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TACH VA PHAN LAP TE BAO PHOI THAI TRONG MAU NGOAI VI
CUA ME UNG DUNG CHAN DOAN KHONG CAN THIEP
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TOM TAT

N&m 1893, Schmorl phét hién t& bao (TB) phéi thai & phéi clia phy ni¥ mang thai. Tdi nay,
sau nhigu nghién ctru, 84 khang dinh s c6 méat clia TB phéi thai trong mau ngoai vi clia me.
Tir tudn thir 8 cla thai ky, @3 phat hién dwec cac TB cla thai gdm' trophoblast, bach cAu, héng
cdu nhan, TB géc. Béi twong va phuong phap nghién ciru: Iva chon 30 phy nG mang thai ter
tuln ther 8 dén tudn thir 22 ciia thai ky. SI dyung phirc hop hat tir va khang thé don déng CD71
d& tach hdng cAu c6 nhan ra khai TB mau ngoai vi ciia me. Sau khi tach dwoc T8 héng cau co
nhan cila con ra khéi TB mau ngoal vi clia me, dung bd kit Vysis probes Multicolor MultiVysion
PGT nhuém huynh quang nhidm séc thé (NST) 13, 18, 21, X va Y. K&t qua: 15 t& bao hdng
cAu ¢6 nhan bat mau huynh quang véi NST X, cac NST 13, 18, 21. 13 TB héng cAu ¢b nhan bét
mau huynh quang v&i NST XY, NST 13, 18, 21 binh thwdng déu c6 2 tin hiéu huynh quang. Co
hai mau TB hdng cAu c6 nhan clia con khéng bit duge tin higu

* Tir khoa: Té bao phéi thai; Mau ngoat vi; Phan lap.

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 8" week to the 22" week of pregnancy. CD71 antibodies are associated with chemical biotin
tic beads were attached to streptavidin. Complex particles from above CD71 binds to red
blood cells of the embryo have the principle immune. After extraction of isolated embryonic cells
in maternal peripheral blood cells and staining kits using Vysis probes Multicolor MultiVysion
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

N&m 1893, Schmorl phét hién sy tén
tai cla TB phoi thai & phdi clia phy ni
mang thai. Sau nhidu nghién ctru, dén
nay da khang @inh sy c6 mat cla TB phoi
thai trong mau ngoai vi cua me. Tl tudin
thi 8 cla thai ky, da phat hién dugc cac
TB ctia thai gdm: trophoblast, bach chu,
héng cAu nhan, TB géc. S6 lweng cac TB
nay rét th&p, nhing mang vét chét di truyén
clia phéi thai, do vay rét cé y nghia trong
chan doén dj tat sém cho thai. Tuy nhién,

8 sy khac bigt gitka cac TB: trophobla
xuét hién som nhét, nhanh bj hy, khér
cb khang nguyén b& mat déc hiéu; bad
cAu phéi thai tdn tai ca sau thai ky, khon
c6 khang nguyén bé mat dac hiéu; hdny
cAu nhan xuét hién sém va tdn tai troy
sudt thai ky, c6 khang nguyén b& mt g
higu. Do vay, cac nghién clru trén thé gis
tap trung vao phan tach hdng cAu nhin
Tach duoc riéng biét TB phoi thai tron)
mau ngoai vi clia me da mé ra mét huéiy
méi trong chdn doan trudc sinh bling bign
phap khong can thiép.

Hinh 1: Hinh anh c4c TB tdn tai trong mau ngoai vi cla thai phy
(©2009 Artenmis Health inc.).

D01 TUONG, HOA CHAT, THIET BIVA
PHUOGNG PHAP NGHIEN c(uU

1. Déi twong nghién ciru.

30 phu n mang thai & tudin the 8 dén
tun thiv 22 clia thai ky. T4t ¢ duoc lay 5
ml méu toan phin. 2 mau @éi chimng am
1& 2 ni¥ gi6i chuwa mang thai va chwa quan
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hé tinh duc 14n nao, cling dugc I4y 5 ml.
Céc mau nghién ctu dugc 4y tai Trung
tam Nghién clru Y Dugc hoc Quan sy,
Hoc vién Quan y.

2. Héa chét nghién cipy.

Hat tir tinh A3 gén streptavidin, khang thé
CD71 da biotin hoa, PBS 1X, ethanol 70%
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'éthanol 100%, proteinase K, nwdc cét, b kit
l\Iysis MultiVysion PGT Multicolor probes,
am kinh, lamen, NP40, SSC20X, antifade I,
jormamide, nudc tinh khiét, HCI, methanol,
Pxi( acetic.
i 3. Thiét bj may méc.
i May l4c &n nhiét (Eppendorf, Birc), may
li tdm cao téc (Hettich, Birc), pipet man
(Ginson, My), budng thao tdc PCR (M§),
gié tir tinh (Promega, M), b& nwéc n nhiét
(M), hé théng kinh hién vi huynh quang
(Axio Zeiss, Durc).

4. Phwong phap nghién ciru.

Quy trinh thye hién

‘ Mau mau |

|

Tao phifc hgp hat tir - hdng cau nhan |

|

Tach phuc hgp hat tif - héng cdu nhan ‘

l

Thu TB héng cdu nhan ‘

|

Gin probe huynh quang va kiém tra TB
trén hé théng kinh hidn vi huynh quang

* Quy trinh téch chiét bang hat tir tinh:

Khang th& CD71 duwoc biotin héa gén
V&i hat tir tinh @3 gén véi streptavidin.
Phtrc hop hat tir trén c6 CD71 gén voi
hdng cAu nhan clia phdi thai theo nguyén
téc mién dich.

Cy thé cac budc nhu sau:

+ Budc 1: 1y 10 pl khang thé da biotin
héa vao éng 1,5 ml.

+ Budc 2; thém 20 i hat tiv 63 gén
streptavidin, t & 4°C trong 30 phut.

+ Budc 3: thém 100 pl PBS 1X, I&c nhe,
@3t vao gia tiv tinh, hut bd dich.

+ Buéc 4: thém 100 pl PBS 1X, I4c nhe,
hut hét dich cho vao éng chira mau ngoai
vi clia me d4 13y trwdc d6. Lac quay tron
15 phut & 4°C.

+ Bwéc 5: hat tieng 1 ml mau cho vao
8ng 1,5 ml. D&t 1&n gid t tinh hat bo toan
b dich, gitv lai phirc hop hat t& - héng
chu nhan @3 bj gén lén trén thanh éng
phia gia t tinh.

+ Budc 6: them 100 pl PBS, lic déu,
dat 18n gia tir tinh, hat bd phan dich Idng
(1am lai 3 1an).

+ Buwdc 7: thém 20 pl PBS 1X, Voltex 5
gidy, lvu mau TB trong td -20°C.

* Quy trinh gén probe 1&n TB héng cu
¢6 nhan:

Buéce 1: hut dich TB phdi da tach duoc
sau khi tach & quy trinh trén gat 1&n lam
kinh. Danh d4u vi tri dat TB bing cach
khoanh ving mat dwdi ctia lam kinh.

Budc 2: G& khd lam kinh trong khéng
Khi, sau @6 chuyén lam kinh vao dung dich
nhuec treong 0,2% Tween20 in 0,01 M
HCI, pH 2,0 béc 16 nhan TB.

Buwoc 3: riva lam kinh bang dung dich
PBS 1X (pH 7,0: 0,14 M NaCl, 3 mM KClI,
10 mM Na2HPO4, 2 mM KH2PO4) trong
5 phut & nhiét 36 phong. Rlra sach trong
nuwoc ct vo trung 2 1an. Loai nuée bing
dung dich cdn 70%, 90%, 100% trong 2 phut
& nhiét ¢ phong va tam kha trong khang khi,
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Budc 4: thém 2 ul hén hop probe va
phui [én trén bang 1 lamen kich thude 9 x
9 mm. Bao phli xung quanh béng 1&p
nhya gén cao su @8 tranh thoat hoi nwéc.

Bwére 5: U trong block nhiét 75°C trong
5 phut, sau d6 lai tir 16 - 22 gi¢ trong t0
4m 37°C.

Budc 6: tach bd lamen va keo gin lam
kinh, rra lam kinh trong dung dich SSC
4X/0,05% Tween20 (pH 7,0) & nhiét 6 phong.

Budc 7: riva nghiéng mat lam kinh béng
dung dich 0,4X SSC/0,3% NP40 & 73%
trong 5 pht.

Budc 8: riva lam kinh trong dung dich
SSC 2X & nhiét dd phong trong 1 phut.

Budc 9: 14y lam kinh ra dat trong phang
ti, dung gidy mém lau khd. Thém 3yl
antifade I, sau 86 dat lamen lén trén.

Buwéc 10: quan sét tin hiéu huynh quang
ctia TB phbi trén kinh hién vi huynh quang.

KET QUA NGHIEN CUU VA BAN LUAN

Sau khi tach chiét phan lap dwoc TB phéi trong mau ngoai vi me va nhuém TB béng
b kit Vysis MultiVysion PGT Multicolor probes, trong @6 cé probe gén dac hidu trén

NSTY.

Hinh 2: Hinh anh nhuém huynh quang mau TB phdi thai sé 555,

' (NST s6 13: phé mau a5, NST s6 18: phd Aqua xanh nuoc bién, NST s6 21: phd xanh
14 cay, NST Y: phé mau vang, NST X: phd mau xanh réu).
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Hinh @nh trén cho thdy day |a phéi mang bd NST 46, XY. Cac NST 13, 18, 21 déu c6 2
tin hiéu, mau vang cé 1 tin hiéu ctia NST Y va mdt tin hiéu mau xanh réu clia NST X.

= i

Hinh 3: Hinh anh nhudm huynh quang NST clia TB hdng cau ¢6 nhan phai thai sé 556.

Két qua trén TB héng cu co nhan clia phdi thai & bénh nhan nghién ciu sé 556 c6
2 NST X va cac NST 13, 18, 21 d&u ¢6 2 tin hiéu binh thwéng. Trong tiéu ban nay khong
xuét hién tin hiéu mau vang cia NST Y.

Qua phan tich két qua clia 30 phéi thai nghién clru, chiing téi thu dwec bang két qua
Karotype ctia 5 NST 13, 18, 21 va X, Y nhw sau:

sTT MABN CHéﬂo?orﬁN oo CH'&F'@“" KET QA GHI CHUY
TREN GEN SRY -
1 269 + 46, XY +
2 270 - 46, XX .
3 271 - 46, XX -
4 272 + 46, XY +
5 275 - 46, XX -
6 276 + 48, XY +
7 276 - 46, XX B
8 277 + NG + knong ’;’L;ébhlén
9 278 + 46, XY +
10 280 - 46, XX .
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1" 205 i - 46, XX B
12 296 v 46, XY +

13 297 + 46, XY +

14 208 + 46, XY .

15 300 46, XX -

16 301 + 46, XY +

17 303 + NG + Khﬁrt\lgn)'(::é‘t‘lhlen
18 307 + 46, XY . p
19 308 + 46, XY . )
20 309 - 46, XX .

21 310 - 46, XX .

2 311 46, XX .

s 312 46, XX .

24 313 . 46, XX

25 314 + 46, XY +

26 315 + 46, XX +

27 316 46, XY -

i 317 * 46, XY N

29 318 - 46, XX .

D 319 - 46, XX

15 TB héng cAu c6 nhan clia phoi thal mang NST XX va 13 hdng cAu ¢6 nhan cla
phai mang NST XY. Trong 30 phéi nay, 2 phdi khang xuét hién tin hiéu. C6 thé nhtmg
phéi ndy khong phé v& mang TB va mang nhan, do vay cac probe khéng thé gén dugc
vao NST. Trong 15 phéi dwoc kiém chirng béng ADN phéi thai tv do mang NST XY
duoc phan lap tir TB phdi, ching téi nhuém thanh cdng cho 13/15 trwéng hep khi
nhudm FISH. Céc phdi dwoc kiém ching bang ADN phéi thai tw do mang NST XX
dugc nhudm FISH déu thiy bo NST xuat hién 2 NST X, didu nay phu hop voi két qué
cta ADN phdi thai tw do va siéu 4m sau nay.

KET LUAN

Qua nghién clru nay, chirng minh dwoc
trong mau ngoai vi ctia me tir tudn ther 8
c6 xut hign TB phdi thai ty do bing ky
thuat nhudém huynh quang @ac hiéu NST
Y. Nghién ctu nay gép phdn mé ra mét
huéng méi trong chdn doan trwdc sinh
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cac bt thudng NST va bénh di truyén
béing phuong phap khéng can thiép.
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