DANH GIA KHA NANG GAN CUA PHU'C HOP ™'I-ANA TREN CAC VAT LIEU KHAC NHAU

TOM TAT ] )

Chung téi cén nhac lwa chon hai loai 6ng nhwa
hodc thay tinh dung trong nghién ciru khang thé
khéng nhan dénh dau "'l ("*'I-ANA). Khéng thé nay
duwrgc cho vao cac ong nghiém nhia va thay tinh voi
lirong bang nhau. Dung dich dém PBS duwogc cho vao
cac éng nghiém va 4 trong ti dm 37°C trong khoang
thoi gian 120-180 phat. Sau do, dung dich duoc ly
tam va tach riéng phan cén va djch noi. Hoat tinh
phdéng xa cta can va dich nbi dwoc do bang may dém
phéng xa. Két qua cho thay hoat tinh phong xa cia
khang thé danh dau trong 6ng cdn-nhwa cao hon
déng ké so vé&i éng thay tinh.

SUMMARY

In this study, selection of material for labeling ANA
("'I-ANA) was considered between glass tube and
plastic tube. Labeling ANA was added to serial of
glass and plastic tubes in similar amount. PBS buffer
was added to those tube and incubated in 37°C within
120-180 minutes. Then, the solution was centrifuged
and supernatant was separated. Radioactivity of
residue and supernatant was measured by
scintillation counter. The result showed labeling ANA
activity in residual-plastic tube was significant higher
than those in glass tube.

DAT VAN bE R o

S dung khang thé don dong gan dong vi phong
xa trong nghién ctru danh gié hiéu qué dieu tri ung thw
dang dwgc nhiéu qudc gia trén thé gi¢i quan tam.
Trwéce khi cac san phém\néy dwoc danh gia hiéu qua
trén moé hinh dong vét, can co giai doan thtr nghiém in
vitro. Qua do, co theé danh gia hiéu qua gan cua phirc
phop phéng xa-mién dich (PX-MD) véi cac dong té
bao ung thw trong ong nghiém. Tuy nhién, khi di vao
phwong phap cu the, ching toi gép nhiéu kho khan khi
str dung chét liéu (dng nghiém) nghién ctru khac nhau.
Dieu nay thé hién & chd, v&i cac chat liéu 6ng nghiém
khac nhau, két qua gan clia phirc phop PX-MD voi té
bao ung thw c6 sy khac biét rat Ion. Bieu nay phan
anh cé maét ti 1& nhat dinh phirc phop PX-MD gan Ién

HO ANH SON, NGUYEN VIET TRUNG
Hoc vién Quén y

thanh &dng ma khéng gan voi t& bao gay anh huwéng toi
két qua nghién ctvu. Mic du da tim cac ngudn tai liéu,
nhung ching t6i khéng tim dwoc hwéng dan chi ti,ét
cach str dung loai vat liéu trong danh gia kha nang gan
cla phirc hop PX-MD in vitro dung cho khang thé
khang nhan (ANA). Do vay, ching téi tién hanh nghién
ctbu ndy nhdm lwa chon loai dng nghiém phu hop cho
cac nghién ctru danh gia khd nang gén phirc hop PX-
MD in vitro.

PHUONG PHAP NGHIEN CUU

1. D6i twong nghién ciru

- Ong nghiém thay tinh

- Ong nghiém nhwa Eppendorf

2. Héa chét nghién ctru

- Khéang thé khang nhan: khang thé khang nhan
(anti nuclear antibody, ANA) cé ban chét 1a globulin
dwoc tach chiét tir huyét twong bénh nhan bi bénh ty
mién b&i Smith Henry (Cong ty Duoc AQP, Hoa Ky)
v&i ndng do 1,65 mg/ml. Bdo quan & didu kién 2-8°C
téi khi str dung.

- phtrc hop ™'I-ANA: ANA duéi dang tinh khiét
danh diu véi ddng vi phong xa I-131 theo phwong
phap danh d4u truc tiép dung chat oxy héa chloramin
T, cbng viéc dwoc tién hanh tai vién Hat nhan Da Lat
v&i ndng d6 1mCi/ml. Bdo quan & diéu kién 2-8°C téi
khi str dung.

3. Phwong phéap nghién ciru

* Kiém tra hoat tinh ctia phtec hop "*'I-ANA tai thoi
diém nghién ctru: nhd 10pl phtec hop ™'I-ANA tai vi tri
dwéi vach gbéc cla que thtr Chromatography strip
(Biodex). Ngém que thir vao dém PBS v&i mirc dwoi
vach géc. Quan sat mau di chuyén trén que thi tir vj
tri dudi vach gbc téi vach hoa tan thi lay que thir ra.
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Vach hoa tan

Vach cét -

Vach géc

Hinh 1: vi tri céc méc trén que thir Chromatography strip

Cat tai vi tri gitra que thir twong ung v&i vach cét
c6 sén. Do hoat do phong xa (CPM) cta phan 1 (phan
chi ¢c6 ™) va phan 2 (phan chira ™'I-ANA). Tinh ti 1&
hoat 6 phéng xa clia phan 2 so vé&i toan bo theo céng
thire:

A (CPM2)

THe=1cpm1 + cpmz) X 100

Trong cac nghién clru cda ching toi, ti € nay ludn
dat trén 95%.

Hinh 2: May dém tia gama (Natlonal Instrument, Hoa Ky)

*B6 tri danh sb cac loai .Ong nghiém:

Méi loai 6ng nghiém gém 6 chiéc, danh sé thi tw
tr 1-6 (theo bang 1). Cho cac loai dung dich va héa
chét véi thé tich theo bang 1.

Bang 1: Tht tw danh sb va hoéa chét

Vat a. b. C. d.
lieu | DémPBS | ANAlanh | "'I-ANA | Dém PBS
ong () (u)) (uh (1)
1 100 50 50 800
2 100 50 50 800
3 100 X 50 850
4 100 X 50 850
5 100 X 50 850
6 100 X 50 850

-Ong 1 va 2: Lan lwgt cho a va b vao ong, Gva Iac
& 60 rpm/ 37°C/120 phut. Tiép theo, cho ¢ vao éng, u
va lc 60 rpm/ 37 do/60 phut. Tiép theo, cho d vao
6ljg, ly tdm 3400 rpm x 10 phut, tach riéng can va dich
noi.

- Ong 3 va 4: Cho a va c vao 6ng, U va l&c & 60
rom/ 37°C/120 phut. Tiép theo, cho d vao éng, rut hét
hén dich sang 6ng méi, ly tdm 3400rpm x 10 phut,
tach riéng can va dich nbi.

-Ong 5 va 6: Cho a, ¢ va d vao bng, G va lac & 60
rpm/37°C/120 phdt. Ly tdm 3400rpm x 10 phdt, tach
riéng cén va dich néi dé dém sé phong xa.

- Ong dyng can dugc rira bang PBS 37°C /3 Ian,
sau dé dém sb phong xa trong ong.

* Phwong phap dém sb tia xa gama

May dém tia gama (National Instrument, Hoa Ky)
c6 thé dém so tia gama phat ra (CPM, count per
minute) t* mau cin do v&i cac khoang thdi gian khac
nhau: 1,5,10,20 va 60 gidy. Trong nghlen clu nay, méi
éng nghiém duoc do 3 lan trong vong 20 gidy, va CPM
dugc tinh 1a trung binh clia 3 1an do trv di phéng nén.
Phong nén la s6 CPM c6 trong try do & trong diéu kién
binh thwong, khdng chivra bat cir vat gi. Phéng nay
dwoc do trong vong 20 gidy sau khi hoan thanh thi
nghiém.

KET QUA VA BAN LUAN

- CPM trong 6ng thay tinh

Bang 2: CPM trén éng thay tinh va trong dich néi
(20 giay)

Ong | A CPM |[B,CPM|C,CPM| AIC | B/A | BIC
éng |6ngcan|dichndi| (%) | (%) | (%)
chra |saurtra
can
1 6639 1384 | 77813 | 8,53 |20,85] 1,78
2 5996 1796 | 71572 | 8,38 |29,95| 2,51
3 6633 1891 | 68782 | 9,64 |28,51| 2,75
4 7530 947 71386 [10,55[12,58| 1,33
5 5336 1611 | 85595 | 6,23 |30,19| 1,88
6 6318 1754 | 83538 | 7,56 |27,76| 2,1
Trun | 6408,7 | 1563,8 |76447,7| 8,5 | 25 2,1
g
binh
SD | 7335 349,9 | 69852 | 1,55 7 0,5
Nhan xét:

- Viéc c6 s dung ANA lanh (6ng 1 va 2), khong
gay sw khac biét két qud CPM trong 6ng thuy tinh
khéng str dung chét nay (6ng 3 va 4).

- Viéc st dung thoi gian U 120 min hay 180 min (2
giai doan) khéng anh huéng toi két qua dang ké gitra
cac 6ng thay tinh (6ng 1,2 so sanh voi 3,4).

- Thay ddi thé tich trong qua trinh 0 khong anh
huéng toi két qua dang ké gitra cac 6ng thay tinh (6ng
3,4vab, 6).

-Tilé CPM trong éng can chiém khoang 6-10% sb
CPM trong dich noi (ti 1€ A/C).

- Rtra 6ng chtra c&n 3 1an béng dung dich PBS 1am
gidm CPM con lai trong thanh éng thay tinh, trung binh
con 25% so vé&i trwée khi rira dng (i 1€ B/A).

- Rtra éng chira c&n 3 1an béng dung dich PBS 1am
gidm CPM con lai trong thanh éng thdy tinh, chi dat
quanh khoang 2% téng s6 CPM trong dich néi (ti 1&
B/C).

Nhw vay, viéc st dung éng thuy tinh trong thi
nghlem in vitro d& danh gia kha nang gén cla phirc
hcyp I —_ANA s€ giam duwoc sai s cta phirc hop nay
gan lén thanh ong ma khéng phai gan vao té bao.

- CPM trong ong nhwa Eppendorf
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Bang 3: CPM trén éng nhya Eppendotf va trong
dich n6i (20 giay)

Ong [A.CPM| B. [C.CPM| AIC | B/A| B/C
ong | CPM |dichndi| (%) | (%) | (%)
chtra ong
can can

sau

rtba
1 55919 | 51739 | 21573 [259,21]|92,52|239,83
2 57049 | 51739 | 19339 (294,99|90,69 (267,54
3 63905 | 61542 | 14339 |445,67(96,30(429,19
4 66628 | 63231 | 14566 |457,42(94,90| 4341
5 51216 | 49542 | 21125 (242,44|96,73|234,52
6 50363 | 47231 | 21931 [229,64|93,78|215,36

Trung |57513,3| 54170, | 18812,2| 321,6 | 94,1 | 303,4

binh 7

SD | 6595 |6600,5| 3493,3 | 103,1 | 2,3 | 100,7

Nhan xét:

- Ti 1& CPM trong &ng c&n cao hon dich néi tir 2-4
I&n (ti 18 A/C) & tét ca cac 6ng nghiém.

- Rtra 6ng chtra can 3 lan bang dung dich PBS lam
giam khéng dang ké CPM con lai trong thanh éng
nhya (i 1€ B/A), v&i lvgng con lai dat ttr 90% CMP
truréc khi riva 6ng. )

- CMP trén ong nhwa sau r&ra van cao hon CMp
trong dich néi tir 2-4 |an (ti 1& B/C).

_ Nhw vay, thanh éng nhya c6 gan mét lugng dang
ké phtrc hop ™'l —ANA, diéu nay sé& lam sai léch rat
16 toi két qua thi nghiém.

KET LUAN

So sanh hai loai éng nghiém dwoc str dung co thé
nhan thay ti 1& phtrc hop 1 —~ANA bam trén thanh éng
nhwa 1a cao hon nhiéu 1&n so vé&i thanh éng thay tinh

trée riva cling nhw sau khi rira. Dé tranh sai sb trong
qua trinh dém s6 dém phdng xa con trong dich can
sau li tam, nén st» dung ong nghiém thay tinh.
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