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TOM TAT

Phuong phip ELISA phét hign khang thé khing tic ohin piy bénh trong buyét thanh vit chu dang
dugc sir dyng pbd bién trong sing loc c4 thé da vi dang mang mam bénh trén quy mo I1on. Céc kit ELISA
dugc phat trién dya wrén khang oguyén tsi t hop djc hi¢u da dugc chimg minh 1 c6 d6 nhay va d¢ dic
higu cao. Trong cdng trinh nay, ching 16i cong bd cac két qua vé viée sir dyng khéng nguyén roi tdi t6 hop
FIjB2 cua S. typhimurium d& dugc chimg minh 4 lién ké1 dac hiéu véi khang thé khéng 5. typhimurium d4é
tgo kit ELISA. Véi 100 ng rPIjB2 dugc Phl) 1én mét giéng 13 thich hop nhét trong thi nghiém ndy két bgp
v6i mAu huyét twong ga pha loding 107 Ian thi két qua dat dugc 12 16t nhit. Nguamg ding dé phén bigt mAu
4m tinh va miu duong tinh cta kit ELISA ndy la 0,096. ELISA kit dugc phét trién dira vdo viée st dyng
khAng nguyén rFjB2 c6 46 nhay 13 100% va ) diic higu 1a 100%. Bén muoi 13m mau am tinh dugc kiém
tra biing kit ndy déu thu dugc két qua am tinh thyc, 32 mau duong tinh dugc kiém tra cho két qua tét ca Ia
miu duong tinh thyc. B$ miu huyét thanh d& biét trwéc 1a dm tinh hay duong tinh dugc sit dyng dé kiém
tra syr én dinh va 4§ I8p lgi cua cac két qua thi nghiém. Cac két qué thi nghiém thu duge én dinh déi véi ca
mAu 4m tinh vA duong tinh khi thyc hién bing bb sinh phim nay. Diéu ndy cé nghfa ring ching ta nhén
duge cing mjt két qua néu thir nghiém mét mau huyét thanh én cac giéng ctia mot kit, holic trén cAc kit

khéc nhau.
Tir khéa: ELISA. Saly lla typh ium, di 6 nhay, dp dgc higu
M3 DAU Dé cai thign 40 dfic hiéu cac nha nghién ciru da sit

Salmonella typhimurium 1a mit trong hai type
huyél thanh Salmonella giy nén bénh ng$ déc & con
ngudi. Dau cia thip ki 70 ching gay nhiém chi yéu
& ngudi 1 S. enteritidis, nhung dén diu thap ki 90
thi ching gay nhiém 12 S. typhimurium (Anonymous
2000). Theo théng ké ciia T6 chirc Y 1é Thé gisi nam
2005 c6 161 79% trong sb cdc ca ngd déc thyc phim
Sal lla 1a do S. typhimurium giy nén (WHO,
2005). Type huyét thanh ndy c6 kha ning truyén tr
dong vt sang ngudi, chiing cilng c6 kha ning truyén
tr ngudi sang ngudi (Galan, Curtiss, 1991; Baumler
el al.. 2000; Gast et al.. 2002). S. typhimurium ky
sinh chi yéu & gia cim va thiy cir, vi thé kiém sodt
chjit che gia cAm va thiy cdm ohiém Salmonella 14
mdt vige lam hét sirc cin thiét.

Céc nha khoa hoc da phat trién cic phuong phap
phét hi¢n nhanh S. fyphimurium trong miu thyc
phém, gia cm vi thiy cdm. M3i phuong phép déu
6 nhing wru diém v nhugce diém nhét dinh. Phuong
phdp ELISA sang loc khéng thé khing Salmanellla
trong huyét thanh gﬂ cé thé thyc hign duge nhieu
mau mt lic, cho két qua nhanh, nhay nhimg 4§ dic
hiéu chua cao (Prusak-Sochaczewski, Luong 1989).

dyng khang thé don dong (Robinson et al., 1983;
Smith, Jones, 1983) hoic khang nguyén tii 16 hop
(van Zijderveld ef al., 1992) dé tgo kit. Tiép cén theo
huémg nghién ciru niy, ching t6i nghién ciru phét
trién kit ELISA véi nguyén liéu 2 khang nguyén roi
i 16 hop FIjB2,

NGUYEN LIEU VA PHUGNG PHAP

Nguyén li¢u
Méu huyét teong

Mudi hai miu huyét trong gd am tinh thu tr ga
khong nhiém Salmonella; 45 mau huyét nrong am
tinh di vai S. typhimurium: 15 miu thu tr 15 ga
khéng nhiém Salmonella, 6 mau thu tir 6 ga digc gay
mién dich biing protein tdng sb ciia £ coli, 24 mau thu
tir 24 ga duge giy mién dich bing protein tdng s cia
S. emteritidis va khéng nguyén roi ti t5 hgp tir S.
enteritidis dugc sin xudt trong té bao E. coli da tinh
sach: 32 mlu huyét tuong ga duong tinh duge thu tir
cic ga giy mién dich bing protein tong sb cia .
typhimurium va protein khing nguyén roi i 6 hop tir
S. typhimurium sin xuit trong t bio E. coli da tinh
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sach. Tét ca cac miu huyét trong néu wén déu nhin
duge tir Ti tim Dgng vat Thyre nghiém, Thuy Dien,
cic miu huyét tuong trén déu dugc xéc nhén tinh trang
am tinh hogic duong tinh véi S. typhimurium bang thi
nghiém western blot.

Khing nguyén rFljB2

Khang nguyén rFljB2 cé db sach trén 96% do
Phong Ky thuit di truyén, Vién Cong nghé sinh hoe
t30 ra.

Phuong phép

Thi nghigm ELISA

Thi nghi¢m ELISA phét hi¢n khéng thé khéng S.
typhimurium duvc tién hanh theo Eiji va dong thc gia
(2004) c6 cai tién nhu mo ta cia Nguydn Thi Trung
(2008) (Nguyén Thi Trung, 2008; Nguyén Thj
Trung, Trrong Nam Hai. 2008). Mdi giéng cua
microplate dugc nhé 100 pl khang nguyén da pha
lodng & ndng d thich hgp bing dung dich gin ban
(1000 ml: 1,18 g Na,CO,. 3.47 g NaHCO,, pH9.6),
diung .nép ddy kin va u & 4°C trong 18 h. Rira ban 3
lan bing dung dich rira ban (1000 ml: 0,8 g NaCl,
0,02 g KC), 0.115 g NazHP04. 0,02 g KH,PO,,
pH7.3, 300 pl Tween 20). mdi lin 200 - 300
nlgiéng. BS sung 100 ul 1% BSA vao mdi gxeng.
60 phut & 37°C trong budng 4m. Rura ban 3 lan, bd
sung 100 pi huyét tuong d3 pha loing vio méi
giéng. u 60 phit & 37°C. Rira ban 5 lin, sau d6 nho
vao m0| giéng 100 ul khang thé khang 1gG ciia ga
san xudt ¢ tho co gin enzyme peroxidase da pha
loang. u 60 phét & 37°C. Rira ban § lin, sau d6 nho
vao mdi giéng 100 i TMB pha trong dém acetate-
citrate pH5,6. BS sung vao mdi giéng 100 pl | N

H;SO, dé dimg phan img. Do OD & bude séng 450
nm bing miy doc ELISA. Xir ly s6 ligu bang phan
mém Excel, so sanh véi thong s6 cia kit dé dua ra
che két ludn vé miu,

Xde d,nh nong dp khing nguyén va dp pha lodng
huyét thanh

Thi nghi¢m duge tién hénh theo Luyten va dong
tic gia (2004). Khang nguyén t4i 16 hgp duge pha
loang thanh 7 nong d¢: 1000, 500, 100, 50 10, 1,0,!
ngjmj Nho 100 qulcng theo hing, nong 6 cao
ohdt & hang A. nong d¢ giam dan dén hang G, hiang
H i 1% BSA. Phién nhya dugc 8ilr & trang thii yén
tinh 0 4°C. 16 h, sau d6 dugc rira 3 - § lin bing dung
dich nra ban. Huyét twong dugc pha loang & 11 do
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pha loang: 5.10°,
5.107, 1o* 2.10%, 5.10%, 10, Cét 1 aho 100 ul 1%
BSA, mdi cft tir 2 dén 12 duge ahd 100 pl huyet
thanh theo d§ pha loang giam din. Céc budc tiép
theo dugc tien hanh nhv cdc buéc mé té & myc th
nghi¢gm ELISA.

Xde djnh ngirong phan bigt mdu dm tinh va dwong
tinh

Thi nghi¢m dugc tién hanh theo Luyten va dong
tac gia (2004). Cic miu huyét tuong duge pha lo2ng
& ong @6 16i wu vA dugc phu lén 3 giéng cla mt
microplate. Thi nghi¢m 13p lai trén 3 microplate khic
nhau. OD pgudng = ODrac g b cdhng + 3 SDrace Yéu
chu: SD (Standard deviation-d9 léch chudn) va SDpc
<0.! thi miu dat yéu ciu kiém dinh.

D§ én dinh cia két qua thi nghi¢m dbi véi miu ém
tinh

Thi nghi¢m duvc tién hanh theo Luyten vi dong
tac gid (2004) M3i miu huyét thanh am tinh duge
1ap lai 10 lan wén mot microplate va thye hi¢n trén 3
microplate khic nhau. Trén mt microplate: tinh todn
gid trj SD vi CV (Coeflection deviation - h¢ sé bién
thién) dyra vao gia trj OD, néu SD < 0,1 va CV < 0,1 thi
két qua thi nghiém cd kha ning lip li. Giira chc
microplate: tinh toan gid trj SD chung va CV chung
clha mt méu, néu cc gia trj ndy déu nhé hon 0,1 thi
két qua thi nghiém I3p lai.

Dj on dink cia két qud thi nghigm déi véi méu
dwong tinh

Quy trinh thi nghiém dugc lién hanh theo
Luyten va déng tac gia (2004) MBI mau duge pha
thanh 6 44 pha loang theo cip sd nhin. Mot mau lip
lai 4 1dn trén mét microplate va thyc hién trén 3
microplate khéac nhau. Trén mét microplate: tinh
to4n chc gid trj SD, CV, néu SD < 0,1 vaCV<0,1 thi
két qua thi nghiém 13p Igi trong mét 1an thi nghigm.
Gitra céc mjcroplale gia trj SD chung va CV chung
duoc tinh toan, néu cic gia tri nay nho hon 0,1 thi
két qua thi nghiém cé kha ning Ip lai gilra cc 1in
thi nghiém.

Xdc djnh dj nhay va dp dic higu cia phuong phép

Thi nghiém dugc 1ién hanh theo Luyten va dbng
tc gia (2004). B$ nhay (%) = Sé duong tinh
thyc/Sé duung tinh x 100%. D$ dac higu (%) = sé
am tinh thyc/S6 am tinh * 100%.

.
10%, 2.10% 5107, 10% 2.10°4 |
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KET QUA VA THAO LUAN

Teo kit ELISA phét hi¢n khdng thé Khéng S.
typhimurium
Néng 4‘16 khdng nguyén va dj pha loing huyér
tuong 1oi wu

Thyc hign thi nghiém nhu d2 mé ta trong phin
phuong phép, chiing t6i dyng dd thi mé ta mon tuong

quan cia nong dd khang nguyén vi mét sé d¢ pha
loang huyét twong ga (Hinh 1).

Két qua nhan dugc & ndng dp khéng nguyén la
100 ng/giéng thi OD,so do duge la 16n nhét 1a lém
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nhit déi vai tht ca cic dd pha loéng cia huyét
trong. Déi véi dﬁ pha loding cla huycl tuong, cic
méu dic hon 107 hodc lodng hon 10™ déu cho gia
trj OD.sp giam 1d rét, cu thé tai d¢ pha loang 10
gia i1 ODyso chl dat gan 1/3 gi4 trj ODyso cha 46
pha lodng 102, Néng d6 khang nguyén phu 1én céc
gléng cua microplate cling anh hwéng rat lcrn dén
két qua thu duge. Chc két qua thu dugc kha 6n djnh
trong khoing ndng 45 tir 1 dén 100 ng/giéng, tuy
nhién tai nbng 4 khang nguyén 12 100 ng/giéng thi
gid 1rj OD nhén duge vdn lén nhat Qua céc gni trj
OD thu nhin duge, ching t8i quyét chon ndng dd
khang nguyén la 100 ng/giéng vd do pha loing
huyét thanhb ga 12 102,
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Nbng dd khang nguyén (ng/giéng).

Hinh 1. DY thj tuos

quan gia ndng dO khang nguyén va dé pha loang huyél thanh ga. Buang trén cing bidu hj gia tri

ODusy cia mBu huyét twong ga pha loang 107 vl mdt s ndng 6b khang nguydn; Tuang ty, dutng thir 2 Iy trén xubng
huyét trong ga pha lodng 10 dudng thir 3 hr trén xubng huyét twong ga pha loang 10™; duréng dudi ciing khdng ¢d

huyét twong.

Xdc dinh gid trj OD gidi han giita méu ém tinh va
mdu duwong tinh

Muei hai mbu huyél wong ga dm tinh duoc sir
dung dé x4c dinh ngudng phin bie( mau am tinh va
duong tinh. Gia trj OD cua céc méu dugc do Iém co
5o tinh todn d¢ léch chudn chung gitra cic miu im
tinh (Bang 1)

Két qua & bang | cho thiy gi4 tj OD cia miu
&m tinh dao ddng trong mét khodng ngan, tr 0.05

dén 0,094. Gia trj ODrpc cia it ci cic mau am Ia
0,065 va gia j SD tinh t04n dugc dya trén gia trj
OD 12 0,011. OD gigi han = ODrgc + 3SD = (0,065
+3x0,011)=0,096. Véi cach tinh néyséc6999%
cic gid trj OD do duge thuje khoang gia trj 46 va
xdc suat tin ciy 1a P<0,00/. Néu sit dyng bé sinh
phim pay dé phit hién khang Lhc khang S.
nvphimurium trong huyét (Hanh ga, mau nao cé gia trj
OD 1ém hon 0,096 duvc két luan la méu duong tinh
va nho hon 0,096 thi két Iugn 12 mau am tinh,
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Bing 1. ODuso cia 12 miu huyét tromg ga am tinh.
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1 2 3 4 5 6 7 8 9 10 " 12

A 0075 0,058 0,055 0,061 0,059 0,059 0059 0056 0054 0057 0054 0057757

B 0,076 0055 0,055 0,061 0,072 0,062 0,070 0,060 0062 0053 0052 0,05 53

c 0,061 0,058 0,050 0.066 0,087 0,061 0,059 0060 0057 00568 0054 0054

D 0083 0059 0054 0,066 0,071 0,065 0,063 0062 0060 0056 0053 0054

E 0,084 0,068 0,057 0,070 0,079 0,077 0075 0078 0071 0083 0060 0,084

F 0094 0067 005 0076 0,075 0,091 0,070 0,076 0061 0062 0,057 0058

G 0,076 0,066 0,052 0,088 0,071 0,099 0,072 0,088 0063 0061 0,054 0054

H 0088 0,064 0,060 0,087 0,083 0,085 0,070 0,072 0,063 0061 005 0,055
ODrse: 0,065  SDchung: 0,011 0D nguding: 0,096

P <0,001

Kim soét chit lwgng cua sin phim
D} én dinh cia cdc két qud thi nghigm db1 véi méu
am tinh

Kha nang Mp lai cua cic két qua thi nghiém khi
thye hién trén mét microplate duge két lugn théng
qua céc gia trj SD va CV.

Két qua & bang 2 cho thiy hdu hét SD vi CV
tinh toéin dugc déu ntho hom 0,1 nén dat yéu cdu kiém
dinh. Chi mdu sé 10/microplate 2, miu s 6 vi
8/microplate 3 ¢ CV 16n hon 0,1. Nhung sy sai
khic dé khéng co ¥ nghia thong ké mé chi Ia sai sé

ngau nhién, cac gia trj SD tinh todn duge tai céc vj
tri nay déu nho hon 0.01. Do viy, miu 4m tinh cho
két qua on dinh khi thyc hién thi nghi¢m trén mét
microplate trong mt 14n tién hanh thi nghigm.

Cic gid trj OD, SD chung va CV chung déu nhd
hon 0,1 nén két qué thi nghiém c6 kha nang 3p i cao
khi miu dugc thir nghiém trén cdc microplate khic
nhau (Bang 3). Cac chim den trén hinh biéu thi méi
tuong quan vé két qui ODrg ctia mot mau khi thye
hién trén bai microplate khic nhau (Hinh 2). Cdc gié
trj OD déu t4p trung xung quanh dudng xién (y = 1. x
= 1), nhur véy céc két qua c6 kha niing 1¥p lai it tot.

Bang 2. Gié trj SD va CV cia m3u &m tinh 18n ting microplate.

Miu 34 Microplate 1 Microplate 2 Microplate 3
so cv <0,17? sD cv <017 sD cv <0,17?
1 0.004 0,070 bat 0,005 0,091 Dbat 0,003 0,053 Dat
2 0,008 0,087 Dat 0.004 0,085 Dat 0,007 0,090 Bat
3 0,005 0,067 Dat 0,005 0,084 Bbat 0.009 0,099 Dat
4 0.007 0,094 Patl 0,006 0,088 bal 0,005 0,059 Dat
5 0.006 0,086 bal 0,008 0,084 bat 0,007 0,086 Pat
6 0,004 0,061 Dat 0,006 0.089 Dat 0,008 0,101 Pat
7 0,007 0,091 Dat 0,005 0,053 Pat 0,006 0,067 Dat
8 0,006 0.078 bat 0,007 0,090 bat 0,008 0,101 Dat
9 0.007 0,087 Pat 0,003 0,034 Dat 0.004 0,044 Dbat
10 0,005 0,074 Dal 0,007 0,104 bat 0.006 0,083 Dat
" 0,004 0,051 Dbat 0,008 0.097 Dat 0,008 0.098 Bat
12 0.005 0.070 gt 0.004 0,065 Dat 0.003 0,044 Dat
P <0.001
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Hinh 2. Tuong quan k8t qua thi nghigm ciia m3u 4m tinh trén hai microplate khac nhau

Dj 8n dinh ciia cdc két qua thi nghi¢m d6i véi méu
duong tinh

Miu huyét trong diong tinh thu tir ga duge
gly mién dich béng protein tdng s8 cia S.
typhimurium do d6 hiéu gi4 khang thé rit cao. Két
qua & bang 3 cho thdy gi4 tri OD khong bj giam

nhiéu sau khi pha lodng khéng thé 2 lin. G4
OD 16n nhit nhin dugc tai d pha loing 400 ln,
néu khang thé bj pha loang hon 400 lin thi hiéu
gia gidm. Téat cd cdc gid (ri SD, CV, SD chung va
CV chung tinh (o4n dugc déu thoa man yéu cau la
nho hon 0,1 chimg 16 cac két qua thi nghiém déu
14p lai on dinh.

B4ng 3. Gid In SD va CV ciia miu huyét trong duong tinh trén timg microplate

DY pha lodng Microplate 1 Microplate 2

ODn sD v ODm sD cv
1100 1,852 0.043 0.023 1,881 0,044 0,023
1/200 2,296 0.086 0,037 2,345 0,078 0,033
1400 2,368 0,072 0,030 22381 0,092 0,039
1/800 2,320 0,088 0,037 2,335 0,088 0,038
171600 1,998 0,068 0.034 1,887 0.085 0,033
113200 1385 0,041 0,029 1,378 0,046 0,033
118400 0,806 0,032 0,039 0,800 0,034 0,042
CVm < 0,17 0,033 0,034
SD<0.17? 0.032 0,064
CVrac <0,17 0,033
SDehung < 0,17 0,063

P <0001
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Hinh 3. Twong quan két qua thi nghiém cia m3u duong tinh trén hal microplate khac nhau.

Mbi tuong quan ctia cic két qua thi nghi¢m khi
thye hign trén cic microplate dugc thé hién & hinh 3.
Céc chim mau den thé hién sy tuong quan vé gia trj,
ching ta nhan thay €6 su ring khop cua két qua thi
nghiém déi véi miu thyc hign rén hai microplate.
Cic chém nay phin bd rit gn. tham chi con nim
ngay trén du(mg xién tuong quan trén hinh. Cac két
qua ndy mdl fan nira khing dinh cac két qua thu
duge cb kha nang I13p lai khi uén hanh trén cac b
sinh pham khéc nhau

Dj nhay v d4p diic higu cua kit ELISA

Sir dung 45 miu huyét thanh dm tinh d2 dugc
SVA kiém nghiém va xic nhin khong chira khang
thé khang S. nphimurium va 32 miu huyel thanh cé
chira khang thé khang S. nphimurium dé xac dinh dq
nhay va dg dic hiéu ctia kit Gid trj OD cla cac mau
i céc vj i duvc do dé tinh 10dn gia trj SD, ngudng
1y thuyét cia mau am tinh va duong tinh dya vao gia
trj OD. Céc s6 liéu thu duvv: duge kiém dinh theo
tiéu chun mu am tinh va miu duong tinh,

Gia try OD do dugc 1ir cac mau am tinh rét nho,
gié trj SD tinh 104n dugc ciing ¢ gia 1rj rét nhé, nho
hon nhiéu so véi gia m 0.1. V: thé. c6 thé két lugn
ring cdc két qui thi oghi¢m rit 60 dinh va sy sai
khic khéng ding ke. Dong\lhm cic gid i OD
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ngudng Iy thuyét tinh toin dugc dya trén gi trj OD
cling nho hon so & gid tri 0,096, nén 6 thé khing
dinh (ét ca cic mu dm tinh dugc kiém nghiém dtu
am tinh thye.

Cic miu ducmg tinh trong thi nghlem nay déu
cho gi4 trj OD m cao, ngudmg 1y thuyét duoc tinh
to4n v chi ra ring gia trj ndy cao hon nhiéu lan so
vai 0,096. Bén canh 46, chiing téi con tinh toén dwge
ti 1¢ gira OD nguémg Iy lhuyél/OD ngudng cua kit
lam co so két ludn ve mau can kiém dinb. Ty 1&¢ OD
ngudmg |y thuyet/OD ngudmg cua kit l(nh todn duge
deu 16 hon 1 nhiéu lan, vi thé cac mdu duong tinh
dugc kiém nghiém la duong tinh thuc (Bang 4).

Gi4 trj OD do dugc tir cic rdu huyét thanh gi
nhlEm S. typhimurium, S. emermdls va E. coli khic
biét rét rd rang (Hinh 4). Chi ¢6 cic mau huyét thanh t
céc ga gay mién dich béng protein rFljB hodc prvtem
tong sb tit S ryphimurium méi cb h.leu gid khéng thé
ca0. Con cac mau huyét thanh tir cac ga gy mién dich
bai protein rGm hodc protein mng tr S. enteritidis
hogic protein tdng sb tir E. coli déu c6 higu gi4 khing
the nrong dwong vai huyét thanh tir ga khong bi
nhiém. Do d6 ching ta c6 thé phin biét dugc rd ring
cic ga nhiém S. ryphimurium véi cic gA nhidm vi
sinh vit khdc bang bj sinh pham phat hi¢n dac hiéu
khdng thé khing S. typhimurium,
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Bang 4. D) nhay va ) dac hu cda kit ELISA

Duong linh thye - 32 Duongtinh gia -0 32
Am tnh gia -0 Amtichthwe  -45 45
Téng sb durong tinh - 32 Tong sb m tinh - 45 7

DY nhay clia kit = 32/32 x 100% = 100%

DY dhic hidu cda kit = 45/45 x 100% = 100%
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Hinh 4. Hdu gla khang thé trong huyét trong ga gay midn dich bing mOt s8 khang nguydn khac nhau,

THAO LUAN

Mot thyy nghiém mién dich phai du nhay dé co
thé vira chén doén sém va chin dodn mugn dugc tinh
trang nhiém b¢nh cia mdt thc nhan. Thi ngh:em
phai chén doan duge chinh xac médm bgnh cén phat
hi¢n ma khong by phan img chéo vn tic nhan khac
thugc ciing ho véi tac nhan gy bénh. Npudi sir dung
con quan tim dén thoi gian, céch thirc tién hanh va
gid thanh cuﬂ san phim. Céc nghién ciru trude da
chimg minh néu ding khang nguyén thé hofic khing
nguyén tinh ché tir chung ty nhién thi khong 1hé tao
dugc nhimg bé sinh pham dal tiéu chuén vé d§ nhay
vé 4§ diic hiéu. Vi thé mudn tgo duge cic b sinh
pham cé dp nhay va d¢ dic hi¢u cao nén dung khing
nguyén tai 10 hop tinh sach hoic khing thé don
dong. Trong thi nghi¢m nay ching 161 s dung khing
nguyén tai 16 hop tinh sach, ching da duge chimg
minh 14 chi phan phan {mg voi khang thé dic hiéu

bang phuong phap Western blot, Nén ching 16i da
nhédn dugc kit ELISA ¢6 @6 nhay va d§ dic hi¢u la
100%, trong mét trudng hgp khic ching 1di nhén
dugc kit ELISA ¢6 dé diac higu 93,3% (Nguyén Thj
Truog. Truong Nam Hai, 2008). Nguyén Tri Nhin,
Trn Linh Thudc ciing sir dung khang nguyén roi
toin by i t6 hop cua S. fyphimurium va §
enteritidis 8¢ tao kit phat hién Salmonella chung, két
qua la ngoar vige phit hién duge khing thé khéng
Salmonella cdn hon 20% phan img chéo vdi khang
thé khing E. colr. Nam 1992, van Zijderveld va déng
tic gia da 1go ra Kit ELISA ding khang thé don dong
khéng khang nguyén roi H:g,m clia S enteritidis dat 43
nhay va d6 dac hicu 12 100%. Mét s& oong trinh nghién
ciru khc cong bd néu diing khéng thé don dong hoic
Kkhing nguyén t4i t hop s& cai bién duoc do nhay va d¢
diic hi¢u cia phuong phip. Nhu viy, kit ELISA ma
ching 16i 120 ra ¢ 4§ nhay va d6 dac hiéu cao khéng
phai la mét trudmg hop ngoai 1§. Thir nhit, ching 1di sir
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dung khing nguyén roi ti t5 hop dic hidu S
typhimurium tinh sach lam nguyén li¢u tao kit phdt
hi¢n khang thé khang S typhimurium. Thi hai, chimg
151 d3 x4c dinh duge ndng dj khang nguyén thich hop
dugc sir dung trong phin img nén khong xdy ra hi¢n
tuong niuéu do thira hoac thiéu khang nguyén. Thir ba,
56 wgng miu dugc ding trong thi nghiém nay cdn nho,
d§ da dang cia méu chwa cao. Tmngso45 méu 4m tinh
86i v6i S. typhimurium o6 1S mAu thu tir céc ga khdng
nhiém Salmonella, 6 miu duong tioh véi E. coli, 24
mau dwong tinh v6i S. enteriridis. B§ sinh phim ndy ca
band’édapungcuocnhucauchandoannhnnhvﬁ
chinh xic khang thé khang S. typhimurium trong huyét
thanh ctia gia cim Diéu ndy mét lin nira khing dinh
riing chiing 15i da & wu héa va sin xuft dugc ngudn
khang nguyén dung trong sin xuit by sinh phim. Noi
t6m lai, chién lugc lya chon khang nguyén tai b hop
14 dting din, nhurng chon epitope nao va d¢ dai cua
epitope db Ie bao nhiéu hodn toan phu thugc vao
muyc dich cudi cling cta thi nghi¢m. Néu kit dat duovc
ca hai chi tiéu 4§ nhay va do dic higu déu cao thi rit
tt, nguoc lai ching ta cén phél quan tim dén sang
Toc chinh xédc hay 1a sang loc 14t ci c4c viit chi cé the
dang mang mim bénh.

Mt diéu niva cin phai quan tim cho cic sin phim
chn dugc sir dung trong thuong mai la phéi kiém sodt
duge chit lugng cia mdi san phim tnwdc khi xuft
xubng, & My va mét sb qubc gia khic ngudi ta cé
nhnng quy dinh nghiém ngzl trong viéc kiem tra sin
phém trong qua mnh san xudt vi xudt xuéng dé tranh
nhimg bién déng vé két qua thi nghiém ctia mot méu
khi thyre hign trén san pham cia mt 16 holic chc 16 san
xufit khic nhau (Morgan, 1998; Luyten ef al., 2004).
V1 thé trong cbng trinh ndy chiing t6i d4 img dung quy
trinh kiém soét sin phim cia Luyten vi dong tac gia
(2004) 4é kiém tra san pham kit ELISA. Cac két qua
nhin duge cho thay rang kit ELISA ching téi tao ra
da dip img dugc cic yéu cliu nhu ¢6 46 nhay, 6 dic
hiéu cao, két qué hodn toan cé kha nang lip lai trén
m{t micoplate cung nhy trén cic microplate khic
nhau déi v&i ca mAu dm tinh va miu duong t{nh.

KET LUAN

Tir nhimg két qua thu duge ching t3i rit ra mat
s6 két lugn nhy sau: chuag 16i da tao dugc kit ELISA
phét hign dac hiéu khang thé khang S. typhimurium
¢6 4 nhay va d¢ dic hiu la 100% bing viée sir
dung khing nguyen roi i 160 hgp FIjB2. Céc b§ sinh
phnm ndy cho két ding va chinh xac khi sir dyng bd
mau am tinh va dwong tinh chuin dé thir nghigm.
Chc kétl qua thi nghi¢gm c6 kha niing i2p lai cao khi
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kiém chimg theo gi4 trj SD va CV dya vio OD
dugc tir thye nghiém. K,
Ldi cim on: Cong trinh dupe thiec hign bdng lcmh‘
phi tai rg cia Ta chie SIDA lhong qua Dy dn
VS/BT3 “San xudt cdc protein tdi 16 hop sti dung
trong y hoc va nong nghiép. Céng trinh co si dung]
mol 56 trang thiét bj cia Phong thi nghiém Irong
diém Cong nghé gen, Vién Cong nghé sinh hoc.
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DETECTING ANTIBODIES AGAINST SALMONELLA TYPHIMURIUM IN CHICKEN

SERA BY ELISA KIT

Nguyen Thi Trung, Truong Nam Hai”
Institute of Biotechnology

SUMMARY

Using ELISA technique to detect antibodies against pathogen factors in host serum is the popular method
1o screen both acule und Ialenl mfecuon in large scale. ELISA kits based on recombinant antigen have

their high

In this paper we reported the results of using S. fyphimurium

recombinant antigen - FIjB2 xpccxﬁc binding to antibody in chicken sera to construct ELISA kit. The optimal
results were released from 100 ng of rF1jB2 antigen coated per well combination with 100 times in dilution
chicken sera. The cut off OD value of the kit to discriminate negative from positive sample was 0.096. The
ELISA kit based on our rFIjB2 antigen had 100% of sensiuvity and 100% of specificity. Fourty five negative
samples tested by the kit showed true nagative results, and 32 positive samples all gave true positive results.
The kit serials were also tested for repeatability and reproducibility of tested sera samples. The obtained results
showed that the kit released stable results in both of negative and positive sera samples. It means that the same
results were obtained for one sample when it was applied on a microplate as well as on different serials.

Keywords: Di ELISA, Salr lla typhi»
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