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Salmonella Typhi BULIRBVNAY
DEVELOPMENT OF INDIRECT ELISA FOR DIAGNOSIS OF ACUTE

SALMONELLA TYPHI INFECTION
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ABSTRACTS: Typhoid fever is the disease caused by Salmonella Typhi infection. Although the serological test
routinely used for diagnosis of typhoid fever is Widal test, its sensitivity and specificity are seem to be very low.
Moreover, the commercial ELISA test kits are developed by using S.Typhi which isolated mainly from their area.
Unless specified otherwise, these test kits may not appropriate for diagnosis of the strain of S.Typhi which spreading in
Thailand. Therefore, we have developed the indirect ELISA for diagnosis of acute S.Typhi infection. And it was
found that the optimum condition for the estabilished test are as the followings. Coating buffer is carbonate buffer, pH
9.6, S.Typhi lipopolysacharide antigen is prepared as autoclaved crude extract by using sonication technique. For
antigen coating, the concentration of antigen is 30 pg/ml and the plates are incubate at 4°C for 16-24 hr. Blocking
solution used in this test is 10%BSA. The dilutions of serum and conjugate anti-human IgM with peroxidase are 1:100

and 1:500, respectively. The incubation times of serum and conjugate are at 37°C for one hour. Substrate used for
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detection of the enzyme activity is O-phenylenediamine( OPD ). And the absorbance of color of the reactions were

measured at 492 nm.

KEYWORDS: Typhoid fever, Salmonella Typhi, Indirect ELISA
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ﬁmqqqmﬁai% carbonate buffer pH 9.6 11]4 coating
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M319f 1 uaaenuRdovednsgananuden 492
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BHAVD 4
coating | M 492 wluns
buffer positive | negative |substrate | conjugate|
serum serum control control
PBS 0.093 0.064 0.036 0.031
TBS 0.104 0.097 0.052 0.044
Carbonate
0.283 0.243 0.074 0.056
buffer
Citric
0.045 0.052 0.033 0.042
buffer
v g A
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antigen 1% coat plate
g a A v
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buffer pH 9.6 NANMTNIUANY F9A15199 2 1d2
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.. (= a Y . a
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] A Y 9 . dq v
AGIFANDANNUNVYUVYDY antigen N ldicoat plate
I T
11y 30 pug/mluanIINUNUIT A1 substrate control
control lajtAu 0.100 Asuaaslu
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M15197 2 uaaIAIRAYRINIQANAULAIN 492
w1 Tuwuas 109 positive  serum, negative serum,
substrate control Ll8¥conjugate control Tumswianu

Wduve o UARUNMIN auE MY coat plate

mndudulmundevesmimsganduuash 492 nlumas
Vod antigen| positive | negative | substrate| conjugate
(ng/mD) serum serum control | control

1 0.217 0.398 0.081 0.096

5 0.295 0.390 0.076 0.097

10 0.248 0.338 0.095 0.076

15 0.349 0.243 0.074 0.056

20 0.317 0.214 0.067 0.063

25 0.314 0.277 0.078 0.070

30 0.348 0.158 0.080 0.062

35 0.273 0.130 0.066 0.061

40 0.254 0.108 0.032 0.061
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9.6 NANUANTY 30 pg/ml udhwmaaeylaslsy

L. A . A

positive serum (1383191:200), negative serum (139
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wTuas ved positive serum , negative serum |,
substrate control LQ¥ conjugate control Tums

incubate serum MWWZAN dIMST coat plate

60 17 0.326 0.163 0.080 0.062

90 i 0.325 0.160 0.075 0.065

nalums | aundsvesmmsganauuasi 492 uluuns
incubate positive negative | substrate| conjugate
serum
serum serum control control
30 W 0.178 0.108 0.078 0.069
60 w1l 0.324 0.158 0.080 0.062
90 W1 0.326 0.164 0.076 0.068
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o
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) a A Y
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pH 9.6 AANududy 30 pg/ml udnhwmadon
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A A
serum (1999 1:200) tWenadauwIa1lums
incubate conjugate MHINTAUAIAITNN 4 uazi
control 2 ¥H@A 0 substrate control LAY conjugate
control  WUTIAUNALUBINTAANAULAIN 492 11
Tumas ve9  positive  serum  Wl3suieuny
negative  serum ﬁﬁwqqqmﬁanaﬂumi incubate
& 3 g o
conjugate Wu 1 $Tus wenaninwua m

substrate control I8¢ conjugate control Tsihu

0.100 aanaaaluaisran 4

M990 4 HTAIAUNDBVOINITRANAULAIN 492
1 TUAT Yol positive serum, negative serum,
substrate control Ll@¥ conjugate control Tunis

incubate conjugate Mz audImsy coat plate

5.5 minaaeun blocking solution Mz au
ueudnu 11190919878 carbonate  buffer pH
9.6 NAMUTUIU 30 pg/ml LAIMATOUN blocking
solution MHINZANAINITNA 5 wnaaeylaoly
.. A . A
positive serum (1399191:200), negative serum (138
14 1:200) Uaga control 2 A ﬁﬁ) substrate
control (lQ¢ conjugate control WUAURABVDINTS
gandunaan 492 1 TUwAS Y8 positive  serum
= = @ . SO & Y
ssumeuny negative serum umqqqmm%
< 2

blocking solution (T4 10%BSA HBAINHNUIT A1
substrate control Q¥ conjugate control laisAiu 0.100

gauaaeluasien s

M5199 5 udaIRuRALUBINITRANAULAIN 492
w1 TuNas ved positive serum, negative serum,
substrate control LY conjugate  control Tum

blocking solution vy M5 coat plate

oA ' A a 492 e!'
blocking ANURAYVDININIIANAULAIN HUUUAT
solution positive negative | substrate | conjugate

serum serum control control
2%BSA 0.156 0.116 0.085 0.073
4%BSA 0.202 0.158 0.080 0.064
10%BSA 0.382 0.261 0.445 0.066

oA ' A 2
l?iﬂ‘luﬂ]ﬁ AUNABVDININIGANAUUTIN 492 ‘kﬂiu!uﬂﬁ

incubate positive negative | substrate| conjugate|
. serum serum control control
conjugate
30 i 0.178 0.110 0.078 0.069

y .
5.6 MINATOUNINITROIN serum NMHUILAY
weudnul1i9e919870 carbonate buffer pH
9.6  AANWTUTU 30 pg/ml wnageuTasly
positive serum LlQ1¥ negative serum MimsRens
Yy 9 ' @ ~ o
MUANUTNTUAINE)] FI151N 6 1Azl control 2
¥1A A substrate control LAY conjugate control
WUNAURAVDINITRANAULETIN 492 W1 TUILAS

VDI positive serum nfSeueunuy negative serum i

! Ed
AMggAilonea N serum 1:100 UONIINTHWUI A

181




@

msdszimmsumimedesidnu Inmsdnm 2550 Tui 6 FaMAw 2550

substrate control l¢ conjugate control laisAiu 0.100 1:2000 0.166 0.102 0.089 0.071

gananaluaisian 6

5.8 MINAAOUNI Anti-Salmonella Typhi IgM #38

4 o4 “ 4 , )
A1319N 6 LUAANANURAYUDINITAANAULTIN 492 a2, =<

N 3% indirect ELISA 9580

w1 lUAT YB4 positive serum, negative serum, o a

P g ueudnuliiie119d7e carbonate buffer pH

substrate control 118 conjugate control 1TUH1A1 A ..
Iug 9.6 iU 30 pg/ml anaaenlasly positive

919 serum NUWMIZEN FIMTU coat plate . o A
serum LAY negative serum NNINITLADIN 1:100

oA ' A 2
Msiearg | NNINABVOIMINIGANAUNEIN 492 wiluins 1z control 2 ¥iA A0 substrate control LAz
positive negative | substrate | conjugate . S A <
serum conjugate control WUINAURAYUDINITAANAULAIN
serum serum control control Y
.. =) = %
1:50 0.779 0232 0.091 0.067 492 W Tuwas Vol positive serum Lﬂiﬂ:JmEJllﬂ‘]J
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