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Study on the Stabilizers for Coated Antibodies in ELISA of Triazophos
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Abstract M xtures of glycero] sorbito] an no acd peptide peptone proten, chehtor antiseptic and so
on as stabilizers were designed and prepared by means of expermental and orthogonalm ethod The
anti-triazophos po kclonal antibodies ( PAbs) coated on 96 m icrophies were treated w ih these
stabilizers nd ivdually ( 37°C, 1h), then stored at 37°C for7 days The mm unoreactivities of the PAbs
w ere detem ned by direct can petitive EL ISA s PAbsw ere found to be stabilized under 3 stabilizers
A fier he furher nvestigation of comparng the mmunoreactw ity, the affinity and he detecton lin it of
the PAbswhich treated w ith he three stabilizers nd v dually, an optin ized stabilizerwas then selected
That w as stabilizer 1 (m m; glycewl 2 o, an no acid 1 Fo, peptone 3 0%, chelator Q 1%,
antiseptic agentQ 01% ). W hen the ncubation of coated PA bsw ere n the presence of the stabilizer 1
w ih storage at 4~ 6C forhalf a year or 37C for 14 days the relative mm unoreactivity w as 97 8%
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and 94. Do, respectively And the affinity ( ko 68. 43 and 54 38 ng/mL, respectvely) and the detectbn
Imit (ly, 3 72 and 3 22 ng/mL, respectively) rem ained almost the san e as hose of the PAbs w hich
were st coated on the plate w ithout storage( ky 60 73 ng/ml, Iy 3 11 ng/ml). Freeze-thaw testalso
demonstrated that the optim ized stabilizer 1 w as fit for the PAbs when the freeze-thaw w as notmore
than 8 times It ndicated that the optinized stabilizer could mprove the coated PAbs stability
ev iently, and coull be applied to the producton of the triazophos ELISA kit

Key words enzym e-lnked mm unosorbent assay;, stabilizer triazophos polycbnal an thody
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Table 1 The can position of different stabilizers
Amount(m m, % )
Com ponents 1 2 3
Glycer 1 25 LO 35
Sotbibl / L. 2 LS5
Am o aci L5 0.5 10
Peptide / 20 25
Pepone 30 1.2 25
Cheltor Q1 0.2 /
A ntiseptic agent Q 01 0. 01 Q 01
24 (0])) 1 3
3 3
, ELISA , , 3 ( 5
oD 2 DPS ) 1
1 3 1% ,
; 2 (CK: ko= 60. 86 ng/ml, To=
; 1% ; 3 17 ng/ml; 1 : ko= 60 47 ng/ml,
123 ; lo= 2 % ng/ml; 1 95~ 1 000 ng /mL);
oD , , 25C 3
7 d 9 ’
’ ( 3 i k=136 11 ng/mL, I, =
2 13 9 65 ng/ml), (7 8-~
’ 1 000 ng/mL) 1
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2 37C 7d oD
Table 2 TheOD valie of the coated PA bs treated w ith different stabilizers by d irect com petitive
ELISA fom at( stored at 37°C for one w eek)
OD " 0D vahe

Na K, () K, () Stabilzer
1 2 3
1 L 375 0. 413 1. 305 L 278 1. 378
2 1 352 0. 422 1. 321 1 256 1. 415
3 1 363 0. 401 L 310 1 243 1. 405
1%
1% Significant A ¢ A B A
’ 12 ;" CK, ,4~6C 7477 CK, , 25C

7 d " Data represent themeans of 12 experin ents ™™ CK | indicates the coated Ab w as treated w ihout any stabil zer but sored at 4~ 6°C for

7d ™" CK, indicates the coated Ab w as treated w ihout any sabilzer but sored at 25C for 7 d

25
100
S 80t 3 ’
% 2 el , 37C 14 d (OD g4
g5 ,l L 378 OD 1uq L 298 94. 2% ),
z :
s 20t B
0 . : ! 37C 1d,
1 10 100 1 000
—— (ODgq 1 372 0D 4 Q 729), 3d
Conc.of triazophos/(ng/mL) ELISA (OD 34 Q 397)
—o— XL CK, -= FaEH 1 Stabilizer 1 , 37C 1d
—& FAEH 3 Stabilizer 3 45 d ,
1 . 2
3 o,
: : . - 26 4~6C
Fig 3 Effects of different stabilizers on nh b ition e 6C p
reaction curves of triazophos EL ISA ’
. CK . 4~ 6C 74d (02)) 1. 348
Note CK means the coated antbody w as treated w ih out any ( oD 1 378 97 &% ) 0. 546
stabilizer and sbored at4~ 6C for 7 d s
3 1 37C op Iy &

Table 3 The averageOD value ko and Lo of the coated PA bs treated w ith orw ithout stab ilizerl
by direct com petitive EL ISA fom at( stored at37°C for different tm e)

Tream ent Tine/d
0 1 2 3 4 6 8 10 12 14
1 OoD 1 378 1 355 1. 336 1. 343 1. 337 1 343 1 321 1. 339 1. 329 1. 298
Swabilzer 1 I, /(ngmL) 60 73 / / / / / / / / 54, 38
Iy /(ngmL) 311 / / / / / / / / 322
CK (0))] 1372 Q 729 0. 543 0. 397
Iy /(ng/mL) 60 86 / / X
Iy /(ngL) 317 / / x
8 (n=8);“/r R
Note Data mn @bl 3 represent them eans of eight experments “ /7 mdicates“ no detecton”. “ x” mndicates” datun could notbe detected’.

The sam e as in bk 4.
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(ko lo : 68 43 3 72 ng/ml; 3
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31
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Fig 4 Freeze-thaw test for triazophos ,
ELISA kit (n= 8)
28 (
4 Q 01% ) , EDTA
’ ( 02%) .
14d (ODoa 1 283 ’ ’
OD 44 1. 107 86. 3% ), ’
: ( ko) (o)
3d
, (4~
, ELISA (OD 3 O 228) . .
6C, ) (37C, 14 d) -
4 (n=38)
Table 4 Effecis of the selected stabilizer on catbofuran m onocbnal antbody (n= 8)
OD  OD value Ly /( ng/mL) Iy /( ng/mL)
T reat eat 0d 1d 3d 6 d 8d 10 d 12.d 14 d 0d 14 d 0d 14 d
1283  1.269 1256 1248 1. 244 1158 1113 1 107 14 97 16. 33 1. 05 1. 57
T ream ent
CK 1.274 0.692 Q228 / / / / / 14 83 x 0. 97 X

ELISA Note Date by direct gom petitive EL ISA ,(.antbody coated fo m at).
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