
TAP CHI V - DVOC Hpc OUAN SV SO 6-2014 

TACH VA PHAN LAP TE BAO PHOI THAI TRONG MAU NGOAI VI 

CDA ME ONG DUNG CHAN DOAN KHONG CAN THIEP 

Tri$u Tiin Sang*; Tran Van Khoa*; Dinh Boan Long** 
TOM T A T 

Nam 1893, Schmorl ph^t hi0n te b^o (TB) ph6i thai a phoi cua phy nO' mang thai- Tt̂ i nay, 
sau nhî u nghi§n ci>u, 3& khing djnh sy c6 mat cua TB phdi thai trong mau ngogi vl cua me. 
TO tuan thCp 8 cua thai k^, da ph^t hign du-Q-c cac TB cua thai gom' trophoblast, bach cau, h6ng 
chu nhan, TB goc. D6i tu'ang va phu'O'ng ph^p nghiSn ci>u: lu'a chpn 30 phy ni> mang thai ti> 
tuan thO 8 d^n tuIn thij 22 cua thai ky. Si> dung phOc hp'p hat ti> va khang the don ddng CD71 
d l tSch hong cau c6 nhan ra khoi TB m^u ngoai vl cua me. Sau khi tach dLroc TB hong cau co 
nhan cua con ra khoi TB mau ngoai vi cOa me, diing bO kit Vysis probes Multicolor IVlultiVysion 
PGT nhuflm hu^nh quang nhlem s^c the (NST) 13, 18, 21, X va Y. Kit qua: 15 t l bao h6ng 
cau c6 nhan bSt mau hujnh quang v&\ NST X, cSc NST 13, 18, 21. 13 TB hong c^u c6 nhan bit 
mau huynh quang vb-i NST XY, NST 13, 18, 21 binh thu'6'ng dlu cd 2 tin hi^u hujnh quang. C6 
hai mau TB h6ng cau c6 nhan cua con khflng bit du'p'c tin hieu 

* TO kh6a: T l bao ph6l thai; IViau ngogi vi; Phan iSp. 

EXTRACTION AND ISOLATION OF EMBRYONIC CELL IN 

MATERNAL PERIPHERAL BLOOD CELL APPLYING IN 

NON-INTERFERENCE DIAGNOSIS 
SUMMARY 

Introduction: the discovery of the existence of fetal cells in maternal peripheral blood has 
opened up a new direction for the early diagnosis of congenital anomalies by means of non­
interference. Objects, chemicals and research methods: we selected 30 pregnant women in 
the ^ week to the 2^ week of pregnancy. CD71 antibodies are associated with chemical blotin 
magnetic beads were attached to streptavldln. Complex particles from above CD71 binds to red 
blood cells of the embryo have the phnciple immune. After extraction of isolated embryonic cells 
in maternal peripheral blood cells and staining kits using Vysis probes !\/}ulticolor MultiVyslon 
PGT probe which binds specifically on the Y chromosome. Results 15 nucleated red blood cells of 
fetal cells carrying XX chromosomes and 13 of nucleated red blood cells carrying XY chromosomes. 
In 30 nucleated red blood cells, there are 2 nucleated red blood cells not signal appeared. 

* Key words: Embryo cells; Peripheral blood; Isolation. 
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DAT VAN DE 

Nam 1893, Schmorl phat hien sy ton 
tai cCia TB phdi thai d phdi ciJa phu nii" 
mang thai. Sau nhieu nghien ci>u, (Jen 
nay da khang ^nh sy cd mat cua TB phdi 
thai trong mau ngoai vi cua me. TCr tusin 
thCr 8 cua thai l<y, da phat hi#n dygc cac 
TB cda thai gom: trophoblast, bach c^u, 
hdng ellu nhan, TB gde. S6 Iygng cac TB 
nay r^t thlp, nhyng mang vat chit di truyen 
cua phdi thai, do vay rat cd y nghTa trong 
Chan <3oan di tat sdm cho thai. Tuy nhien. 

cd sy l<hae bi#t giCJa cac TB: trophobi^( 
xuat hien sdm nhit, nhanh bi huy, i<h6j 
cd khang nguyen bS mat dac hi0u; bjci 
cau phdi thai tdn tai ca sau thai k^, khong 
cd khang nguyen b^ mat i3ac hieu; h6iij 
cau nhan xult hien sdm va tdn tai trong 
suot thai ky, cd khang nguydn b^ mat dgc 
hi0u. Do vay, cac nghien ciru tren th^ gioî  
tap trung vao phan tach hdng c lu nhSn 
Tach (Jygc rieng biet TB phdi thai tronj 
mau ngoai vi cua me da md ra mdt huiSnj 
mdi trong chin doan trydc sinh blng biji 
phap khdng can thiep. 

Hinh 1: Hlnh anh cac TB ton tai trong mau ngoai vi eua thai phu 

(©2009 Artenmis Health Inc.). 

h? tinh dye l ln nao, cQng dygc l ly 5 ml 

cac mau nghien eCru dygc l ly tai Trung 

tam Nghien cyu Y Dygc hgc Quan sir. 

Hoc vien Quan y. 

DOI TUONG, HOA C H X T , THIET BI VA 
PHUONG PHAP NGHIEN CUu 

1. Ddi typ'ng nghien cini. 

30 phu nu' mang thai d tuIn thy 8 d^n 

tuIn thCr 22 eua thai ky. T i t ea dygc l ly 5 

ml mau toan phin. 2 m lu ddi ehCrng am 

la 2 nO' gidi chya mang thai va chya quan 

2. Hda c l i l t ngliien CCFU. 

Hat tCr tinh da gan streptavldln, khang the 
CD71 da blotin hda, PBS 1X, ethanol 70%, 
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khanol 100%, proteinase K, nu'O'c cat, bp kft 
i/ysis MultiVyslon PGT IVIulticolor probes, 
am kinh, lamen, NP40, SSC20X, anttfade II, 
•omiamide, nu'O'c tinh khilt, HCI, methanol, 
axit acetic. 

I 3. ThiM bj may moc. 

i May lac 6n nhiet (Eppendorf, Di>c), m^y 
li tam cao toe (Hettich, Du-c), pipet man 
'{Ginson, M?), bu6ng thao tac PCR (My), 
gia tt> tinh (Promega, My), be nu'dc on nhi$t 
(My), h# th6ng kinh hien vi huynh quang 
(Axio Zeiss, Due). 

4. Phu'O'ng phap nghien ciru. 

Quy trinh thi/c hi^n 

MSu mau 

Tao phuTc hop hat tCf - h6ng cau nhan 

Tach phLTc hdp ha1 ti^-hong cau nhan 

Thu TB hong cau nhan 

Gan probe huj'nh quang va kiem tra TB 
tren he thdng kinh hien vi huynh quang 

* Quy trinh tach chiet bang hat tir tinh: 

Khang t h i CD71 dygc blotin hda g in 
vdi hat tCr tinh da gan vdi streptavldln. 
Phyc hgp hat tCr tren cd CD71 gan vdi 
hong c lu nhan cua phdi thai theo nguyen 
tac miln djch. 

Cu the cac bydc nhy sau: 

+ Bydc 1: l ly 10 pi khang t h i da biotin 
hda vao 6ng 1,5 ml. 

+ Bydc 2: them 20 \ii hat ti> da gan 
streptavldln, ij g 4°C trong 30 phut. 

+ Bygo 3: them 100 pi PBS IX, lac nhe, 
dat vao gia tCr tinh, hut bd dich. 

+ Bydc 4: them 100 |jl PBS IX, lac nhe, 
hut h6t dich cho vao ong chCra mau ngoai 
vi cua me da l ly trydc dd. Lac quay trdn 
15phutg4°C. 

+ Bydc 5: hCit tCrng 1 mi mau cho vao 
Sng 1,5 ml. Dat ISn gia tir tinh hut bd toan 
bp dich, giii lai phyc hgp hat tir - hdng 
c lu nhan da b| g in len tren thanh dng 
phia gia tCr tinh. 

+ Byde 6: them 100 pi PBS, lac d lu, 
dat len gia tir tinh, hut bd phan dich idng 
(lam lai 3 iln). 

+ Bydc 7: them 20 yl PBS IX, Voltex 5 
giay, lyu mau TB trong tu -20°C. 

* Quy trinh gan probe len TB hdng c lu 
cd nhan: 

Bydc 1: hut dich TB phdi da tach dugc 
sau khi tach a quy trinh tren dat len iam 
kinh. Danh d lu vi tri dat TB bang each 
khoanh vijng mat dydi eua lam kinh. 

Byde 2: 6k khd lam kinh trong khdng 
khi, sau dd chuyen lam kinh vao dung dich 
nhygc trygng 0,2% Tween20 in 0,01 M 
HCI, pH 2,0 bgc Id nhan TB. 

Bydc 3: rya lam kinh bang dung dich 
PBS IX (pH 7,0: 0,14 M NaCI, 3 mlVl KCi, 
10 ml\/I Na2HP04, 2 mM KH2P04) trong 
5 phut g nhiet dp phdng. Rya sach trong 
nydc cat vd trung 2 l ln. Loai nude bang 
dung dich cdn 70%, 90%, 100% trong 2 phut 
d nhiet dg phdng va iam khd trong khdng khi. 

61 



TRP CHi V - Diroc HOC O U S N sir sd' 6-2014 

Bydc 4: them 2 pi hdn hgp probe va 

phu len tren bang 1 lamen kich thudc 9 x 

9 mm. Bao phu xung quanh bang Idp 

nhya g in cao su de trdnh thoat hgi nydc. 

Byde 5: u trong block nhiet 75°C trong 

5 phut, sau dd lai tCr 16 - 22 gig trong tu 

am 37°C. 

Bydc 6: tach bd lamen va keo gan iam 

kinh, rya lam kinh trong dung d|ch SSC 

4X/0,05% Tween20 (pH 7,0) d nhiet do phdng. 

Bydc 7: n>a nghieng mat lam kinh bang 

dung djch 0,4X SSC/0,3% NP40 g 73'i 

trong 5 phCit. 

Bydc 8: rya lam kinh trdng dung djch 

SSC 2X g nhiet dp phdng trong 1 phOt. 

Byde 9: l ly lam kinh ra dat trong phdng 

tdi, dung g i ly mIm lau kho. Them 3 pi 

antifade II, sau dd dat lamen len tren. 

Byde 10: quan sat tin hi^u hujfnh quang 

cija TB phdi tren kinh hien vi huynh quang. 

KET QUA NGHIEN cUU VA BAN LUjfkN 

Sau khi tach chiet phan lap dygc TB phdi trong mdu ngogi vi me va nhupm TB bang 
bd kit Vysis MultiVyslon PGT Multicolor probes, trong dd cd probe g in dac hieu tr§n 
NSTY. 

Hinh 2: Hinh anh nhuOm huynh quang mlu TB phdi thai so 555. 

(NST so 13: ph i mau do, NST so 18: phd Aqua xanh nydc bien, NST s6 21: pho xanh 

la cay, NST Y: pho mau vang, NST X: phd mau xanh reu). 
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Hinh anh tren cho thly day la phdi mang be NST 46, XY. Cdc NST 13, 18, 21 dlu ed 2 
tin hidu, mau vang cd 1 tin hieu cua NST Y va mdt tin hieu mau xanh reu cua NST X. 

Hinh 3: Hinh anh nhudm huynh quang NST ciJa TB hdng d u ed nhdn phdi thai sd 556. 

Ket qua tren TB hdng cau cd nhan cua phdi thai d benh nhan nghien ciru s6 556 cd 
2 NST X va cdc NST 13, 18, 21 dlu cd 2 tin hieu binh thudng. Trong tieu ban nay khdng 
xuat hi$n tin hieu mau vang cOa NST Y. 

Qua phan tieh ki t qua eua 30 phoi thai nghiSn ciru, chung toi thu dygc bang ki t qua 
Karotype cua 5 NST 13, 18, 21 va X, Y nhy sau: 

STT 

1 

2 

3 

4 

5 

6 

7 

8 

9 

10 

M A B N 

269 

270 

271 

272 

275 

276 

276 

277 

278 

280 

CHAN DOAN ADN 
PHOITUDO 

TR§N GEN SRY 

+ 

+ 

-
+ 

* 
+ 

CHANDOAN 
FISH 

46, XY 

46, XX 

46, XX 

46, XY 

46, XX 

46, XY 

46, XX 

NG 

46, XY 

46, XX 

K£TQUA 
Sieu AM 

+ 

+ 

+ 

^ 
+ 

GHI CHO 

' 

Khdng xu4t hi|n 
tin hi$u 
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11 

12 

13 

14 

15 

16 

17 

18 

19 

20 

21 

22 

23 

24 

25 

26 

27 

28 

29 

30 

295 

296 

297 

298 

300 

301 

303 

307 

308 

309 

310 

311 

312 

313 

314 

315 

316 

317 

318 

319 

+ 

+ 

+ 

+ 

+ 

+ 

+ 

-

+ 

+ 

+ 

46, XX 

46, XY 

46, XY 

46, XY 

46, XX 

46, XY 

NG 

46, XY 

46, XY 

46, XX 

46, XX 

46, XX 

46, XX 

46, XX 

46, XY 

46, XX 

46, XY 

46, XY 

46, XX 

46, XX 

+ 

+ 
+ 

-
+ 

+ 

+ 

+ 

-
+ 

+ 

+ 

KhSng xu^t hi|n 
tin hi$u 

•? 

15 TB hdng c lu cd nhan cua phdi thai mang NST XX vd 13 hdng c lu cd nhan ciia 
phdi mang NST XY. Trong 30 phdi nay, 2 phdi khdng xult hi^n tin hieu. Cd the nhiJ-ng 
phdi nay khdng pha vg mang TB va mang nhan, do vay cac probe khdng t h i gan dygc 
vao NST. Trong 15 phdi dygc kiem chyng bang ADN phdi thai ty do mang NST XY 
dygc phan Hp tip TB phdi, chung tdi nhupm thanh edng cho 13/15 trygng hgp kill 
nhupm FISH. Cdc phdi dygc kiem chirng bang ADN phdi thai ty do mang NST XX 
dygc nhudm FISH deu thly bd NST xult hien 2 NST X, di lu nay phii hgp vdi k i t qua 
ciia ADN phdi thai ty do va sieu am sau nay. 

KET LUAN 

Qua nghiSn ciru nay, chii-ng minh dygc 
trong mau ngoai vi cua me tir tuIn thii' 8 
cd xult hif n TB phdi thai ty do bang ky 
thuat nhudm huynh quang dac hieu NST 
Y. Nghien cO'u ndy gdp phin md ra mdt 
hydng mdi trpng chin doan trydc sinh 

cae bit thydng NST va bdnh di truyin 

bang phygng phap khdng can thiep. 
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