl enzyme (10 U/ul) was enough for restriction digest. The MTHFR
genotype frequencies were: 71.67 % (677CC); 25% (677CT); and 3.33 % (677TT). Conclusion: We
standardized successfully PCR-RFLPtechniquetoidentifyingC677 Tpolymorphism of MTHFRgene.
Keywords: C677T polymorphism, MTHFR gene, PCR-RFLP. '

1. PAT VAN DE td nguy co cua cac bénh 1y vé& mach mau nhu

Tir gitra thap nién 1980 va du thap nién bénh mach vanh, tic mach ndo va dong mach
1990, cac nghién ctru cta nhidu tac gia nhu  ngoai bién [2], [3], [5]. Cang ngdy ngudi ta
Boers, Genest, Clarke,... da cho thdy ting nhan thdy su tang ndng d6 nay con lién quan
nbéng do homocysteine trong mau 1a mot yéu  dén rét nhidu bénh ly khac nhau nhu sdy thai
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lién tiép, vo sinh nam, bénh ung thu dai trang,
ung thu da day, rdi loan tdm than... Qua trinh
chuyén hoa homocysteine c6 lién quan dén hai
con dudng - chuyén sulfur va tai methyl hoa.
Trong d6, con dudong thtr hai phu thudc vao
enzyme methylene-tetrahydrofolate reductase -
mot san phdm cua gene MTHFR.

Nam 1995, Frosst lan dau tién da phat
hién mot bién di di truyén véi su thay doi
nucleotide C (cytosine) thanh T (thymine)
tai vi tri 677 - goi 1a da hinh C677T - trén
gene MTHFR cua nhitng bénh nhén bi bénh
v& mach mau, bién di nay chiém 38% trong
nghiénctruciatacgiad[4].DahinhC677Ttrén
gene MTHFR sé& lam thay d6i mot acid amin
& vi tri 226 trong chudi polypeptide tuong
ung, tir alanine tr& thanh valine. Su thay dbi
nay lam enzyme methylenetetrahydrofolate
reductase bi giam hoat tinh din dén tang
homocysteine huyét twong. Vi vay da hinh
C677T cua gene MTHFR dugc xem 1a mot

yéu t6 nguy co trong nhiéu bénh ly khéac -

nhau ¢6 lién quan dén tinh trang ting ﬁ?)ng
dd homocysteine mau.

pé tao diéu kién cho viéc nghién ciu vé
vai trd cua da hinh C677T trén gene MTHFR
trong cac bénh ly lién quan, mot nghién ctru
co ban nham thiét 14p quy trinh vé k§ thust
sinh hoc phén tir gitp x4c dinh da hinh nay la
hét sirc can thiét. Su thay dbi tir C tr& thanh
T tai nucleotide thir 677 cia gene MTHFR
dd tao ra mot vi tri cit méi (GAGTC) cho
enzyme Hinfl. Vi viy viéc sir dung k¥ thuét
- PCR dé khuéch dai doan gene MTHFR chuia
vi tri 677 rdi sau d6 cit san phdm PCR bing
enzyme Hinfl (k§ thudt PCR-RFLP) 1a quy
trinh sinh hoc phén tir dugc lua chon hang dau
trong viéc xac dinh da hinh C677T.

Tai Vi€t Nam chua ¢6 cdng trinh nao
nghién ciru vé da hinh C677T-cua gene
MTHFR trén nhom ngudi binh thuong
cling nhu bénh ly. Do d6, viéc thuc hién
dé tai “Xdc dinh da hinh C677T ciia gene
MTHFR bang kj thuit PCR-RFLP” 1

rat can thiét, dac biét 1a dbi v6i cac phong
thi nghiém Di truyén phan t tai cac co s&
nghién ctru va dao tao nhu truong Pai hoc Y
Duoc Hué. -

Pé tai nghién ciu nay duoc thuc hién
nhdm cac muc tiéu sau:

-Hoan thién k¥ thudt PCR — RFLP véi cdp
mdi tur thiét ké dé x4c dinh da hinh C677T trén
gene MTHFR.

-Xac dinh ty 1€ cac da hinh tai vi tri 677 cia
gene MTHFR trén nhoém nguoi tinh nguyén.

2. POI TUQNG VA PHUONG PHAP
NGHIEN CUU
2.1. Poi twong nghién ciru

60 nguoi tinh nguyén, la nhiing ngudi
dén kiém tra strc khoe tdng quat tai Bénh vién.

truong Dai hoc Y Dugce Hué va khéng c6 bénh
ly. M&i ngudi 14y khoang 1 ml méu tinh mach
c6 chéng ddng bang EDTA.

2.2. Phwong phap nghién ciru

2.2.1. Tdch chiét DNA

T 300 pl méu tinh mach theo protocol
chuan cua kit mD, InstaGene Genomic DNA
(Cat. No. 7326028, Bio-Rad). ,

2.2.2. Thuc hién kj thuit PCR nhim
khuéch dai dogn gene MTHFR cé chira
nucleotide 677 ,

- Thiét ké mdi bang phin mém FastPCR 5.3

+ Tim trinh ty gene MTHFR (GB:
AY338232.1) trén GenBank. St dung doan
gene dai 1020bp chwra vi tri da hinh C677T
(tr nucleotide 8221 dén 9240) dé thiét
ké moi.

+ Nhép vao phin mém FastPCR trinh
tw gene dd chon va cau 1énh: —Ipdi-350 -
rpd550-1020. Nhdp céc thong sb co ban
dé thiét k& mdi. Sau khi chay chuong trinh
FastPCR, phén mém hién thi mot s6 trinh tu
cap moi tdi wu, tir d6 chon mot cédp mdi la:

- Mbi xudi:

5’ TCATGAGCCCAGCCACTCAC 3°

Mbi nguoc :

5" CAGCGAACTCAGCACTCCAC 3’

TAP CHi Y DUQC HQC - TRUONG PAI HOC Y DUQC HUE - SO 2 29



+ Trinh tu nay duoc giri dén cong ty IDT
d¢é dat hang tdng hop mbi.

- Thanh phin tham gia phan tng PCR:
Thé tich phan tmg 14 25 ul gdm 12,5ul GoTag
Green Master Mix 2x (Promega); 1 pl mdi
xudi (10 pmol/ pl); 1 pl mdi nguge (10 pmol/
pl); 1 ul DNA khuon mau; 9,5 pl nudc cét.

- Diéu kién luén nhiét: Giai doan bién
tinh ban dau 95°C trong 5 phat. Tiép dén
12 35 chu ky, mbi chu ky gdm 3 giai doan:
bién tinh 95°C trong 1 phut 30 gidy; gin mdi
60°C trong 1 phit; kéo dai mdi 72°C trong 1
phut. Giai doan kéo dai cudi cung 72°C trong
8 phut.

- Phéan g duoc thyuc hién trong may luan
nhiét Applied Biosystems 2720 tai b6 mon Di
truyé’n Y hoc, trudmg Pai hoc Y Duoc Hué.

- San phdm PCR thu dugc s& duoe kidém
tra bang dién di trén gel agarose 0,8% kich
thude 10 cm x 6,5 cm x 0,4 cm trong 60 phut,
& dién thé 80V, c6 kém thang chudn 100bp.
Poc két qua dudi dén cuc tim sau khi nhudm
ethidium bromide. Kich thuéc san phdm du
kién 14 465 bp.

2.2.3. Xdc dinh diéu kién t6i wu ciia phén
ieng cit sin phim PCR bing enzyme HinfT

Dua trén khuyén céo clia nha san xuét 13
luong enzyme Hinfl (Fermentas, 10 U/ul) tir
0,5-2 ul, vi vay chung t6i 1an luot thir véi cac
muc enzyme 1a 0,5; 1; 1,5 va 2 pl.

Thanh phén phan tmg cét duoc thuc hién
& budc thir dau tién 1a: 13 pl san phim PCR;
0,5ul enzyme Hinfl; 1,5 pl dém phén tng (thé
tich phan tng 1a 15 pl).

Hon hop trén duoc tron déu rdi i qua dém,
& nhiét d6 37°C trong bé én nhiét.

Kiém tra san phim cit bing dién di trén
gel agarose 1,5% kich thude 10 cm x 6,5 cm
x 0,45 cm trong 75 phut & dién thé 80V
c6 kém thang chudn 100 bp. Poc két qua
duéi deén cuc tim sau khi nhudém ethidium
bromide.

Lan luot thuc hién phan tmg cét nay véi
cac mau DNA theo thir tu. Sau khi phat hién
duoc du 3 loai kiéu gene 677CC, 677CT va
677TT, ching t6i tiép tuc thir mdi kiéu gene voi
luong enzyme nhiéuhon1a 1 pl; 1,5 ulva2 pl.

2.2.4. Kiém chitng quy trinh PCR - RFLP

- L4y 4 san pham PCR twong {tng bao gdbm
2 miu c6 kiéu gene 677CC, 1 mau c6 kiéu
gene 677CT va 1 miu cé kiéu gene 677TT
dé giri di x4c dinh trinh tu DNA. Déi chiéu
trinh tu cia san phém‘ PCR véi trinh tu cia

gene MTHFR bang chuong trinh BLAST cua

NCBI @ kiém chimg tinh dic hiéu cua cip
mbi st dung.

- Tir két qua xé4c dinh trinh tu cia 4 miu
trén, tim vi tri da hinh 677. Pbi chiéu véi két
qua da hinh x4c dinh dugc nhd phan tng cit
san pham PCR bing enzyme Hinfl.

2.2.5. Tinh ty I¢ cdc kibu gene 677CC, 677TT va 677CT trong nhém nghién ciru

2.2.6. Cdch ddnh gid két qua

Bing 2.1: X4c dinh kiéu gene dua vao kich thudc san phdm cét

Kiéu gene Kich thuéc san phidm Kich thuéc cac doan DNA sau khi cét san
PCR pham PCR bang enzyme Hinfl
677CC 465 83; 382bp
677CT 465 83; 165; 217bp
677TT 465 83; 165;217; 382bp

2.2.7. Xir by 56 ligu

Tinh t§f 18 % cac kiéu gene 677CC, 677CT va 677TT; ty 1€ % cac allele C vaT.
- St dung phén tich can bing Hardy-Weinberg dé danh gia sy phan bé ngiu nhién cia cac
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kidu gene trong nhom nghién ciru. Néu p > 0,05 thi sy phan bd dugc danh gia 1a phu hop v6i
can bang Hardy-Weinberg. _
So sanh céc ty 18 % véi cac nghién ciru khac bang test 42, sit dung phan mém MedCalc.

3. KET QUA NGHIEN CUU
3.1. Két qua hoan thién ky thuit PCR-RFLP
3.1.1. Két qua thire hién kj thugt PCR véi cip moi tu thiét ké

'Cot 1 —4: san phidm PCR; C6t M: thang chuin 100 bp
Nhdn xét: San phém‘ PCR cho bang rd nét, kich thudc
pht hop véi kich thuée du kién (465 bp).

Hinh 3.1: Hinh anh dién di san pham PCR
3.1.2. Két qua thuc hién phan ting cit san phim PCR bang Hinfl

‘ Cot 1, 5 - 8 ¢ 4 bang kich thudce 83, 165, 217, 382 bp:
kiéu gene CT.
Cot 2, 4 ¢6 2 bang kich thudc 83, 382 bp: kiéu gene CC
Cot 3 c¢6 3 bang kich thudce 83, 165, 217 bp: kiéu gene
TT. Cot M: thang chudn 100 bp.
Nhén xét: San phdm PCR sau cat bang enzyme Hinfl cho
bang rd nét, dung kich thudec.

Hinh 3.2: Hinh anh dién di san phim PCR sau cit bang enzymen Hinfl

3.1.3. Két qud thuee hién phan teng cit san phim PCR bﬁng HinfI ¢ cdc nong dj khdc nhau

Céc cot tir 1-4 14n luot 1a san pham cét tir mau PCR cia
kiéu gene CT tuong mg véi cac thé tich enzyme 13 0,5;
1; 1,5 va 2 ul duoc sir dung trong mdi phan tng cit.
Nhén xét: Tét ca déu c6 4 bang rd nét véi kich thude 83
bp, 165 bp, 217 bp, 382 bp phit hop cho kiéu gene CT.

mau di hop tir 677CT sau cit bang enzymen Hinfl &
cac nong do khac nhau.

Hinh 3.3: Hinh anh dién di sén phdm PCR ‘ q ’
Ngoai ra chung t6i cling thit cAc phan tng cat véi nong d6 enzyme thay doi nhu trén doi voi
céc san pham PCR cua kiéu gene CCvaTT, két qua ciing cho thay chi can 0,5 pl enzyme 12 du.
3.1.4. Két qua kiém chirng ky thuit PCR-RFLP trong viéc xdc dinh cdc da hinh C677T
Két qua x4c dinh trinh tu cho théy viéc xé4c dinh cac da hinh C677T bing phuong phép
PCR-RFLP & 4 méu kiém chimg 1a chinh x4c.
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180 200 215 229 238 240 256
CYCAAGCACTYGAAGGAGAAGGTGTCTOCGCGGAGCCOATTTICATCATCACGCAGC TTTYCTTTGAGACTGACACAT

i8¢ 190 260 23 228 238 240
{GAGGCTOGACCTGAAGCACTTOAAGGAGAAGGTOICTGCOGGAGTCOATTITCATCATCACGCAGCTTITTIC

YA

ARV AT ATALYS

Hinh 3.6: Két qua x4c dinh trinh tw miu ddng hop tir 677TT

Nhdn xét: Mau déng hop tir 677CC chi cho 1 dinh nucleotide C (mau xanh) tai vi tri trong
{mg (c6 miii tén), miu déng hop tr 677TT chi cho 1 dinh nucleotide T (mau d6), trong khi mau
di hop tir 677CT cho 2 dinh la nucleotide C va T (1 dinh mau xanh va 1 dinh mau dé c6 chiéu
cao bing nhau) tai cung mdt vi tri twong Ung.

3.2. Ty I¢ cdc da hinh

Biing 3.1: Su phan bd céc da hinh va két qua phan tich can bang Hardy-Weinberg

Kiéu | Tansbquansat | Tanséky vongtheo | AlleleC | Allele T
gene (T3 16 %) HW(Ty1e%) | (Tylew) | (Tyle%) | P
677CC | 43 (71,67) 42,5 (70,84) 86 0
677CT 15 (25,00) 15,99 (26,65) 15 15
677TT | 2(3,33) 1,5 (2,51) | 0 4 0,631
| 101 (84,17) | 19 (15,83)

‘Téng | 60 (100,00) 60 (100,00)

120 (100,00)
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Nhdén xét: Ty 18 kiéu gene déng hop tr 677TT chi chiém.ty 18 rat thép (3,33%), trong khi
d6 ty 1€ kiéu gene ddng hop tir 677CC chiém dén 71,67%. Su phan bé cac kiéu gene CC, TT va
CT trong nghién ciru cua chiing t6i phit hop vdi can bing Hardy-Weinberg (p > 0,05). Allele T

chi chiém ty 18 15,83%.

4. BAN LUAN

4.1. Hoan thién ky thuit PCR — RFLP
v6i cip mai tir thiét ké dé khuéch dai doan
gene MTHFR chira nucleotide thir 677

4.1.1. Thiét ké moi

Tir trinh tu gene MTHFR l4y tir GenBank
(GB: AY338232.1), ching t6i sttr dung doan
gene dai 1020bp chtra vi tri da hinh C677T
(tir nucleotide 8221 dén nucleotide 9240)-dé
thiét k& mdi. Trong trinh tu nay, vi tri 677
(s6 thir t nay chi tinh cho phdn mang ma di
truyén — cac exon) twong tmg véi vi tri thu
8747 trén toan bd gene, nghia la trinh tu nhan
biét cha enzyme Hinfl & da hinh C677T gdm 5
nucleotide GAGTC (tir vi tri 8744 dén 8748).
Trong doan gene dai 1020 bp dugc chon dé
thiét k& mbi nay con ¢6 2 vi tri nhan biét khac
cua enzyme Hinfl 1a GACTC (tr vi tri 8579
dén 8583) va GATTC (tirvi tri 9112 dén 9116).

Trong nghién ciru ndy, chung t6i nhén
thiy vi tri cat GACTC (tir 8579 dén 8583) kha
gan vi tri da hinh C677T (tir 8744 dén 8748)
nén da tan dung- dac diém nay dé thiét ké mdi
tao san phim PCR c6 chira ca hai vi trf cét.
Trong d6, vi tri cit GACTC tdn tai & tht ca
moi ngudi, nghia 13 san phidm PCR s& ludn
bi cit & day. Didu nay gitp ching t6i c6 duoc
mdt chimg ndi tai (internal control) cho phan
mg cit vé sau.

Dé san phim PCR chtra c& 2 vi trf nhén
biét ctia enzyme Hinfl néi trén chuing t6i chon

- phuong 4n thiét ké mdi xudi ndm trong doan

tlr nucleotide thir 1 dén 350 va mdi nguoc nim
trong doan tir 550 d&n 1020 (tinh trong doan
gene dai 1020 dua vao thiét ké m_éi). Vi vy,
cu lénh can dung la “-Ipdl-350-rpd550—
1020”. Céc théng sé st dung trong khung
“PCR Primer or Probe Design Options” cua
chuong trinh FastPCR duogc tham khao tir cac
tiéu chuan co ban vé mdi PCR.

Sau khi chay phan mém FastPCR, chung
t6i thu dugc mot sb trinh tu cap mdi goi vy,
trong d6 chung t6i chi chon cap mdi c¢6 chit
lugng trén 90% (primer quality). Pdng thoi
san pham PCR tuong img phai dép tmg diéu
kién 14 khi cit béi enzyme Hinfl s& cho ra céc
doan DNA c6 kich thuéc chénh 1éch da 16n
(ti thiéu 1a 50 bp) dé c6 thé d& dang phan
tach khi dién di trén gel agarose. Chung
t6i dd chon dwoc cap mdi vdi trinh tu néu
trong phin phuong phép nghién ciru. Cip
mdi nay da khuéch dai duoc doan DNA tir
vi tri 8497 dén vi tri 8962 trén trinh tu gen
MTHFR véi kich thudc san phim thu duoc
1a 465 bp.

Enzyme Hinfl nhan biét va cit dac hiéu tai
cac vi tri ¢6 trinh tr 5°’-GANTC-3’ cua doan
DNA. San phim PCR dwoc khuéch dai tir
cip mdi do chiing t6i thiét ké s& ludn ludn c6
chira vi tri cit ctia enzyme Hinfl 1a GACTC (tir
nucleotide 8579 dén 8583), goi d6 1a vi tri cit bat
bude. Vi tr ndy s& chia san phdm PCR ra thanh
hai doan c6 kich thude 83bp va 382 bp.

- Néu san phdm PCR dugc khuéch dai
tir allele 677T thi c6 thém vi tri cht thi 2
(GAGTC), vi trf cat nay s& chia doan 382 bp
thanh hai doan c6 kich thuge 1a 165 bp va
217bp.

- Néu san phim PCR duoc khuéch dai tir
allele 677C thi khong c6 vi tri cit thir 2 nay:

Do d6, két qua phan g -cit san phim
PCR bang enzyme Hinfl s& khac nhau 1 rét
gifta c4c kiéu gene 677CC, 677TT va 677CT
nhu trinh bay & bang 2.1. S6 loai san phim
cdt thu dugc nhiéu nhit 13 & kiéu gene di hop
tr 677CT, gém 4 doan véi kich thude 83bp,
165bp, 217bp, 382bp.

Viéc t6n tai mot vi tri cit bét bude cia
enzyme Hinfl trén san phdm PCR c6 vai tro
nhu 13 ching noi tai, giip ching 51 kiém
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‘chimg su hoat ddng cua enzyme. Khi khong

c6 san phdm 83 bp xult hién s& chimg t6
enzyme Hinfl khong hoat dong. R3 rang viéc
thi€t ke duogc cap moi khuéch dai dugc doan

- DNA chita mdt diém cét bat budc ngoai vi tri

da hinh C677T da chimg t6 su uu viét ctia cip
mdi ndy so véi cac cip mdi khong chira diém

cét bat budc, giup loai trir kha ning xac dinh

sai kidu da hinh (x4c dinh nhim la ddng hop
tr 677CC trong trudng hop enzyme khong
hoat dong).

4.1.2. Hoan thién ky thudt PCR

Dura vao thong sb cung cép tir trinh tu mdi
duoc téng hop, chiing t6i chon nhiét do gén mdi
cho phan tmg PCR 14 60°C. Hinh 3.1 cho thy
cac san phdm PCR thu dugc c6 bang tuong tmg
rd nét, kich thudc phu hgp véi 465 bp, khong
c6 cac bang khong dic hi€u, khong cé hién
tuong primer dimer. Pdng thoi két qua kiém
chimg bing cach xac dinh trinh tr nucleotide
san phdm PCR ciia 4 mAu d4 chon ciing cho
thiy cac san phdm nay dung 1a doan DNA
can khuéch dai trén gene MTHFR. Nhu vay,
quy trinh PCR nham khuéch dai doan gene
MTHFR mong muén di dat tiéu chuin, san
phim PCR thu dugc c6 thé sir dung cho céc

" phan tich phan tir tiép theo.

4.2. X4c dinh diéu kién t6i wu ciia phan
ing ciit sin phAm khuéch dai doan gene
MTHEFR chira da hinh C677T bing enzyme
Hinfl

Theo khuyén c4o ciia nha san xuét enzyme,
luong enzyme can sir dung cho mdi phan vmg
cét 1a khoang 0,5-2 pl. Vi véy, chiing t6i sir dung
enzyme t6i thiéu 13 0,5 pl, & trong thoi gian t6i
da (16 gi®) nham sir dung tiét kiém enzyme ma
van dam bao t4t ca san phdm PCR déu dugc cit
hét. Két qua & hinh 3.2 cho thiy & cac ¢t 1, 5, 6,
7 va 8 déu cho hinh anh 4 biang tuong tmg kich
thudce 83bp, 165bp, 217bp va 382bp, tuong ting
kiéu gene di hop tir 677CT. Cot 2'va 4 déu c6 2
bang kich thuéc 83bp va 382 bp, twong tmg kiéu

- gene dbng hop tir 677CC. Cot 3 ¢6 3 bang kich

thuée 83bp, 165bp va 217 bp, tuong ung kiéu

' gene 677TT.

Dé chimng minh luong enzyme chi 0,5 pl
1a d, ching t6i d3 thue hién phan tmg cit véi
nhimg luong enzyme cao hon lan luot1a 1 pl ;
1.5 ul ; 2 pl, van thu duoc cing két qua, cung
hinh anh san phdm cit (hinh 3.3).

Két qua xac dinh trinh tu cta cac maiu
677CC, 677CT va 677TT déu phi hop véi két
qua thuc hién k¥ thuat PCR-RFLP (céc hinh
3.4;3.5;va3.0).

Nhu véy ching t6i d3 xac dinh duoc diéu
kién t6i wu ctia phan umg cit boi enzyme Hinfl
nhim st dung tiét kiém enzyme ma van dam
bao tt ca san phim PCR déu dugc cit hét
hoan toan. P6 1a thuc hién phan ung cit &
nhiét @9 37°C trong 16 gid v6i luong enzyme
12 0,5 pl va 1,5 pl dém phéan tng cho 13u1 san
phim PCR. ‘

4.3. Xac dinh ty l¢ da hinh C677T cia
gene MTHFR trén nhém ngwdi tinh nguyén

Két qua nghién ctru ciia chiing t6i & bang
3.1 cho thdy ty 1& ngudi dong hop tir CC tai
vi tri 677 trén gene MTHFR chiém da sb
71,67%; ty 18 nguoi di hop tir 677CT chiém
25%; va ty- 16 ngudi ddng hop tir 677TT rat
thdp, chi chiém 3,33%. St dung phép phan
tich can bang Hardy — Weinberg cho thiy su
phan bb ctia c4c kiéu da hinh la can bang (p =
0,631 > 0,05). Su phan bé ciia cac alen 677C
va 6777 lan luot 1a 84,17% va 15,83%.

Nghién ctru cia Unfried (2002) cho thay
trong nhém gébm 74 phu nit binh thuong cé
su phﬁn bd cta cac kiéu gene CC,CTva TT
1an luot 13 62,2%; 32,4% va 5,4%. Ty 1¢ alen
677T cua gene MTHFR 14 21,6 %][6]; ty 1€ nay
khong cé su khac biét so véi két qua nghién
ciru ciia ching t6i (p = 0,2981 > 0,05). Két
qua nghién ciru m&i nhét cua Bagheri (2010)
vé ty 1¢ da hinh C677T trén tong s6 216 ngudi
binh thudng cho thiy sir phan bd cua cac kiéu
gene CC, CT va TT lan luot 1a 54,6%; 38%
va 7,41%, trong d6 ty 1é allele 677T la 26%
[1]. Nhu vay ty 1€ allele 677T trong nghién
ctru ctia chiing tdi thap hon so véi nghién ciru
nay (p = 0,0283 < 0,05). Ngoai ra, Bagheri
da trich dan ty 1& céc allele 677T va 677C &
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cac qudc gia khac nhau, trong d6 allele 677T
cao nhit 1a 58,60 % (tai Mexico), thip nhit
la 4,5% (tai Sri Lanka). Ngoai ra ty 1€ nay
cling kha cao & mét sé nu6e nhu Y (44%),
Han Quéc (40,3%), Nhat Ban (36,9%); nguoc
lai rat thép & cac nudc nhu Kenya (4,9 %)
va Indonesia (8,1 %). Mot sb nuée co ty 16
nay tuong dwong vé6i nghién cliru ctia ching
t6i nhu quan thé nguoi M§ gbc Phi (14%,
n = 496; p = 0,6862) va Yemen (17,4%,
n = 46; p = 0,9056), Anh (18,6%, n = 94;
p =0,6384). - |
Tom lai, véi dé& tai nghién citru nay,
ching t6i d& thanh cdng trong viéc hoan
thién mot quy trinh PCR — RFLP nham xéc
dinh da hinh C677T trén gene MTHFR, xac
dinh diéu kién t4i wu ctia phan tmg cét san
phdm khuéch dai doan gene MTHFR chira
da hinh C677T bing enzym Hinfl, ddng
thoi bude ddu da xac dinh duoc su phan
bd da hinh nay trong mét nhém nguoi binh
thuong. Ching t6i hy vong nhimg két qua
ndy s& 1a co s& dit liéu dong gép mot phan
trong viéc nghién ciru sdu hon vé cac yéu td

nguy co trong cic tinh trang bénh Iy c6 lién
quan dén da hinh ciia gene MTHFR.

5. KET LUAN

Qua qua trinh nghién ciru, ching t6i rit ra
céac két luan sau:

5.1. b3 thanh co6ng trong viéc hoan thién
k§ thust PCR-RFLP vé6i cip mdi tu thiét ké.
biac biét cip. mbi nay khuéch dai dwoc san
phém PCR c6 chira mdt vi tri cit bat budc cia
enzyme Hinfl nhu la mét chimg ndi tai cho
phan tmg cit tiép theo trong k§ thuat PCR-
RFLP. Pdng thoi da x4c dinh didu kién t6i wu
ctia phan tmg cit san phdm PCR bing enzyme
Hinfl, trong d6 ching t5i chi cin ding luwong
enzyme 13 0,5 pul (10 U/ul) cho téng thé tich
phan ting 15 pl. _

5.2. Xéc dinh ty 1€ cac da hinh tai vi tri
677 cia gene MTHFR trén 60 ngudi tinh
nguyén: kiéu gene ddng hop tir 677CC chiém
da sb 71,67%; di hop tir 677CT chiém 25 %;
ddng hop tir 677TT chiém 3,33%. Ty 1&
allele 677T 1a 15,83% va allele 677C la
84,17%.
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NGHIEN cUU MOl LIEN QUAN GIUA MOT sO YEU TO
THOI QUEN SONG VG3I ROI LOAN LIPID MAU
3 NGUGI LGN TAI THANH PHO HUE

Doan Phuwdéc Thupc™, Nguyén Thi Kim Tién®
D Trwong Dai hoc Y Duoc Hué, @B6 Y té

Tom tat

Muc tiéu: Xéac dinh méi lién quan gitra mot s& yéu tb thoi quen 16i sdng véi rdi loan lipid mau (RLLM)
& ngudi trudng thanh tai thanh phd Hué. Péi twong va phwong phap nghién ciru: Tién hanh nghién
ctru trén 410 ngudi tir 20 tudi trd 1én & thanh phd Hué theo phuong phép moé ta cit ngang. Két qua da
cho théy réng: Ty RLLM cao lién quan véi ché d6 an nhiéu chit béo, kiéu séng tinh tai, ithoat dong thé
chét va ubng nhidu bia. Ngudi ¢6 théi quen &n nhiéu chét béo, nguy co RLLM cao gép 6,6 14n so v6i
khong an nhidu chit béo, an nhiu rau va c4, khoang tin cay 95% : 4,1-10,5 ngudi khong tap thé duc,
nguy co RLLM gép 2,6 14n so v&i ngudi c6 tap thé duc, khoang tin cdy 95%: 1,7- 4,1; hoat dong thé luc
(HPTL) dudi 30 phut/ngay, nguy co RLLM cao gép 32,6 14n so v6i ngudi HDTL trén 30 phiit/ngay,
khoang tin cdy 95% : 15,3- 71,4; ngudi ubng trén 500ml dbi véi nit va trén 1000ml/ ngay di voi nam
nguy co RLLM cao gap 7,6 14n so v6i ngudi udng it hodc khong udng, khoang tin cdy 95% : 4,5- 12.9.
Tir khoa: Thoi quen sdng, r6i loan lipid.

THE RELATIONSHIP BETWEEN LIFESTYLE HABITS AND
DYSLIPIDEMIA IN ADULTS HUE CITY

Doan Phuoc Thuoc”, Nguyen Thi Kim Tien™®
Abstract -
Objective: To determine the relationship between some lifestyle habits with dyslipidemia in adults in
Hue city. Study design: A cross sectional descriptive study in 4 wards of Hue city selected by random
method wasconducted in2009. Thesample size was410peopleaged 20 years orolderin Hue city. Main
results: Thehighrateofdyslipidemiarelated tosaturated fatdiet, sedentary lifestyle, lessactivie lifestyle
and high al cohol consumption. The risk of dyslipidemia in people with high intake of saturated fat
was 6.6 times higher than low saturated fat, much vegetable and fish, 95% confidence interval (4.1,
10.5); the sedentary was 2.6 times higher than exercise, 95% confidence interval (1.7, 4.1); physical
activity less than 30 minutes per day was 32.6 times higher than the physical activity over 30 minutes
per day, 95% confidence interval (15.3;, 71.4); drinking over 500 ml/day for women and 1000ml /day
for men was 7.6 times higher than little or no drinking, 95% is (4.5, 12.9). Keywords: lifestyle habit,
dyslipidemia.

1. PAT VAN PE

Nhiéu nghién ctru dich & hoc cho thiy
RLLM) 12 mét yéu tb quan trong gy xo vita va
lam gia tang nguy co bénh tim mach [2]. Co6 su
lién h¢ chat ché gifta nguy co bénh mach vanh
v6i 1i loan lipid méu[8]. Giam rdi loan lipid
mau lam giam nguy co mic bénh mach vanh
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[10]. O Thira Thién Hué ty 16 RLLM kha cao, &
ngudi trudmg thanh 1a 35,08% [3]; & can bo thanh
phd Hué 1a 38,04% (diéu tra ndm 2008). D& du
phong bénh mach vanh va cac bénh c6 nguyén
nhén xo vita khéc cAn x4c dinh duoc nhimg yéu
t6 nguy co lién quan, trong d6 théi quen 161 séng
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