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Vifn Cdng nghe sinh hpc 

T6M TAT 

Phuong phip ELISA phit hien khing thl khing tic nhan gay bfnh ttong huylt thanh vjit chu dang 
dupc sOr dyng phi biln trong sing Ipc ci thl d i v i dang mang mim bfnh tten quy mo ldn. Cac kit ELISA 
dupc phit triln dya tren khing nguySn tai t l hgp die hieu di dupc chirng mirih la cd dp nh^y va df d^c 
hifu cao. Trong cdng trinh niy, chung tdi cdng bd cic kit qua ve vifc sit dyng khing nguyen roi tii t l hpp 
FIJB2 ciia S. typhimurium da dupc chdng minh la lien kit die hifu vdi khang thl khing S. typhimurium de 
tao kit ELISA. Vdi 100 ng rFljB2 dupc phd len mft gilng ia thich hpp nhit trong thi nghifm niy kit hop 
vdi mSu huylt tuong gi pha loiog 10"̂  Iin thl kit qui d?t dirge l i tit nhat. NguOng diing dl phin bift mau 
am tinh vi mau duong tinh cua kit ELISA niy li 0,096. ELISA kit dupc phit tri&i dya vio vifc sil dung 
khing nguySn rFljB2 c6 df nhay li 100% vi df d$c hifuja 100%. Bin mucfi lim mlu am tinh dupc kilm 
tra bing kit niy diu thu dugc ktt qui am tinh thyc, 32 mau duong tinh dupc kilm tta cho kit qui tat ca la 
mlu duong tinh thge, Bp mau huylt thanh d9 bilt tnrdc la am tinh hay duong tinh dugc sd dyng dl kilm 
tra sy dn djnh vi dp Ifp l^i ciia cac kit qui thf nghifm. Cac kit qua thi nghifm Ihu dugc In djnh dli vdi ca 
mlu im tmh vi duong tfnh khi thyc hifn bing bf siiih phim niy. Dilu niy co nghia ring chiing ta nhfn 
dugc ciing mft kit qui nlu thu nghifm mft mau huylt dianh Uen cic gilng cua mgt kit, ho5c tren cac kit 
khic nhau. 

Tir khda: ELISA, Salmonella typhi diagnostics, dp nhgy, dp dgc hifu 

M(5DAU 

Salmonella typhimurium la mpt trong hai type 
huyet thanh Salmonella g iy nen bfnh ngg dgc d con 
ngudi. Dau cua th§p kl 70 chiing giy nhilm chii ylu 
d ngudi Ii S. enteritidis, nhung din d iu th$p kl 90 
thl ehiing gay nhilm l i S. typhimurium (Anonymous 
2000). Theo thing kf eiia To chde Y t l Th l gidi n im 
2005 cd tdi 79% trong s l c ic ca ng$ df c thyc phim 
Salmonella la do S. typhimurium gay nfn (WHO, 
2005). Type huylt thanh niy ed khi ning truyln hi 
dpng v$t sang ngudi, chiing ciing ed kha ning truyfn 
tir ngudi sang ngudi (Galan, Curtiss, 1991; Baumler 
et ai, 2000; Oast el ai, 2002). S. typhimurium ky 
sinh chii y lu d gia cam va thuy cam, vi the kiem soil 
ch$t ehS gia cam v i thiiy cam nhilm Salmonella l i 
mft vifc l im hit sire e in thilt. 

Cic nha khoa hpc d i phit ttien cae phuang phap 
phit hifn nhanh S. typhimurium trong mlu thyc 
phim. gia c im v i thiiy cim. M§i phuang phip dfu 
cd nhQng uu diem v i nhugc di lm nhat djnh. Phuang 
phip ELISA s ing lgc khing the khing Salmonella 
trong huylt thanh g i cd the thyc hifn dugc nhieu 
mau mgt luc, cho ket qu i nhanh, nhay nhung dg d$c 
hifu chua cao (Prusak-Sochaezewski, Luong 1989). 

De cai thifn dp d$c hieu cac nha nghifn ciru da su 
dyng khang thf don ddng (Robinson el ai, 1983; 
Smith, Jones, 1983) hoac khang nguyfn tii td hpp 
(van Zijderveld et al., 1992) d l t^o kit. Ti lp can theo 
hudng nghien ciiu nay, chiing tdi nghifn ciiu phit 
trien kit ELISA vdi nguyen Iifu la khing nguyen roi 
ta i tdhppFl jB2. 

NGUYEN LI$U VA PHUONG P H A P 

Nguyfn Iifu 

Mau huyet tuffng 

Mudi hai mlu huyet tuang g i i m tinh thu tu g i 
khdng nhiem Salmonella; 45 mau huyft tuong am 
tinh ddi vdi S. typhimurium: 15 mlu thu tu IS ga 
khdng nhilm Salmonella, 6 mau thu tu 6 ga dugc gay 
mien djch bing proteui ting sd ciia £ coli, 24 mlu thu 
tu 24 ga dugc gay mifn djch bing protein t ing sd cua 
51 enteritidis v i khang nguyfn roi tii td hgp tu S. 
enteritidis dugc san xuat trong t l bio E. coli da tinh 
sach; 32 mau huylt tuang gi duang tinh dupc thu td 
cic ga giy miln djch bing protein tong so eua S. 
typhimurium v i protein khing nguyfn roi tii to hpp td 
S. typhimurium sin xuat trong tf bio E. coli da tmh 
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ŝ hu Tat ca cic mlu huyft tuang neu trfn dfu niian 
dugc td Trut^ tam Dpng vat Thyc nghiem, Thyy Dî n, 
cic mau huyft tuong tren deu dugc xic nhin tinh tr^g 
am tinh hoac duong tinh vdi 5. typhimurium bing thi 
nghiem western blot 

Khdng nguyin rFlJB2 

Khang nguyen rFljB2 cd dp ŝ ch ttfn 96% do 
Phdng Ky thuit di truyfn, Vifn Cdng nghf sinh hgc 
t^ora. 

Phuvng phip 

Thi nghidm ELISA 

Thi nghifm ELISA phit hien khing thl khing S. 
typhimurium dugc tien hanh theo Eiji va dong tic gia 
(2004) cd cii tiln nhu md ta ciia Nguyin Thj Trung 
(2008) (Nguyen Thj Trung, 2008; Nguyin Thj 
Trung, Truong Nam Hii, 2008). Moi gilng cua 
microplate dugc nhd 100 pi khing nguyfn da pha 
loing d nong dp thieh hpp bing dung djch gin bin 
(1000 rnl: 1,18 g NajCOj, 3,47 g NaHCOj, pH9,6), 
dimg nip day kin vi ii d 4°C ttong 18 h. Rua bin 3 
lan bing dung djch rua bin (1000 ml: 0,8 g NaCI, 
0,02 g KCI, 0.115 g NajHPO ,̂ 0,02 g KHiP04, 
pH7,3, 300 pi Tween 20). moi iin 200 - 300 
pl/gieng. Bd sung 100 pi 1% BSA vao moi gilng, ii 
60 phiit d 37"C ttong budng im. Rda bin 3 Iin, bd 
sung 100 pi huyet tuang di pha loang vio moi 
gilng, Ll 60 phiit d 37°C. Rura bin 5 iin, sau do nhd 
vio mli gieng 100 pi khing the khing IgG ciia ga 
san xuit d thd cd gin enzyme peroxidase di pha 
loing, li 60 phiit d 37"C. Riia ban 5 Ian, sau dd nhd 
vio moi gieng 100 pi TMB pha trong dfm acetate-
citrate pH5,6. Bd sung vio mdi gieng 100 pl I N 
H2SO4 de dimg phin iing. Do OD d budc sdng 450 
nm bing may dgc ELISA. Xu ly sd Iifu bing phin 
mim Excel, so sinh vdi thdng sd cua kit dl dua ra 
cie ket lufn ve miu. 

Xac djnh nong 0 khdng nguyen vd d^ pha lodng 
huyet thanh 

Thi nghifm duge tifn hanh theo Luyten va ddng 
tie gii (2004). Khing nguyen tii td hgp dupe pha 
loing thinh 7 ndng dp: 1000. 500, 100, 50. 10, 1, 0,1 
ng/ml. Nhd 100 pl/gieng theo hang, ndng dg cao 
nhat d hang A. ndng dg giam dan den hang G, hang 
H la 1% BSA. Phien nhya dugc giii d trang thai yen 
tinh a 4 ^ . 16 h, sau dd dugc nia 3 - 5 iin bing dung 
djch nia ban. Huyet tuong dugc pha loing d 11 dp 
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pha bang: 5.10'', 10^ 2.10"-, S.10"̂  10"\ 2.10^1 I 
5.10-\ 10^ 2.10^, 5.10"̂ , 10*. Cgt 1 nhd 100 pi 1% 
BSA, m§i ept td 2 din 12 dugc nhd 100 pi huylt 
thanh theo dp pha loang giam din. Cic budc tiqp < 
theo dupe tifn hanh nhu cac budc mo ta d myc thl 
nghifm ELISA. 

Xdc djnh ngu&ng phdn bift mdu dm tinh vd dumig 
tinh 

Thi nghifm dugc tien hanh theo Luyten vi dong 
tic gii (2004). Cie mau huylt tuang dupe pha loing 
d nong dp tdi uu va dugc phu If n 3 gifng ciia mft 
microplate. Thi nghifm lap lai tten 3 microplate khic 
nhau. OD ngudng = ODTBC {tMigbhj, dnng) + 3 SDrac. Yfu 
ciu: SD (Standard deviation-dp Ifch chuan) va SDJBC 
< 0,1 thi n^u dat yeu ciu kilm dinh. 

Dp on djnh cua kit qud Ihi nghidm Mi vdi mSu am 
tinh 

Thi nghifm dugc tien hinh theo Luyten vi ding 
tic gii (2004). Moi mau huyet thanh am tinh dugc 
Ifp l̂ i 10 iin tten mgt microplate vi thyc hifn tten 3 
microplate khie nhau. Tren mgt microplate: tinh toin 
gia trj SD va CV (Coeffection deviation - hf sl biln 
thien) dya vio gia trj OD, nlu SD < 0,1 vi CV < 0,1 thi 
kit qua thi nghifm cd khi ning I$p I$i. Gida cic 
microplate; tinh toin gii trj SD chung va CV chung 
cua mpt mau, nfu cic gii ttj niy diu nhd hon 0,1 thi 
kft qui thi nghifm lip lai. 

Dp Sn dfnh ctia kit qud thi nghidm dii vdi mSa 
dupng tinh 

Quy trinh thi nghiem dugc tiln hinh theo 
Luyten va ddng tie gia (2004). Mdi mlu dugc pha 
thinh 6 dp pha loang theo cap sd nhin. Mpt mlu l$p 
l£ii 4 Iin tren mpt microplate vi thuc hifn ttfn 3 
microplate khic nhau. Tren mft microplate: tinh 
toin cic gia trj SD, CV, nlu SD < 0,1 vi CV< 0,1 thi 
kit qui thi nghiem lap lai ttong mft iin thi nghifm. 
Gida cic microplate: gia trj SD ehung vi CV chung 
dupc tinh toan, neu cic gii trj nay nhd hon 0,1 thi 
kit qua thi nghiem ed khi ning I5p \^i gida cic iin 
thi nghifm. 

Xdc dfnh dp nhgy vd dp dgc hifu cua phuang phdp 

Thi nghifm dugc tien hinh theo Luyten vi dong 
tic gia (20(14). Do nhay (%) = So duang tinh 
thyc/Sd duang tinh x 100%. Df die hifu (%) = Sl 
am tinh thyc/Sd am tinh x 100%. 
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KET QUA VA THAO LUAN 

Tfo kit ELISA pfait hifn khing the khing S. 
typhimurium 

Ndng ^ khdng nguyen vd dp pha lodng huyit 
lutmg loi uu 

Thye hifn thi nghifm nhu di md ti ttong phin 
phuang phip, chiing tdi dyng dl thj md ta mdi tucmg 
quan cua nong df khing nguyen vi mdt so dp pha 
loing huylt tuong gi (Hinh 1). 

Kft qua nhfn dugc d ning df khing nguyen la 
100 ng/giing thi OD4S0 do dupc la ldn nhit li ldn 

nhat ddi vdi tat ca cac dp pha loang ciia huyet 
tucmg. Ddi vdi dp pha loing cua huylt tucmg, cic 
miu die han 10"̂  hoac loang ban 10"̂  diu cho gii 
trj OD450 giam rd ret, cu the tai dp pha loang IO'"* 
gii trj OD4S0 chi dat gin 1/3 gii ttj OD450 cua dp 
pha loang 10'. Ndng dp khing nguyfn phu Ifn cic 
gifng cua microplate ciing inh hudng rat ldn din 
ket qua thu dugc. Cic ket qua thu dugc khi dn dinh 
ttong khoing ndng dg tu 1 den 100 ng/giIng, tuy 
nhien tai ndng dg khing nguyen la 100 ng/giIng thi 
gii tri OD nhin dugc van Idn nhat. Qua cic gii trj 
OD thu nhan dugc, chung toi quylt chgn ning dg 
khing nguyen la 100 ng/gifng vi df pha loang 
huyft thanh gi li 10"̂ . 

- Khflng HT -•—Ptaang I/IOO 

1.248 1.215 

3 0,6 

Nfng df khing nguydn (ng/gifng). 

Hinh 1. Eld thj luang quan giOa ning df khing nguySn v i df pha loing huyft thanh ga. Ou'O'ng tr€n ciing bifu thj gii trj 
ODuo cua m3u huyet tu'ang g i pha loing 10'̂  v6i mft sf nfng df khing nguygn; Tn'ong tg, dudng thir 2 tir trSn xudng 
huyft tirong gi pha loing IO"*; du'dng thiJ 3 tir trSn xudng huyft tuong gi pha loSng 10"*; dudng du'di ciing khdng c6 
huyft tuwng. 

Xdc dfnh gid trj OD gidi hgn giua mdu dm tinh vd 
mdu dutmg linh 

Mudi hai mau huyet tuang gi am tinh dugc su 
dyng de xic djnh ngudng phan bift mau am tinh va 
duang tinh. Gia trj OD ciia cac mau dugc do lim ca 
sd Unh toin dp Ifch chuan chung gida cic mau am 
tinh (Bang 1) 

Kit qua d bing 1 cho thiy gii trj OD cua mau 
im tinh dao df ng trong mft khoing ngin, td 0,05 

den 0,094. Gia tti ODTBC ciia tat ci cic mau am li 
0.065 vi gia tti SD ttnh toan dugc dya tren gia trj 
OD li 0,011. OD gidi han = 0DTBC+3SD = (0,065 
+ 3 X O.OI 1) = 0,096. Vdi cich tinh niy se cd 99,9% 
cac gii trj OD do dugc thupc khoing gia trj dd vi 
xic suit tin cay li P<0.001. Nlu su dyng bp sinh 
phim niy de phit hien khing thl khang S. 
typhimurium trong huyet thanh ga, mau nio cd gia trj 
OD ldn hon 0,096 dugc kit luan la mlu duang tinh 
va nhd han 0,096 thi kit luin li mlu am tinh. 



Bang1 

A 

B 

C 

D 

E 

F 

G 

H 

1. OD4saCua 12 mlu huylt turnig gd im tinh. 

1 

0,075 

0,076 

0,061 

0.083 

0,084 

0,094 

0.076 

0,088 

ODTBC: 

2 

0,058 

0,055 

0.058 

0.059 

0,066 

0,067 

0,066 

0,064 

3 

0.055 

0,055 

0.050 

0,054 

0.057 

0,056 

0.052 

0,060 

4 

0,061 

0,061 

0,066 

0,066 

0.070 

0,076 

0,068 

0,087 

0,065 

5 

0,059 

0,072 

0,067 

0,071 

0,079 

0,075 

0,071 

0,083 

6 

0,059 

0.062 

0,061 

0,065 

0.077 

0,091 

0,099 

0.085 

SD chung: 

7 

0,059 

0,070 

0,059 

0,063 

0,075 

0,070 

0,072 

0.070 

0,011 
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8 

0,056 

0.060 

0.060 

0,062 

0,078 

0.076 

0.068 

0.072 

9 

0,054 

0,062 

0,057 

0,060 

0.071 

0.061 

0,063 

0.063 

OD ngirOng: 

10 

0,057 

0,053 

0,056 

0,056 

0.083 

0.062 

0,061 

0,061 

11 

0,054 

0,052 

0.054 

0,053 

0,060 

0,057 

0,054 

0.058 

J 

12 

0,057 '%r 

0,053 153 

0,054 

0.054 

0.064 

0,058 

0,054 

0,055 

0,096 

Ki^m soit chat linmg ca« san phSm ngiu nhien, cac gia tri SD tinh toan Su</c t?i cic vi 
J. J - tri nay d6u nho Hon 0,01. Do vay, man am tinh cho 

BJ Sn i^nh cua cac kel qua Ihl ngUfm Hol v&i mau ^<, ^ ^ =_, j j ^ ,̂ 1̂ ^.^ yg„ ^j „g|,jj^ ^j„ ^ j , 
^1" *^^ microplate trong mot Iin ti^n hanh thi nghidm. 

Khi nang Up l?i cua cac k& qui thi nghi?m khi ^^ ^jj ^ QQ_ 5 P ^ ^ ^ ^ ^^ j ^ ^^^^ g^^ ^ 

thvc hi?n tren mpt microplate dupc kSt lujn thong ^ ^ „ , ^ y , ^ ^ ^ . ^^^^ ^ y , j ^„g l,p,,; ^„ 

qua cic gia trj SD va CV. y,j ^ j„ ^ j , ^ ^ ^ nghifm tt<n cic microplate khic 

Ket qui 6 bing 2 cho thiy hiu hSt SD vi CV nhau (Bing 3). Cic chim den tren hlnh bieu thj m6i 
tinh toin dirpc dfiu nho hon 0,1 nen dat ySu ciu kifim tuong quan ve ket qua ODTB ciia mpt miu khi th\ic 
djnh. Chi mau s6 10/microplate 2, min s6 6 vi hifn tr6n hai microplate khic nhau (Hinh 2). Cic gii 
8/microplate 3 CO CV Ion hon 0,1. Nhirng sv sai trj OD dSu tip trunf xung quanh dutag xiln (y - 1, X 
khic d6 khdng CO y nghia th6ng ke mi chi li sai s6 = 1), nhir v^y cac ket qui co khi nSng lap Iai rit tot. 

Bing 2. Gii trj SD v i CV cila miu im tInti tr6n tOng microplate. 

MiusI 

1 

2 

3 

4 

5 

6 

7 

8 

9 

10 

11 

12 

SD 

0.004 

0,006 

0,005 

0.007 

0.006 

0,004 

0.007 

0.006 

0.007 

0.005 

0.0O4 

0,005 

Microp la te ' 

CV 

0,070 

0.087 

0.067 

0.094 

0.086 

0.061 

0,091 

0.078 

0.087 

0.074 

0,051 

0,070 

1 

<0 ,1? 

Dal 

D9t 

Dat 

Dat 

Dat 

E)at 

D^t 

Dgt 

Oat 

D9t 

Dat 

Dgt 

SD 

0.005 

0.004 

0.005 

0.006 

0,008 

0,006 

0.005 

0.007 

0,003 

0,007 

0,008 

0.004 

Microplate: 

CV 

0,091 

0,055 

0.064 

0,088 

0,094 

0.089 

0.053 

0.090 

0,034 

0,104 

0.097 

0,065 

2 

<0 ,1? 

Dat 

Dgt 

Dgt 

Dat 

Dgt 

Dgt 

Dgt 

Dat 

Dgt 

Dgt 

Dat 

Dgt 

SD 

0.003 

0,007 

0.009 

0,005 

0,007 

0,008 

0,006 

0,008 

0.004 

0.006 

0,008 

0.003 

Microp la te ; 

CV 

0,053 

0,090 

0,099 

0.059 

0,086 

0,101 

0.067 

0,101 

0,044 

0.083 

0.098 

0,044 

J 

<0,1? 

Dgt 

Dgt 

Dgt 

Dgt 

Dgt 

Dgt 

Dgt 

Dgt 

Dgt 

Dgt 

Dat 

Dgt 
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OD4S0 tmng binh/micrt^late 1. 

Hlnh 2. Tuang quan kft qui thl nghifm cOa mdu im tinh trSn hai micrc îate khic nhau 

D^ in dinh cua cdc kit qud th/nghifm doi vdi mdu 

dutmg tinh 

Miu huylt tuang duang tinh thu td gi dugc 

gfiy miln djch bing protein ting sl cda S. 

typhimurium do dd hifu gii khing thf rat cao. Ket 

qui d bing 3 eho thiy gii trj OD khdng bj giam 

nhifu sau khi pha loing khing the 2 Ian. Gia ttj 

OD ldn nhat nhin duge tai dg pha loing 400 lan, 

neu khing the bj pha loing han 400 iin thi hifu 

gia giim. Tit ci cic gii tri SD, CV, SD chung va 

CV chung tinh toin duge deu thda min yfu cau li 

nhd ban 0,1 chimg td cic kit qui thi nghifm diu 

lip lgi dn djnh. 

Bing 3. Gii Ir̂  SD v i CV cOa mlu huylt tuong duong tinh trgn timg mnroplale 

O f p h a l o i n g 

1/100 

1/200 

1/400 

1/800 

1/1600 

1/3200 

1/6400 

CViB<0.1? 

S D < 0 , 1 ? 

CVTBC < 0.1 •? 

SD d iung < 0.1 7 

OD™ 

1,652 

2,296 

2.368 

2.320 

1.998 

1,385 

0,606 

0.033 

0,063 

Microplate 1 

SD 

0,043 

0.086 

0.072 

0.086 

0.068 

0,041 

0,032 

0.032 

CV 

0,023 

0,037 

0,030 

0.037 

0.034 

0,029 

0.039 

0=033 

ODTB 

1,681 

2,345 

2,381 

2,335 

1.997 

1,378 

0.800 

Microplate 2 

SD 

0,044 

0.078 

0,092 

0.088 

0.085 

0,046 

0.034 

0,064 

CV 

0.023 

0,033 

0,039 

0.038 

0,033 

0,033 

0.042 

0.034 
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,y=1.0235x-0.0295 
R̂  = 0 9875 

OD̂ sa tmng binh/microplate 1. 

Hinh 3. Tuong quan kl l qui ttii nghifm cOa miu duong tinh trSn hai microplate khte nhau. 

Moi tuong quan cda cic kft qua thi nghifm khi 
thyc hifn trfn cac microplate dugc thl hifn d hinh 3. 
Cic chim miu den the hien sy tuong quan ve gii trj, 
chdng ta nhgn thay cd sy triing khdp cua kit qua thi 
nghifm doi vdi mlu thyc hifn tten hai microplate. 
Cic cham niy phan bd rat gin. thgm chi cdn nim 
ngay tren dudng xifn tuang quan tren hinh. Cic kit 
qui niy mgt Ian niia khing djnh cac kit qui thu 
dugc cd khi ning l$p lai khi nen hanh trfn cic bg 
sinh pham khic nhau 

Dp nhgy vd dp dgc hifu cua kit ELISA 

Su dyng 45 mau huyet thanh am tinh di dugc 
SVA kilm nghiem vi xac nhan khdng chda khing 
the khing S. typhimurium vi 32 mau huyet thanh cd 
chira khing the khing S. typhimurium dl xac djnh dp 
nhgy va d^ dfc hifu ciia kit Gii ttj OD cda cic mau 
tgi cic vj tri dupc do df tinh toin gii tri SD, ngudng 
ly thuylt ciia mau am tinh va duong tinh dya vio gia 
ttj OD. Cic sd Iifu thu dupc dugc kilm djnh theo 
tieu chuan mlu am tinh va mau duong tinh, 

Gii'bi OD do dugc tu cic mau am tinh rit nhd, 
gii trj SD tinh toan dugc cung cd gia tri rit nhd, nhd 
hon nhieu so vdi gia m 0.1. Vi the, cd thl kit luin 
ring cie kit qua thi nghifnj rit dn djnh vi sy sai 
khac khdng ding ke. Ddng>thdi cic gii tti OD 
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ngudng ly thuylt tinh toin dugc dya ttfn gii trj OD 
cung nhd han so vdi gii trj 0,096, nfn cd the khing 
djnh tat ci cic mau am tinh dugc kilm nghifm diu 
am ttnh thyc. 

Cic mau duang tinh ttong thi nghifm niy dfu 
cho gii trj OD rit cao, ngudng ly thuylt dugc tinh 
toan vi chi ra ring gii trj nay cao hpn nhilu Iin so 
vdi 0,096. Ben cgnh dd, chung tdi cdn tinh toin dugc 
ti If gida OD ngudng ly thuylt/OD ngudng cOa kit 
lim ca sd ket luan ve mlu cin kilm djnh. Ty If OD 
nguong ly thuyet/OD ngudng ciia kit tinh toan dugc 
dfu ldn hon 1 nhifu lan, vi thl cic mau duang tinh 
dugc kifm nghiem la duang tinh thye (Bing 4). 

Gii trj OD do dugc tu cac mlu huylt thanh gi 
nhiem S. typhimurium, S. enteritidis vi E. coli khic 
bift rat r6 ring (Hinh 4). Chi co cac mau huyft thanh tir 
cie ga gay mien dich bing protein rFljB hoic protein 
tdng so tu 5 typhimurium mdi cd hifu gii khing the 
cao. Cdn cae mau huyet thanh tu cic ga giy miln djch 
bdi protein rGm ho^ protein tdng sd td S. enteritidis 
ho$c protein tong sd tu £. coll dfu cd hifu gii khing 
the tuang duang vdi huyet thanh td gi khdng bj 
nhiem. Do dd chiing la cd the phan bift dugc rd rang 
cic gi nhiem S. typhimurium vdi cic gi nhilm vi 
sinh vat khac bing bg sinh phim phit hifn dfc hifu 
khang the khang S. typhimurium. 
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Bang 4. Of nhgy vi df d$c hifu cua kit ELIS/V. 
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Hinh 4. IHIfu gii khing thf trong huyft tmyng g i giy miln d|ch blng mft sd khing nguygn khic nhau. 

THAO LUAN 

Mgt thd nghifm miln djch phii dii nhgy de cd 
thf vda chin doin sdm vi chin doin mupn dupc tinh 
trgng nhiem bfnh ciia mgt tic nhan. Thu nghifm 
phii chin doin dugc chinh xic mim bfnh cin phat 
hifn mi khong bi phan dng cheo vdi tic nhan khac 
thufc cCmg hp vdi tic nhin giy bfnh. Ngudi su dyng 
cdn quan tim din thdi gian, cich thuc tifn hinh vi 
gii thinh cua sin phim. Cic nghifn edu trudc da 
chiing minh nlu diing khang nguyen thd ho$e khang 
nguyen tinh chl tu chung ty nhifn thi khdtig the tao 
dugc nhChig bp sinh pham dgt tifu chuin ve dg nhay 
va dg d$c hifu. Vi thl muln t^o dugc cic bp sinh 
phim cd dp nhgy vi dp dfc hifu cao nfn dung khang 
nguydn tii td hgp tinh sgch ho$c khing thf don 
ddng. Trong thi nghifm niy chiing tdi sd dyng khing 
nguydn tii to hgp tinh sach, chiing da dugc chdng 
minh li chi phan phan img vdi khing the die hifu 

bing phuang phip Western blot. Nfn chiing tdi di 
nhin dupc kit ELISA cd do nh^y vi dp dac hifu li 
100%, ttong mpt trudng hgp khic chiing tdi nhgn 
dugc kit ELISA cd dp die hifu 93,3% (Nguyen Thj 
Trung, Truong Nam Hai, 2008). Nguyen Tri Nhan, 
Tran Linh Thudc cung su dyng khang nguyen roi 
toin bd tii td hgp cua S. typhimurium vi 5, 
enlerilidis de tgo kit phit hifn Salmonella chung, kit 
qui ta ngoil vifc phit hien dupc khang thf khang 
Salmonella cdn hem 20% phin dng cheo vdi khang 
thf khing E. coli. Nam 1992, van Zijderveld va ddng 
tic gia da t̂ o ra Kit ELISA dimg khing the don ddng 
khing khing nguyen roi H:g,m ciia S enteritidis dat dp 
nhay vi dp dac hieu Ii 100%. Mdt sd cdng trinh nghien 
cuu khac cong bd neu diing khing thf don ddng hoic 
khang nguyen tii to hgp se cii bien dupc dp nhay va dp 
die hifu cua phucmg phap. Nhu vay, kit ELISA ma 
chiing tdi tgo ra cd dp nhay va dq die hieu cao khdng 
phai la mpt ttudng hpp ngoai If. Thd nhat, chiing tdi su 
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dyng khang n g i ^ n roi tii to hpp die hifu S. 
typhimurium tinh sach lam ngi^en Iifu t^o kit phat 
hifn khing the khang S. typhimurium. Thd hai, chiing 
tdi da xic djnh dupc ndng dp khing nguyen tiiich hgp 
dugc su dyng trong phan iing nen khdng xiy ra hifn 
tugng nhifu do thita hoac thifu khang nguyfn. Thd ba, 
s l lupng mau dugc dimg trong dii n ^ e m nay cdn nhd, 
df da dgng cua mau chua cao. Troi^ sd 45 mau am tinh 
dl i vdi S. typhimurium cd 15 mau thu td cac ga khong 
nhilm Salmonella, 6 n a u duong tinh vdi E. coli, 24 
mau dirang tinh vdi S. enteritidis. Bf sinh phim niy ca 
bin da dap dng dugc nhu cau chin doan nhanh va 
chinh xac khing the khing S. typhimurium trong huylt 
thanh cua gja cim. Difu nay mft lan nda khing djnb 
ring chiing tdi (Kl tdi uu hda va sin xuat dugc ngudn 
khing nguyfn dimg trong sin xuit bp sinh phim. Ndi 
tdm lgi, chiln lugc lya chpn khing nguyfn tii to h ^ 
(i diing din, nhung ehpn epitope nao v i df dii cua 
epitope dd la bao nhifu hoin toan phy thupc vao 
myc dtch cudi ciing cda thi nghifm. N lu kit dgt dugc 
c i hai ehi tieu dp nhgy va dg d$e hifu deu cao thi rat 
t i t , ngugc lgi chung ta can phii quan tam dfn sing 
lgc chinh xic hay la sing igc t i t c i c ic v$t chu cd thl 
dang mang mam bfnh. 

Mft dilu nita can phii quan tim cho cic san phim 
cin dugc su dyng trong thuong mgi l i phii kifm soit 
dupc chit lugng cua moi sin phim trudc khi xuit 
xudng. d M^ vi mft s l quIc gia khie ngudi ta cd 
nhihig quy djnh nghiem ngit trong wfc kiem tra sin 
phim trong qui trinh sin xuat va xuat xudng de trinh 
nhdng biln df ng ve kft qua thi nghifm cita mpt mlu 
khi thyc hifn tren sin phim ciia mpt Id ho$c cie Id san 
xuit khic nhau (Morgan, 1998; Luyten et al. 2004). 
VI the trong cdng trinh niy ehiing tdi d i dng dyng quy 
trinh kilm soit sin phim ciia Luyten v i ddng tie gii 
(2004) d l kilm tra siii phim kit ELISA. Cic kit qui 
nhgn dugc cho thiy ring kit ELISA chung toi t^o ra 
d i dip dng dugc cac yfu ciu nhu cd df nhgy, dp dac 
hifu eao, kit qua hoin toin ed khi ning l$p lai trfn 
mft micoplale cung nhu tren c ic microplate khic 
nhau dl i vdi e i miu am tinh v i mlu duang tfnh. 

K£TLUAN 

Tu nhihig ki t qui thu dupe chiing tdi nit ra mgt 
sd kit lufn nhu sau: chiing tdi da tgo dupe kit ELISA 
phit hifn dfc hifu khing thl khing S. typhimurium 
cd dp nhay va dp dfc hifu la 100% bing vifc su 
dyng khang nguygn roi tai td hgp FljB2. Cic bp sinh 
phim niy eho kit dung v i chinh xic khi su dyng bp 
mau am tinh vi duang tinh chuin d l thd nghifm. 
Cic kft qua thi nghifm cd khi ning Ifp lgi eao khi 
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ki lm chdng theo gi i ttj SD va CV dya vao OD d m 
dupc td thyc nghifm. ^ 

Ldi c i m gn: Cdng trinh dupc Ihuc hien bdng kinh 
phi tdi trp cua Td chuc SIDA thon^ qua Dyr an 
VS/BTS "Sdn xudt cdc prolein ldi td hpp su dung 
trong y hpc vd ndng nghiep. Cong trinh co sd dfpig^ 
mpt sd trang thiet bi cua Phong thi nghifm trpng 
diem Cong nghf gen. Vipn Cdng nghe sinh hpc. 
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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 fectors in host serum is the popular method 
to screen both acute and latent infection in large scale. ELISA kits based on recombinant antigen have 
confirmed their high specificity and specificity. In this paper we reported the results of using S. typhimurium 
recombinant antigen - FljB2 specific-binding to antibody in chicken sera to construct ELISA kit. The optimal 
results were released from 100 ng of rFljB2 antigen coated per well combination with 100 times in dilution 
chicken sera. The cut off OD value of the kit to discriminate negative Irom positive sample was 0.096, The 
ELISA kit based on our rFljB2 antigen had 100% of sensitivity 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 botii 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: Diagnostics, ELISA. Salmonella typhimurium, sensitivity, specificity 
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