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U'NG DUNG KY THUAT MULTIPLEX LIGATION-DEPENDENT PROBE
AMPLIFICATION XAC PINH POT BIEN GEN a THALASSEMIA
O’ BENH NHAN HBH

TOM TAT

Bénh a-thalassemia thuGng la gay nén la do dét
bién xda doan gen HBAL va HBA2 lam thi€u hut chudi
a-globin cau thanh nén phan tir Hemoglobin. Tuy theo
sO lugng chudi a bi th|eu hut ma mic dd biéu hién
lam sang cla bénh & cac cap do khac nhau Xac dlnh
dot blen gen trén bénh nhan se giup chan doan xac
dinh va tu van di truyen cho cac thanh vién gia dinh
bé&nh nhan. Trong nghién ctru ndy, k§ thuat Multiplex
Ligation- dependent Probe Ampl|f|cat|on (MLPA) da
du‘dc ap dung dé xac dinh dot blen trén 21 bénh nhan
mac bénh a—thalassemla dua vao cac chi so huyét hoc,
dién di huyet sdc t6 va cac dau hiéu 1am sang. Nghlen
cifu da xac dinh dudc 14/21 bénh nhan mang kiéu
gen --SEA/-a37, 7/21 bénh nhan mang kiéu gen --
SEA/-a%2, MLPA I3 ky thuat kha hiéu qua dé phat hién
cac dot bi€én mat doan trén bénh a thalassemia & Viét
Nam.

Twr khoa: bénh a- thalassemia, HbH, MLPA, --
SEA/-a37, --SEA/-a*2.

SUMMARY
APPLYING MULTIPLEX LIGATION-
DEPENDENT PROBE AMPLIFICATION
TECHNIQUE TO DETECT MUTATION IN

ALPHA THALASSEMIA PATIENTS

Alpha-thalassemia disease is mostly caused by
mutations in the HBA1 and HBA2 genes that lead to
the deficiency in the a-globin chain, which builds up
the hemoglobin molecule. Depending on the number
of missing a chains, the clinical manifestations of the
disease are at different levels. Detecting mutations in
patients will help diagnose and genetic counseling for
the patient's family. Multiplex Ligation-dependent
Probe Amplification (MLPA) technique was applied to
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detect mutation of HBA1, HBA2 gene in DNA samples
of 21 people suspected of having a-thalassemia, based
on test results of red blood cells and hemoglobin, the
study identified 14/21 people carry the genotype --
SEA/-a37 , 7/21 people carry the genotype --SEA/-a*2.
MLPA is effective method to detect the deletion and
duplication mutation in Vietham a-thalassemia patients.

Keywords: a- thalassemia disease, HbH, MLPA, --
SEA/-a37, --SEA/-a%2.
I. DAT VAN DE

Bénh a- -thalassemia la bénh di truyén lan trén
nhiém sic thé thudng, dic trung bgi su suy
gidm hodc thiéu hut téng hogp chudi a globin
trong phan tr Hemoglobin. Bénh thudc nhdém
bénh di truyén phd bién nhat, 18 nguyén nhan
gay thi€u mau tan mau héng dau & tré em.1
Bénh a-thalassemia xuat hién & tat ca cac chung
toc trén thé gldl rat phG bién & cac nudc Dong
Nam A. Hién c6 khoang 5% dan sd thé& gldl la
ngusdi mang gen bénh a-thalassemia, bao gém
dang a+ -thalassemia, a0 —thalassemia, phan bé
khac nhau & tirng khu vuc, qudc gia, ching téc
khac nhau. Tai Trung Quéc, ngudi mang gen a-
thalassemia chi€m 5-15% dan s6, Thailand 15-
30%, Lao 43%, va Viét Nam cd 45% dan s6
mang gen bénh. 2

O ngudi binh thu’dng, trén mdi NST s6 16 c6
hai gen a globin, va c6 téng cong bdn gen a
globin trén hai NST 16 tuong doéng (aa/aa).3,4
Tuy theo s6 lugng gen a bi dot bién, va tuy theo
su két hgp da dang gilta cac dang alen dot bién
khac nhau cla bénh a-thalassemia, gay ra cac
bi€u hién 1dm sang & nhiéu muc dd khac nhau. a
thalassemia cling dugc phan loai dua trén s6
lugng alen bi d6t bién; dot bién xuat hién & 1
aleen dugc goi la a+ thalassemia (hay con goi la
thalassemia thé &n); dét bién xudt hién & 2 alen
ta c6 th€ a0 thalassemia. Bénh a thalassemia
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hay bénh HbH sé xuat hién khi cd 3 alen bi dot
bién. Vi s6 lugng alen bj d6t bi€én qua I6n nén c6
su thi€u hut nghiém trong chuoi a-globin tao nén
nhitng huyét sig t6 bat thudng nhu Hb Bart's
(¥4, hay HbH (P#)2,5. Nhitng huyét sic t6 nay
khong bén va khong dam bao dugc chirc nang
van chuyén oxy trong mau. Chinh vi vy, trén
lam sang bénh nhan xuat hién tri€u chirng thi€u
mau tir mic do trung binh dén rat nang, gan to,
lach to, bién dang xucng. Nham han ché nhitng
hau qua nang né ma can bénh gay ra, y hoc hién
dai dat muc tiéu phat hién sém va diéu tri s6m
cho bénh nhan ngay tlr giai doan it triéu chirng.

T nam 2008 dén 2010, ky thuat phan tich
ki€u dot bién gen bénh a-thalassemia mdi bat
dau dugc tién hanh tai Viét Nam. Tuy nhién,
hién nay cac ki thuat PCR, ARMS-PCR, lai diém
ngugc, giai trinh tu’ gen dé xac dinh ddt bién déu
¢4 nhitng nhugc diém5

Trong nhitng ndm gan day, cac nha khoa hoc
trén thé gidi da phéat trién ky thudt MLPA dé xac
dinh dot bi€n gen gay bénh a-thalassemia vdi
nhiéu uu diém. Xudt phat tir nhitng thuc tién
néu trén, nghién clu dugc tién hanh véi muc
tiéu: "Xdc dinh cdc dot bién gen a globin & bénh
nhén a-thalassemia bang ky thudt MLPA”.

Il. DOI TUONG VA PHUONG PHAP NGHIEN CUU

2.1. Poi tudng nghién ciru. 21 bénh nhan
dugc chon dua trén xét nghiém cong thirc mau
bat  thuodng: MCH<27,0pg; MCV<80fL;
HGB<130g/L va két qua dién di huyét sic t6 cd
HbA2 giam nhe hodc binh thuGng, xuat hién HbH
0,8 — 40% doi khi co kém HbBart’s.

Tiéu chuan loai tri: nhitng ngudi thiéu
mau do thiéu sét.

Cac mau trong nghién cltu dugc thu thap va
ti€én hanh cac ky thuat sinh hoc phan tU tai
Trung tam nghién cu Gen - Protein, Trudng Dai
hoc Y Ha Noi.

2.2. Phuaong phap nghién ciru

a. Ky thudt tach chiét DNA

_- Ky thuat tach chi€t DNA: DNA dudgc tach tur
mau mau toan phan bdng bd kit Wizard®
Genomic DNA Purification Kit cia hang Promega,
Hoa Ky. Quy trinh tach chiét tuan theo hudng
dan clia nha san xuat.

- N6ng do6 va do tinh sach cla DNA sau tach
chiét dugc kiém tra bang phuong phap do quang
trén may NanoDrop: néng do DNA 80-200 ng/ul,
danh gid dd tinh sach bang ty &
A260/A280=1,8-2,0.

b. Ky thuat MLPA:
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- Nghién ctiu sir dung bo kit SALSA MLPA cla
hang MRC Holland (Ha Lan) véi bd dau do P140
danh cho chan doan a-thalassemia.

- Tién hanh: 5ul DNA cé nong d6 toi uu trong
khoang 50-250ng, da khir RNA, dugc st dung lam
khuon cho phan Ung. MLPA gém 4 budc chinh la
bién tinh, lai hda dau do, PCR va budc cudi cung
la dién di mao quan. Cac budc thi nghiém va chu
trinh nhiét ctia phan ng dugc thuc hién tuan
theo quy trinh chung clia nha san xudt.

- Két qua MLPA dugc phéan tich trén phan
mém COFFALYSER.Net dé tinh gid tri DQ
(Dosage Quotient-thuong s6 cua tin hiéu dinh
mau nghién cliu so véi mau ddi chirng). Nhirng
dinh c6 gia tri DQ trong khoang 0,8-1,2 la binh
thuong; DQ=0 tudng dudng vdi dot bién mat
doan dong hop ti; DQ trong khoang 0,4-0,65
dugc xac dinh la xod doan di hgp t; DQ tur 1,3-
1,65 la c6 dot bién 13p doan.6

2.3.vVan dé y dirc. Nghién clu tuan thu
nghiém ngat dao diric nghién clru trong y sinh.
Bénh nhan tham gia vao nghién cltu nay mot
cach tu nguyén. Ho dugc théng bao két qua xét
nghiém gen va bdo mat thong tin cd nhan. Bénh
nhan cd thé rat khéi nghién clu bat c luc nao
néu ho yéu cau.

INl. KET QUA NGHIEN cUU

3.1. Cong thirc mau caa ngudi nghi ngé
mac bénh

Bang 1. Cong thic mau va chi sé dién di
huyét sac té

Chi s6 mau (n=15) | Trung binh + SD

RBC (T/L) 5,15+ 0,78
HBG (g/L) 76,50 + 15,21
MCV (fL) 58,86 + 12,38
MCH (pg) 18,42 + 1,85
HbAL (%) 85,93 5,57
HbA2 (%) 1,64 * 0,69

HbH 10,59 £ 6,26
Hb Bart’s 3,1

Bénh nhan nghién cltu déu cd biéu hién thiéu
mau nhugc sac héng cdu nhd. Nong d6 huyét
sdc t§ thap (HGB<90g/L). Thé tich trung binh
héng cdu MCV <27pg va lugng huyét sic td
trung binh hong cau MCH <80fl. K&t qua dién di
huyét sac t6 c6 HbA1 va HbA2 gidm, xudt hién
HbH va ¢ 1 bénh nhan cé HbBart's.

3.2. Két qua xac dinh dot bién gen. Biang
phuang phap MLPA, két qua nghién cru xac dinh
dugc 21/21 bénh nhan HbH. Két qua phan tich
MLPA cla tirng nhém ddt bién dudc thé hién &
Hinh 1.
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Hinh 1 I(et qua MLPA cua benh nhén cé dot blen mat doan lon.

Truc tung biéu thi gid tri DQ cua cic mau,
truc hoanh biéu thj cac dinh ctia dau do trong bd
kit MLPA P140. A: Két quad clia ngudi binh
thuGng. B: Bénh nhan mang dot bién --SEA.

C: Bé&nh nhédn cé kiéu gen --SEA/-a37. D
Bénh nhan c6 kiéu gen --SEA/-a*2.

Nhan xét: Két qué MLPA cia nhom ching
(Hinh 1A) cho thay cac dinh cia cum gen quy
dinh téng hdp chuoi alpha globin (trong khung
mau dd) cd chiéu cao déu nhau va gia tri DQ
déu nam trong gia tri binh thudng (khoang tir
0,7 dén 1,3 theo nhu khuyén cdo cla nha san
xuat). Hinh 1B cac dinh trr HBM dén HBQ1
(trong khung mau dé) cé gia tri DQ tur 0,4-0,65,
thap han khoang 2 so vdi ngudi binh thudng
tuong Ung va@i khodng mat doan --SEA. Hinh 1C
la k&t qua clia bénh nhan mang kiéu gen --SEA/-
a7, khi dot bi€n —SEA két hgp vdi dot bién -a37
thi dot bién -a37 xuat hién & ca 2 alen do d6 cac
dinh & ving nay bang 0. Tuong tu nhu vay,
Hinh 1D 13 k&t qua cla bénh nhan mang kiéu
gen --SEA/-a4.2.

Bang 2. Cic dang dot bién va kiéu gen phat
hién trén gen a-globin

Kiéu gen S8 lugng (n=21)
--SEA/-a37 14(70%)
--SEA/-a*? 7(30%)

Nhdn xét: Tat cd 21 bénh nhan tham gia
nghién cttu déu phat hién ra dot bién gay bénh a
thalassemia thudc 2 kiéu gen --SEA/-a37 va --
SEA/-a*2. Trong dd, 14/21 bénh nhan mang kiéu
gen --SEA/-a37 chiém 70%, con lai 7/21 bénh
nhan mang ki€u gen--SEA/-a*2 chiém 30%.

IV. BAN LUAN

Cac dot bién gay bénh a-thalassemia hau hét
la cac dot bién dd biét, dudc xac dinh bdng
nhiéu loai ky thudt khac nhau dua trén nén tang
cla ky thuat PCR. Quyét dinh lua chon ky thuat

nao Lrng dL_lng vao chan doan chu yéu tuy thu@c
vao viéc xac dinh dic diém cac dot bién gay
bénh phé bién ¢ tUng quan thé, va tuy theo
nang luc cia moi trung tdm chan doéan. Trong
nghién ciu nay, ching toi lya chon ky thuat
MLPA dé phat hién cac dot bién gen a globin gay
bénh a-thalassemia.

MLPA dugc sir dung dé xac dinh cac dét bién
gay bénh khéng nam trong nhém ky thudt PCR
phat hién dugc, hodc trong mot sd trudng hop
MLPA dudc st dung nhu mét ky thuét th( hai dé
doi chiéu. Ky thuat dua trén cac do dai khac
nhau dugc danh ddu bang cac tin hiéu huynh
quang, nén cd thé phan tich dugc khoang 50 cdp
dau do khac nhau, trai trén mot viung gen rong.

Trong nghién clru nay, ching t6i quan sat
thdy c6 2 kiéu gen la su’ két hgp cia 1 dét bién
a’-thalassemia va 1 d6t bién a+-thalassemia.
Trong do, dot bi€én a®-thalassemia tim dugc trén
21 bénh nhan déu la dot bién --SEA, khong phat
hién su’ xudt hién cta dot bién thé a’khac nhu --
THAI hay --FIL. Két qua nay phu hgp véi mot s6
nghién cru trudc dé nhu N.D.Ngoc (2018)4,5 da
phét hién ra 8 ki€u gen cua bénh nhan HbH 1 su
két hop cua doét bién --SEA va 8 dot bién diém
khac. V@& ty Ié ki€u gen nghién ciru ctia N.D.Ngoc
cho a ké&t quéa kiéu gen --SEA/-a37 chiém 21,6%,
ki€u gen --SEA/-a*2 chiém 9,2%. K&t qua nghién
clu cua ching téi khéng tuong quan véi nghién
cttu trén do s6 lugng mau nhd. Do do, két qua
clia nghién cltu chua thé thé hién dugc su’ phan
b6 chinh xac cla cac dang dot bién gen a-globin
trong cong dong ngudi Viét Nam.

Pot bién mat doan --SEA chiém ty 1é cao
trong nghlen cru nay. Két qua nay phu hgp vdi
thuc t& rang kiéu mat doan nay la dang dot bién
ph6 bién nhét & Bong Nam A, din dén thiéu hai
gen a-globin trén nhiém sic thé 16.

Vé két qua huyét hoc cho thdy, 100% s bénh
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nhan c6 thi€u mau nhudc sac hdng cau nho,
tuong xing vdi két qua xét nghiém gen. Trong
do, huyét sac t6 trung binh cta 21 bénh nhan la
76,5 + 15,21 g/L nam trong gii han thi€u mdc
dé mau trung binh (60 - 90 g/L), MCV trung binh
la 58,86 = 12,38 fl thap hon rat nhiéu so véi

ngudi binh thudng (70 -100 fl). Ngoai ra, chi sO

dién di huyét sic t6 cho thdy HbA2 giam & tat ca
cac bénh nhan (<3%); su cé mat ctia HbH 10,59
+ 6,26 % G hau hét tat cd bénh nhan. Cac chi s6
nay c6 thé dung dé dinh hudng chan doan trudc
khi bénh nhan ¢4 biéu hién bénh trén Idm sang.
Ngh|en cltu mdi chi ti€n hanh trén c§ mau
nhd nén chua danh gia dugc chinh xac vé ti 1é
ki€u gen a-thalassemia trén nhém bénh nhan.
Mdc du MLPA la mét ky thuat c6 do nhay va do
dac hiéu cao, tuy nhién van khong thé phat hién
cac dot bién diém khac, chiém 10% dot bién
trén cum gen a- gIobln Vi vay, can tién hanh
nghién cttu trén c@ mau I6n han, két hgp thém
phuong phap nhu giai trinh tu gen Sanger hoac
NGS (Next-generation sequencing) dé gilp xac
dinh dugc toan b6 cac dot bién gen gay bénh a-
thalassemia va dua ra ban d6 dot bién gen a-
globin trén bénh nhan a-thalassemia Viét Nam.

V. KET LUAN
Bang ky thudt MLPA, nghién c(tu xac dinh

dugc 21/21 bénh nhan c6 dot bién trén gen a-
globin v8i 2 ki€u gen gdy bénh a thalassemia &
21 bénh nhan la --SEA/-a37 (chiém 70%) va --
SEA/-a*? chiém 30%.
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KET QUA CUA GLOBULIN MIEN DICH TRUYEN TINH MACH TRONG
PIEU TRI HOAI TG THUONG BI NHIEM POC DO THUOC

Nguyén Thi Linh!, Nguyén Vin Poan’, Chu Chi Hiéu?

TOM TAT

Muc tiéu: Nghién_cfu nhdm danh gia két qua
diéu tri cua globulin mien dich truyén tinh mach (IvIg)
trong diéu tri hoai t& thugng bi nhiém doc (Toxic
epidermal necronS|s - TEN) do thu6c. Phuong phap
nghién ciru: Nghién cu hdi cltu trén 29 bénh nhan
chan doan TEN nghi do thudc tai Trung tdm Di Ung -
Mién dich Iam sang, Bénh vién Bach Mai tir thang 4
nam 2019 dén thang 7 nam 2020. Két qua: Trong
tdng s6 29 bénh nhan, Ivlg dugc st dung diéu tri
trong 9 trudng hgp. Ti Ie tr vong trong nhém st dung
IVIg la 0% so vGi 10% & nhom khong diéu tri IVIg.
Thdi gian ndm vién trung binh clia nhom c6 st dung
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IVIG la 15,33 £ 7,632 ngay khong cé su khac biét véi
nhom khong diéu tri IVIg la 14,15 + 4,392 ngay. Két
luan: 1VIg la mét trong s6 cac phucng phap diéu tri
toan than dugc dua vao sir .dung trong diéu tri TEN,
tuy nhién hiéu qua diéu tri con nhiéu tranh cai, can co
nhiing ngh|en ctu 16n va toan dién hon dé& danh gia
hiéu qua cta phuang phap nay.
Tu khoa: Di (ing thudc, TEN, IVIg.

SUMMARY
EFFICACY OF INTRAVENOUS HUMAN
IMMUNOGLOBULIN IN DRUG — INDUCED

TOXIC EPIDERMAL NECROLYSIS

Objectives: In this study, we aimed to evaluate
the efficacy of intravenous immunoglobulin in patients
with drug-induced toxic epidermal necrolysis (TEN).
Methods: This was a retrospective study on patients
diagnosed as drug-induced TEN at Center of
Allergology and clinical immunology, Bach Mai Hospital
during the period of April 2019 to July 2020. Results:
IVIg was used for treatment in 9 out of 29 cases, the
mortality rate in the IVIg group was 0% compared to


mailto:Nguyenlinhhmu1412@gmail.com

