Phuong phap luu giir té bao cho phan \ng mién dich peroxidase don 16p (IPMA) dé
xac dinh ham luwgng khang thé chong lai virut PRRS doc luc cao.
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Tom tit

Viéce luu giit md té bao nudi cAy nhiém virut gdy hoi chimg rdi loan sinh san va ho hip o lon
(PRRS) doc luc cao trong dia 96 giéng di duoc tién hanh dé d& dang xac dinh ham lugng khang thé
trong huyét thanh bang phan tng mién dich peroxidase don 16p. Céc phuong phap rira dém, c¢b dinh va
lam kho da dugc ap dung cho viéc luu giit trong ti lanh. Pia dugc tao ra bang phuong phap rira dém
sau khi lwu git duoc st dung dé do ham luong IPMA thi thdy khong c6 su thay dbi vé ham luong
IPMA trudc va sau khi luu trit 6 thang, nhung khong dung véi 2 phuong phap c6 dinh va lam khé. Tuy
nhién, cling voi phuong phap nay khi dia dugc luu trit trong 1 nam thi ham luong IPMA c6 giam nhe ¢
mot SO loai huyet thanh nhung khong phai voi tat ca.
Chung t6i dé chi ra rd rang rang phuwong phap luu trir bang cach rira dém 14 rat hitu ich va xac dinh
nhanh chéng ham lugng khang thé khang virut PRRS bang phan tmg IPMA.
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Method of storage cell for immunoperoxidase monolayer assay to measure antibody

titer to against highly pathogenic PRRS virus.
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Summary

Storage of tissue culture cell infected with highly pathogenic porcine reproductive and respiratory
syndrome (PRRS) virus in 96-well microplate was conducted to measure easily immunoperoxidase
monolayer assay (IPMA) titer in serum. Washing buffer, fixed and dry methods were used for storage at
refrigerator. When the microplate made by washing buffer method for storage was used to measure
IPMA titer, there are no change in the IPMA titer before and after storages for 6 months, but not in
other 2 methods. However, with the same method when the microplate was stored for 1 year, the IPMA
titer was slightly decreased in some of serum but not all sera.

We showed clearly that the storage method by washing buffer was generally useful and measured
quickly IPMA titer of antibody to PRRS virus.

Key words: IPMA test, PRRS virus.

I. Dat van deé

Hoi ching rdi loan sinh san va ho hap ¢ lon (PRRS) di duoc biét dén 1a mot bénh quan trong va
gay thiét hai kinh té dang ké cho cac trai lon trén nhiéu nudc. O Viét Nam, su thiét hai kinh té cua cac
trai lon con nghiém trong hon so véi nhirng nudce khac do su xuét hién cua virut PRRS doc luc cao, boi
vi virut PRRS nay c6 kha niang gay bénh cao (1). Virut PRRS doc luc cao da xuat hién va bung nd tai
Viét Nam vao nam 200

1. Co quan Thit y Vimg IV, Ba Nang. 2. Vin phong JICA tai Viét Nam.
Phan tg huyét thanh hoc 13 phan timg quan trong ddi voi cac chan doan PRRS. Pa c6 nhiéu phuong
phap xét nghiém huyét thanh hoc dé phat hién khang thé ctia virut PRRS dugc mo ta. Do 1a nhiing
phuong phap nhu phan trng mién dich peroxidase don 16p (immunoperoxidase monolayer assay -
IPMA) (3), phan tng mién dich huynh quang gian tiép (indirect immunofluorecent assay), phan ting
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ELISA (enzyme linked immunosorbent assay) (4), phan tmg trc ché sy ngung két hong cau
(hemagglutination-inhibition test) va phan ung trung hoa (5). Viéc sir dung thich hgp cac phuong phap
thi nghiém dugc xem xét boi Christpher-Hennings et., Al (6).

B6 kit ELISA dung dé chin doan PRRS lu6n c6 sin trén thi truong va rat hitu ich. Tuy nhién, bd
kit nay 1a rat dit ddi v6i ngudi dung. Hon nita, nhirng bo kit thwong mai c6 sin khong dung nhitng
chung virut ciia Viét Nam va Trung Qudc 1am khang nguyén. Mot sé nha nghién ctru ciing da chi ra cac
phan tng khong dic hiéu boi nhitng bo kit ban sin khi thir d6i v6i nhitng lon khong mang mam bénh
(SPF) (7).

Mit khac, phan Gmg IPMA c6 thé xac dinh dugc khang thé dic hiéu cua PRRS. Phuong phap
nay da dugc so sanh voi phuong phap ELISA va chan ELISA (blocking ELISA) (8, 9). Tuy nhién,
phuong phap IPMA la khong dé dé thyc hién vi phai nu6i cay té bao va né can mot tuan dé chuan bi
gay nhiém té bao voi virut PRRS trén dia 96 giéng dé dung cho phan tng. Vi vdy, phuong phap nay
khong thich hop trong phong thi nghiém chan doan thong thudng cho nhimng thi nghiém hang ngay

Trong khuén kho bai bao nay ching t61 xin mo ta mot phuwong phap dé luu giir cac té bao bi
nhiém virut PRRS doc luc cao trong dia 96 giéng dé dé dang va nhanh chéng st dung cho phan tng
IPMA.

I1. Nguyén li¢u va phwong phap
2.1 Nguyén liéu

Virut PRRS: 196VN chung virut PRRS phan lap duoc tir thyc dia tai Viét Nam (VN) ndm 2007 tir tién
s Ken Inui dd dugc s dung cho thi nghiém nay. Nhing chung virut nay c¢6 dac tinh tuong ty nhu
ching PRRS ddc luc cao ctia Trung Quoc (10).

Huyét thanh  dung cho phdn ing:

Huyét thanh lon sach khong nhidm bénh co ban san trén thi truong duge dung nhu 1a huyet
thanh am tinh v&i khang thé PRRS (d6i chimg am). Huyét thanh duong tinh (d6i chimg duong) va huyét
thanh dung de kiém tra duoc thu thap tir nhitng mau thyuc dia nim 2008 di dugc dung cho phan tng nay
(10). Cac mau huyét thanh dugc vo hoat & 56 °C trong 45 phut. Ching duoc pha lodng voi dung dich
PBS c6 chita 1% Tween 80 va 5% skim milk & cap d6 pha lodng s 4 bat dau tir 1:10.

2.2 Phwong phap
Nuéi cdy té bao:

Té bao MARC - 145 duoc sir dung dé nhan giéng virut PRRS doc luc cao (10). Té bao nay dugc
nudi ciy trong binh tam giac c6 chira EME (Eagle's Minimum Esential Medium) vé&i 5% huyét thanh bé
& 37°C trong 3 dén 4 ngay. Té bao duoc thu hoach bang trypsin va sau do rira 3 1an véi PBS bang cach
ly tam. Cac té bao duoc diéu chinh dé dat 5 x 10%/ml trén GM ( Growth Medium) sau d6 chia ra cac
giéng trén dia gdm 96 giéng voi lugng 100 pl/giéng.

Chudn bi té bao nhiém:

196VN chung virut PRRS-VN dugc pha loang dé tao 500TC|D50/ ml bing dung dich GM va sau
do dung 100pl phu 1én mdi gleng c¢6 chira té bao MARC trong dia 96 gleng da chuan bi ¢ trén. Chung
dugc nubi cay ¢ 37°C trong tu am CO; trong 2 ngay. M6i trudong nudi cay trong m01 giéng s& duoc loai
bo sau khi quan sat thay cac blen ddi bénh 1y té bao dién hinh trén bé mit cua giéng da duoc nhiém
virut PRRS. Sau d6 c¢b dinh té bao bang 100 ul PBS ¢6 chira 10% formalin va 1% NP-40 (dung dich
¢6 dinh) cho mdi giéng. Chiing duoc gitr & nhiét dd phong trong 30 phit dé ¢ dinh.
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Luu giie 16 bao nhiém virut PRRS déc luc cao trong dia 96 giéng;

Chung t61 da dung 3 phuong phap de luu gitr té bao do 1a phuong phap rua, ¢6 dinh va lam khsé.
Phuong phap rira duoc thyc hién sau budc ¢b dinh té bao trong dia 96 giéng dd néu ¢ trén. Té bao duoc
rira nhanh 3 1an bang dung dich dém ria ¢6 chira 1% Tween 80 & nhiét d6 phong (phuwong phép ria).
Dia dugc bit kin 18n trén bé mit cia giéng bang bang dinh (Happy Co., Ltd) sau khi cho thém vao 100
ul dung dich dém rira roi cat chiing vao tu lanh cho dén khi dung. Phuong phéap cb dinh dugc thyc hién
khi thém 100 ul dung dich ¢ dinh vao mdi giéng sau khi rira bang dung dich dém rura. Dia duoc bit kin
va luu giit gibng nhu phuong phép ria. Phuong phap 1am khé 1a phuong phap ma khong cho thém dung
dich dém rtra hoac dung dich ¢ dinh vao dia 96 giéng sau khi da rira nhanh bfmg dung dich dém rua.
Viéc luu giit duoc thyc hién gidng nhu 2 phuong phép trén.

Xdc dinh hiéu gia IPMA:

Dia 96 giéng chira té bao nhiém trudc hodc sau khi luu giir trong ti lanh dugce rira 2 1an v6i dém
pha lodng. 50ul huyét thanh di pha lodng & trén dugc chuyén téi timg giéng trén dia va sau d6 dat vao
ta &m 37°C trong 30 phl’lt Dia dugc rira tiép 3 1an bang dung dich dém rira va thém vao 50pul IgG tho
khéang lon da duoc tlep hop peroxidase (US Blologlcal) vao moi gleng Chung lai duogc u ¢ 37°C trong
30 phat va rira 3 lan véi dung dich dém rira. Chat nén bao gom Iml dung dich AEC (3-amino-9-

ethylcarbazole) nguyén chat, 14 ml dung dich acetate 0,1 M va 15l H202 30% di duoc cho vao mdi

giéng va quan sat cac bién doi bénh 1y t& bao bang kinh hién vi dao ngugc (inverted microscope). Hiéu
gi4 da xuit hién ¢ ndng d6 pha lodng cao nhat ctia huyét thanh.

I11. Két qua va thao luin o )
Bing 1. So sanh hi¢u gid khang thé bang phan irng mién dich peroxidase don I6p khi dp
dung 3 phwong phap luu giir té bao trong 1 thang

STT Huyét Trudc khi luu Cdc phwong phap luu trit
thanh trie Ria | Cé dinh Lam kho
1 1:640 1:640 <1:10 <1:10
2 1:640 1:640 <1:10 <1:10
3 1:40 1:40 <1:10 <1:10
4 1:160 1:160 <1:10 <1:10
5 1: 160 1:160 <1:10 <1:10
6 1: 640 1:640 <1:10 <1:10
7 1:40 1:40 <1:10 <1:10
8 1:160 1:160 <1:10 <1:10
9 1:40 1:40 <1:10 <1:10
Dbi chiig am <1:10 <1:10 <1:10 <1:10
Pbi chimg 4m <1:10 <1:10 <1:10 <1:10
Dbi chimg duong 1:640 1:640 <1:10 <1:10

W pgi chitng dm va doi chitng dwong lan lwot la huyét thanh am tinh va dweong tinh véi virut PRRS.
Bang 1 cho thiy su so sanh vé hiéu gia IPMA trong huyét thanh bang phuong phap IPMA. Cac

hiéu gia IPMA trong dia 96 giéng sau khi luu gitr ¢ tu lanh trong vong 1 thang bang phuong phap rua

cho thay la giong nhau trong nhicu loai huyét thanh, trong khi lai khong thay hi¢u gia trong dia dugc
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lwu giir bang phuwong phap c¢b dinh va lam kho sau 1 thang trong tu lanh. Sy bién ddi bénh 1y té bao do
virut PRRS duoc quan sat thay trong cac té bao luu trir bang phuong phap rira va 1am khé, cho du cac té
bao nay khong dugc nhuém bang cac chat nén. DPiém gin két lién hop trén bé mit té bao nhidm virut
PRRS c6 thé bi tic dong mot cach nhanh chéng boi dung dich AEC khi luu trit. Dya theo két qua nay,
chung t6i d3 chon phuong phap rtra dé luu trir dia trong ti lanh.

Bing 2. Hiéu gid IPMA khi ding phwong phdp rira bang dung dich dém sau khi luu triv
trong tu lanh

STT huyét Truede khi luu Thoi gian luu trit (thang)
thanh @ trie 2 6 12
1 1:640 1:640 1:640 1:640
2 1:640 1:640 1:640 1:640
3 1:40 1:40 1:40 1:10
4 1:160 1:160 1:160 1:40
5 1:160 1:160 1:160 1:40
6 1:640 1:640 1:640 1:160
7 1:40 1:40 1:40 1:10
8 1:160 1:160 1:160 1:40
9 1:40 1:40 1:40 1:10
Dbi chimg 4m <1:10 <1:10 <1:10 <1:10
Pbi chimg 4m <1:10 <1:10 <1:10 <1:10
Ddi chimg duong 1:640 1:640 1:640 1:640

~ W pgi chitng dam va doi chitng dwong lan lwot la huyét thanh am tinh va dwong tinh véi virut PRRS.

Bang 2 cho théy hi¢u gia IPMA trong dia 96 giéng sau khi luu trit 2, 6 va 12 thang tai ta lanh.
Chung t6i khong thiy c6 su khac biét vé hiéu gia IPMA sau khi luu giir trong khoang thoi gian dai. Tuy
nhién, hi¢u gia IPMA c6 dau hiéu giam nhe khi luu trir trong khoang 1 nam d6i voi mot s6 huyét thanh
va khu vuc bién doi bénh 1y té bao dugc quan sat giam con khoang 70-80% sau khi duoc nhuém mau
bang chét nén. Tir nhimg dir liéu nay cho thdy chung ta chi nén luu trir té bao ti da 1a trong vong mot
nam.

Céc dia 96 giéng luu trit té bao trong 1 nim di khong hién thi bi nhiém vi khuan trong cac
giéng. Tween 80 khong nhitng c6 thé ngan chan vi khuan phat trién trong giéng ma con co thé giir
nhiing té bao nhidm virut PRRS trong thoi gian dai ¢ ti lanh ma khong 1am mat di hiéu gid IPMA.

Két qua cia ching t6i cho thiy rd rang rang phuong phap mién dich peroxidase don 16p st
dung dung dich dém rira rat dé thuc hién va c6 thé tién hanh thuong xuyén trong phong thi nghiém.
Phuong phap dém rta rat d& chuan bi cho dia 96 giéng c6 chtra té bao nhidm virut PRRS. Khi nhén
dugc cac mau tir thuc dia, chung toi ¢6 thé nhanh chong thong bao két qua hi¢u gia IPMA cho ngudi
gtri bang viée st dung phuong phap nay. Cac dia 96 giéng dugc tao ra bang phuong phap rira voi dung
dich dém co the duoc giri dén cac phong thi nghiém, noi khong c6 trang thiét bi dic biét dung cho nubi
cdy md va té bao, tir phong thi nghiém trung tim dé phat hién hiéu gia khang thé cua virut PRRS doc
luc cao bang phuong phap IPMA. Chung t6i hy vong rang phuong phap nay s& dugc cac nha khoa hoc
sir dung nhiéu trong phong thi nghiém.
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