GIA TRI CUA KY THUAT MLPA
TRONG CHAN POAN DOT BIEN GEN DMD
GAY BENH LOAN DUONG CO DUCHENNE
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Hbi thie Khoa boe cleg ngié EVID 1

DAT VAN DE

» Bénh loan dwéng co Duchenne (DMD) va loan
dudng co Becker (BMD): bénh di truyén lan lién
két voi gioi tinh X.

« Tan suét: 1/3.500 tré trai sinh séng
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Kiéu di truyén.trong:bénh DMD ;

DAN BAI

« DAT VAN BE

« MUC TIEU NGHIEN CUU
= PHUONG PHAP

= KET QUA VA BAN LUAN
« KET LUAN

= KIEN NGHI

Hbi thio Khoa boe eleg aghé BEVTD

|DAT VAN BE

« Bénh do dét bién gen dystrophin, gen
Ién nhét & ngudi, dai 2400kb, 79 exon X232
vi tri Xp21 trén NST X. X2l g

ITE
« Dot bién mét doan, 13p doan: 33-65%, :‘,;ig

tap trung hot spot dau 5’ va trung tam  x
(exon 44-55) 3

(www.nebinlm.nih.gov)

M =0 K2oa hos coag aghé BVTD 4



!LDAT VAN BE

» Protein ma héa dystrophln chirc nang chinh trong
viéc duy tri su 6n dinh cGia mang co.

Vi tri protein dystrophin
trén mét trong mang té
bao co van

(Theo Muscular
Dystrophy Association of
NSW)

Hbi thie Khoa boe cdeg aghé BVID

1
DAT VAN DE

~ Céc phuong phap phat hién dot bién gen:
- Southern blot: tén céng va thoi gian
- Multiplex PCR: dac hiéu, sé exon khao sat han ché, tén
cong
+ Real-time PCR
« MLPA: khuéch dai cung luc 45 vj tri
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Héi thae Khea boc cing nghé BVTD

bAT VAN BE

» Chan doan bénh DMD

« Tién st gia dinh

*» Lam sang: thoai hoa co khoéng
nglrng, khéng hdi phuc, khéng lién
quan TK

» Dién co: dién thé thap bé, hep

+ CK: tang 2 40 lan

+ Sinh thiét co: kiém tra dystrophin,
thoai hoéa TB

+ Chéan doan di truyén phan t&

Hbi thio Khoa boe cleg aghé BVID [

MUC TIEU

Xac dinh gia tri ctia ky thuat MLPA trong chan doan dot
bién gen DMD gay bénh loan dudng co Duchenne va
Becker nam 2010 tai Bénh vién T Di

Hbi this Kboa boe cheg aghé BVID s



PHUONG PHAP

}PHUONG PHAPTIEN HANH
« Thiét ké: test chan doan Bénh nhan DMD
= Thoi gian: 1-12/2010, khoa XN DT y hoc :
BV Nhi TW,
PHYHN

» Dan sé:
. 45 mau mau: 39 cla bn va 6 than nhan DMD
. 40 mau mau ngudi nam khdng bénh DMD

.
Chén doan bang

Multiplex PCR
[ Kéqw S
B thao Kioa Boc oleg npheé BVID 9 M =0 K2oa boe cong aghé BVTD
PHUONG PHAP TIEN HANH PHUONG PHAP TIEN HANH

+Multiplex PCR phat hién dét bién mat doan: BV +Phwong phap Multiplex PCR
Nhi trung wong, PHYHN

- 3 phan rng mutiplex PCR A, B, C: 25 exon

Dién di gel agarose phat hién dét bién

' multiplex A multiplex B multiplex C

 Multiplex A | Multiplex B Mutiplex C ™
Exon | Kich thwoe | Exon | Kich thuoc | Exon | Kich thudc = wt m 29 30 31 wt m 29 30 31 wt m 29 30 31
45 547 Pm 535 49 439
48 56 | 3 410 Pb 332
19 459 | 43 357 16 290
17 416 | 50 271 41 270
51 /8 | 13 238 32 253
8 360 6 202 42 195

12 331 47 181 34 171
44 268 | 60 139
B 196 | 52 113

|

Bdi thio Kioa 20 oleg nghé BVTD 1 Hoi thao Kica boc cong ngié BVTD



PHUONG PHAP TIEN HANH '
‘ PHUONG PHAP

. Bien tinh va lai
#Phuong phap MLPA: 25 "= ... ,—/ — - Dién di phan tach doan MLPA bang hé théng

BV T Dii o [ S Z dién di mao quan CEQ™ 8000

2. Noi
Su hién dién ctia 79 exon - _Z
ctia gen DMD dudc khao sat >-
béng kit SALSA* MLPA* 3 Pershuicnan
P034 — A2 va P035 - A2. . - 2 .

4. Phinli:hsinph:’m] S c(

Quy trinh k§ thuat MLPA
(Ngudn: www.mipa.com)
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i ®a0 Kaoa hoc cong nghé BVTD

Hbi thie Khoa boe oleg nphé BVTD

KET QUA - BAN LUAN ' KET QUA - BAN LUAN
« Nhém A: Phat hién dot bién:

- Dgc aiém abituong e wm

x - -~ ~ v D tb% 15 14

45 mau bn va than nhan: 2 nhom: i
Wild - Type 31 32
2 Nhém A: 36 bénh nhan nam, tudi 4-15 o - %

2 Nhém B: 9 mau 3 gia dinh:
2 MLPA: 15/36 mau (41,7%)
2 Bd 3 multiplex PCR: 14/36 mau (38,9%).
— méau MS17 dét bién phat hién bang MLPA: ngoai viing
khao sat ctia multiplex PCR

. 3 mau bénh, tudi cao nhéat: 23
. 6 mau: me, chj em gai bn

H& a0 Khos boc cong nghé BVTD Hik mio Khoa oo odeg ngid BVTD



'KET QUA - BAN LUAN

- Nhém A

= SO exon mat:
o Multiplex PCR: 2 — 25 exon
a MLPA: 3 -79 exon
— MLPA phét hién thém méat doan exon khac.

i thio Kisba 2o odeg nghé BVTD 1)
|
KET QUA - BAN LUAN
- Nhém B
1 10267A WT Mét doan exon 01-40
3 102678 Mat doan exon Méat doan exon 01-40
3468,12,13.16,17,19,.32,34
2 10267C WT Mét doan exon 01-40
4 N10222A WT WT
5 N10222B WT WT
-] N10222C WT WT
7 N10222D WT WT
8 070208 WT Mét Goan exon 50-54
9  07029C Mt doan 50,51.52 M4t doan exon 50-54

Hbi thie Kioa boe cheg nghé EVID

KET QUA
MLPA phan tich bang phdn mém GeneMarker kit P034
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Hbi thie Khoa boe cleg aghé BVTD

> Nhém B

= MLPA: dét bién 5/9 miu (55,6%), tir 2 gia
dinh. 1 gia dinh khéng dét bién.

= B6 3 multiplex PCR: dot bién 2/9 (22,2%).

— MLPA phat hién dwoc dot bién mat doan
trén n» (46,XX)

Hbi this Khoa boe cdeg nghé BVID



» Nhom B
Két qua MLPA ctda nir ma s6 10267A mang gen DMD dét bién

E30i thilo Kiwa boc cleg nphé BVTD 21

'KETQUA-BANLUAN

~ Gia tri MLPA
« Phat hién dét bién: 17/39 bénh nhan (43,6%)
- phu hop voiy van: 33-65%
- cao hon cac nghién ctru trwdéc & nguoi Viét
Nam (38%)
+ S6 mau con it - khoéng tim dwoc mau dot bién

lap doan.

Hbi thie Kioa boe cheg nghé EVID 23

'KET QUA - BAN LUAN
. Gié tri MLPA

Bénh DMD Téng
Bénh Binh thudng
MLPA Dot bién 17 0 17
Wild type 2 40 62
Téng 39 40 89

2 D6 nhay:43,6% (17/39)

2 D06 dac hiéu:100% (40/40)

2 Gia tri tién doan dwong:100% (17/17)
2 Gia tri tién doan am: 64,5% (40/62

i thio Kiwa 2oe ofeg npé BVTD

kETQuA-BANLuAN

~ 'ng dung trong chan doan trwéc sinh
- Gia dinh 10267, 7029: xac dinh duwoc dot
bién méat doan —»chan doan trudc sinh cho
thai dé dang.
- Gia dinh N10222: khéng tim dwoc dét bién

chan doan trwdc sinh ?

Hii this Khoa hoe cbeg nghé BVTD 24



' KET QUA - BAN LUAN

- Cay gia hé gia dinh N10222

<5 H%_{] 52

102224

Sommom

102228 10222C

102220

il

* CDTK 2004

X trimg 2006

— Phan tich lién két dwa vao STR

KET QUA - BAN LUAN

. Phan tich lién két dua vao STR
. Nguyén tac: 2 NST clng cap c6 clng gen, cung v tri,
nhung khéc trinh ty STR - tim ra NST nao nhan bé
hay me.
. Khuéch dai 3 marker STR trong gen DMD: DYS 6,
DXS992 va STR 49 cua nguwdi me va con trai hoac
anh em trai bénh - xac dinh gen bénh nam trén NST

X nao

Hoi thie Khoa boe cdeg aghé BVTD

‘KETQUA-BANLUAN

» Két qua phén tich Iiéun_'két aia dinh N10222 A+B+C.
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— N10222C khéng mang gen bénh (99,7%)

Hii tho Khoa hoe odeg nghé BVID 26

i thio Kia 2o¢ ofeg nghé BVTD

KET LUAN

« MLPA chan doan mét doan gen DMD: dd nhay: 43,6%; do
dac hiéu:100%; gia tri tién doan duong: 100%; gia tri tién
doan am: 64,5%.

« Ty lé dot bién méat doan gen DMD 43,6%, cao hon nghién
clru trude & Viét Nam. MLPA phéat hién thém nhrng mét
doan ngoai vung khao sat 25 exon ciia PCR va phat hién
duwoc dot bién trén mau nir 46,XX.

+ Chén doan truéc sinh bénh DMD cho gia dinh mang
bénh DMD khéng dét bién méat doan: phéi hgp thém phan
tich lién két tim gen benh.... .. .. N




KIEN NGHI

» Nghién ciru thém ky thuat multiplex STR
PCR phan tich lién két trén cac marker DYS
6, DXS992 va STR 49.

= Trién khai chan doan truwdc sinh bénh DMD
[

D6t bakn mit doan

1

[LTT]

[ Thau phy sguy ¢ oo mang ges binh DMD ]

[ Xie dinh 45t bika gen DMD bing MLPA ]
|

Ehiag tim thdy &t bién

Choc 81 hode ninh thitt gu nhau

|

Mauplex PCE xic dmh ity tink

MLPA tim 5t bibo hedc phia tich hknkit |

lwu do:

20 Stttude hode gen binh

—

I KNG a2 bibs hose gon béah ]

T
CHAM DIFT THALE Y [DIIONG'mM |

Héi thao Kios boc cong nghd BVTD

Hik mio Khoa boo odeg ngid BVTD

CHAN THANH CAM ON !

Hbi thio Ko boe cleg aght BVTD
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