NGHIEN CUU CHE TAO IgG THO KHANG VI RUT BANNA CHUNG 05VN255
GAN ENZYME HORSERADISH PEROXIDASE

NGUYEN THI TUAN - Bénh vién Trung uong Quén doi 108
PHAN THI NGA - Vién Vé sinh dich té Trung uong

TOM TAT

Vi rat Banna moét vi rat Colti nhém B thubc ho
Reoviridae mdi dugc phat hién tai Viét Nam nam
2005, cho dén nay chua c6 sinh phdm cho céac
phuong phap ELISA dé chédn doan. Muc tiéu cla
nhom nghién ctu la tinh ché IgG thé khang vi rat
Banna chiing 05VN255 tir huyét thanh thé toan phan
va ché€ tao cong hdp IgG thd khang vi rat Banna
ching 05VN255 gén enzyme HRPO

Tor 40ml huyét thanh thé toan phén khang vi rut
Banna dugc sir dung dé tinh ché IgG thé bang bo kit
Mab Trap, st dung IgG thd tinh ché dé gan enzyme
HRPO. Két quéa da tinh ché dudc 4ml IgG thé khang
vi rut Banna, ham lugng protein ~10mg/ml. Tao dugc
2ml ¢ong hgp tir 1ml IgG thdé khang vi rat Banna,
cong hop IgG thd khang vi rat Banna rét tinh khiét voi
gia tri OD blank va méu chimg &m <0,05 (tiéu chuén
cho phép < 0,02), rét dac hiéu vdi vi rat Banna.

Tur khoa: Vi rat Banna, IgG.

SUMMARY

Banna virus belongs to Reoviridae, which has just
discovered in Viet nam of patient in 2005, so reagents
for diagnosis by ELISA techniques is not availabel.
Ojective: Purification of rabbit IgG anti Banna virus
and preparation of conjugate label HRPO enzyme.
From 40ml of rabbit whole molecular sera anti Banna
was used for purification of rabbit IgG by Mab Trap
kit, using purified rabbit IgG anti Banna for labeling
HRPO enzyme. Results: produced 4ml of rabbit IgG
anti Banna virus were purified with protein contain ~
18.74mg/ml. 2ml of conjugate were prepared from
1ml of rabbit IgG anti Banna virus. The conjugate is
purity OD of negative control and blank < 0.050
(criteria< 0.200) and specific with Banna virus.
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DAT VAN BE

Nam 2005, cé mot chling vi rat méi dugc phan lap
tr dich n&o tuy mot bé géi bi hdi chimng nao cap & Gia
Lai. Pay |a ching vi rat 1an dau tién gay bénh & Viét
Nam, chiing vi rat c6 ky hiéu 05VN255 va c6 vt liéu
di truyén tuong tu vi rat Banna, vi rat da gay bénh &
Trung Quéc va Indonesia nhiing nam 80 clia thé ky
truGc. Cho dén nay da phat hién ra 12 ching vi rat
Banna & Viét Nam tif dich ndo tuy va mudi 8 mot sé
tinh mién Bac, mién Trung, mién Nam va Tay Nguyén
(3] Dé xac dinh vai tro gay bénh cla vi rit Banna
bang céac kj thuat chan doan mién dich, phuc vu giam
sét huyét thanh hoc can c6 sinh pham. Do vay nghién
cliu ché tao sinh phdm cho chan doan va giam sat su
luu hanh cla vi rat Banna la mot van dé cép thiét.
Chinh vi vay chang t6i thuc hién nghién clu nay
nham muc tiéu:

Tinh ché& IgG thd khang vi rat Banna ching 05VN
255 tir huyét thanh thd toan phan.

Ché tao coéng hdp IgG thd khang vi rut Banna
chling 05VN255 gén enzyme HRPO.

VAT LIEU VA PHUONG PHAP

Vit lidu

Mau huyét thanh: 40ml huyét thanh thd toan phan
khang vi rat Banna chliing 05VN255

Dung dich: 10mM sodium carbonate, 0,2M sodium
carbonate, 1mM sodium acetate, PBS (-) va cac dung
dich can thiét khac cho ky thuat ELISA.

Hoa chat: HRPO, NalO,, NaBH,, BSA, co chét
TMB va cac hoa chat can thiét khac.

Trang thiét b va dung cu: B kit tach chiét IgG tur
huyét thanh toan phan (Mab—Trap k|t) clla Amersham
Biocience AB, Thuy Dién, hop thdm tich (dialysis
cassette) cla Perblo bom nhu ddng, gia d& cot tach
chiét, may quay dién ti, may quang phS, may doc
ELISA va cac dung cu can thiét khac.

Phuong phap

Tinh ché& IgG tir huyét thanh thd toan phan: huyét
thanh thd toan phan dugc bat hoat 56°C/30 phut. IgG
khang vi rat Banna dugc tinh ché tir huyét thanh tho
toan phan bang bd kit tach chiét Mab-Trap. Qua trinh
tinh ché& 1gG tir huyét thanh thé toan phan dugc thuc
hién theo huéng dan cla bo sinh phdm. Ham lugng
protein (mg/ml) ctia IgG thd khang vi rut Banna dudc
do bang may quang phé Eppendorf (Phap), tinh theo
cong thiic: gia tri OD,g, x 1,45- gid tri OD,g, x 0,75.

Gan HRPO v6i IgG thd khang vi rat Banna theo
phuong phap clia Wilson va Nakane [6],[7]. Kiém tra
IgG thd khang vi rat Banna va cong hop theo nguyén
ky thuat ELISA Sandwich [2]. Poc két qua bang may
doc ELISA véi budc sbng 492nm/620nm. Hiéu gia
khang nguyén vi rut dugc xac dinh gian ti€p bang gia
tri mat dé quang hoc véi diéu kién OD cla ching am,
OD cla blank < 0,02, ty s6 cia OD mau ching
du’dng[ OD ching am > 3 [1].

KET QUA

SU dung bo kit Mab-Trap dé tinh ché IgG, thu hdi
mau trong qua trinh tach chiét 1ml/tube, néng dd
protein trong qua trinh tinh ché dugc biéu thi nhu sau:
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Hinh 1. Tinh ché IgG thé khang virut Banna
béng b kit MAb Trap
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Tube 1, 2, 3, 4, 5, 6, la mau thu héi trong giai
doan cho mau huyét thanh chay qua cét, IgG thd cla
huyét thanh s& gan vao protein G con albumin va cac
thanh phan khac cla huyét thanh sé bi loai ra. Cac
tube s6 7, s6 8, s6 9, s6 10 Ia mau thu héi trong giai
doan s(r dung dung dich tach chiét IgG ra khoi protein
G, G céac tube nay protein do dudc l1a IgG thd khang vi
rat Banna dudc tinh ché bang cdt Hi Trap v6i néng do
protein (mg/ml) & cac tube 1an lugt nhu sau: 20,921;
39,668; 15,644; 7,563. Tron cac tube s6 7, 8, 9, 10
dugc 4ml IgG thd khang vi rdt Banna ching
05VN255, ham lugng protein ~ 18,74mg/ml.

Pha loang 1gG thd khang vi rat Banna c6 ham
lugng protein 18,74mg/ml thanh dung dich IgG cé
ham lugng ~ 10mg/ml. Ding 1ml IgG thd da pha
lodng nay dé gan enzyme HRPO dé tao thanh 2ml
cong hap IgG thd khang vi rat Banna. Kiém tra d6 dac
hiéu va do tinh khiét cla cong hop bang ky thuéat
ELISA Sandwich dé phat hién khang nguyén vi rat
Banna, cho thay IgG thd khang vi rit Banna va cong
hop gdn HRPO khéng c6 phan (ng chéo véi vi rat
viém ndo Nhat Ban, thé hién qua gia tri OD la: 0,155;
0,123; 0,067 tuong Ung vdi cac ndng dd cong hop
1/1000, 1/2000, 1/4000; ngudc lai rat dac hiéu Vi
mau chiing duong vi rat Banna véi gia tri OD la:
3,754; 2,766; 1,807 tuong (mg v4i cac ndng dd cdng
hop 1/1000, 1/2000, 1/4000.

Bang 1. OD clia cac mau kiém tra véi cong hop
IgG thd khang virut Banna

Hieu gié oD mau oD mau | OD mau té 0D ciia

cérig hap vi rat vi rat bao khgng blank
j - VNNB Banna gay nhiém
1000 0,155 3,754 0,054 0,032
2000 0,123 2,766 0,045 0,037
4000 0,067 1,807 0,053 0,045
8000 0,064 0,897 0,047 0,041
16000 0,056 0,456 0,034 0,044
32000 0,044 0,280 0,034 0,049

D0 tinh khiét clia cong hop dudc xac dinh gian ti€p
qua gia tri OD clia mau ching am (Mau nuéc ndi t&
C6/36 khong gay nhiém vi rat)va cac giéng Blank, &
nhiing mau nay gia tri OD rat thap tir 0,032 dén 0,049
véi cac néng dd cong hop tir 1/1000 dén 1/32000.
Theo két qua chudn dd, xac dinh IgG thd khang vi rat
Banna dung dé gan ban la 2mg/ml, cong hop IgG thd
khang vi rat Banna gé&n HRPO c6 thé st dung cho k§
thuat ELISA Sandwich dé phat hién khang nguyén vi
rat & dd pha loang 1/2000, day la cong hop s dung
cho ky thuat MAC-ELISA dé phat hién khang thé IgM
khang vi rat Banna va ky thuat INDIRECT- ELISA
phat hién IgG khang vi rit Banna trong chan doan
huyét thanh hoc.

BAN LUAN

Cé rat nhiéu phuong phap tinh ché IgG tir huyét
thanh. TruGc day cac phong xét nghiém trén thé gidi
hay dung phuong phap cé dién: IgG trong huyét
thanh dugc tla bang ammonium sulfate bdo hoa
trong dém photphate pH=7,4; tach chiét va tinh ché

IgG tir huyét thanh theo phuang phap nay phic tap,
mat nhiéu thdi gian khodng 2 ngay va s dung nhiéu
dung dich, hoa chét trong qua trinh thuc hién [5],[6].

Nhiing nam gan day c6é nhiéu bo kit tach chiét
dugc thuong mai hoa trén thi trudng vdi viéc st dung
protein A hoac protein G lam c6t Hi Trap dé tom bt
IgG tUr huyét thanh va thu héi IgG tinh khiét. Trong
nghién clu nay s dung bd kit Mab-Trap da tinh ché
dugc 4ml IgG thd khang vi rat Banna ¢6 néng dd
protein ~18,74 mg/ml, cot Hi Trap dugc dong gbéi san
véi 1ml protein G da tinh ché dugc ham lugng protein
t6i da nhu hiéu suat tinh ché da ghi nhan tir nha sén
xuat bo Kit.

Cac enzyme thudng st dung dé 1am céng hop nhu
biotin, alkalin photphat, HRPO... nhung HRPO
thudng dudc st dung vi HRPO cé ngudn gdc thuc vat,
gia thanh khéng cao, mat khac day la enzyme da
thuong mai hoa [4]. Viéc si dung HRPO dé gén IgG
thd khang vi rat Banna dé ché tao cong hop cé do
nhay, do tinh khiét cao va dé dac hiéu cao. SU dung
sinh phdm ché tao dudc cho ky thuat ELISA
Sandwich & dd pha loang 1/2000 Ia tts nhat vi mat do
quang cao va 6n dinh gitp (ng dung dé phat hién
nhanh vi rut Banna [4].

Viéc ché tao thanh céng IgG thé va cong hop
khang vi rat Banna la co sG cho viéc xay dung ky
thuat MAC- ELISA dé phat hién IgM va INDIRECT-
ELISA phat hién IgG khang vi rat Banna gilp cho
chdn doan va giam sat huyét thanh hoc su nhiém vi
rat dugc nhanh chéng va chinh xac.

KET LUAN

1. T& 40ml huyét thanh thd toan phan da tinh ché
dudc 4ml IgG tho khang vi rat Banna ching 05VN255
c6 néng dd protein ~18,74mg/ml bang bd kit Mab
Trap. IgG thd khang vi rut Banna tinh khiét dung cho
ky thuét ELISA Sandwich 2ug/ml.

2. Ché tao thanh céng 2ml cong hop IgG thd
khang vi rut Banna gédn HRPO c¢6 hiéu gia cao, dac
hiéu st dung cho ky thuat ELISA Sandwich & d6 pha
loang 1/2000, day ciing la céng hop st dung cho ky
thuat MAC- ELISA va INDIRECT- ELISA.
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