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Detection of Recombinant Lysostaphin Using Antibody
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Abstract The double-antibody-sandwich enzyme-linked immunoadsorbent assay ELISA  for detection of rLysostaphin in
humans had been developed and established through this study. rLysostaphin of high purity >95% produced in Shanghai Hi-
Tech United Bio-Technological Research & Development Co. Tid SHUBRD was used to produce a rabbit anti-rlysostaphin
polyclonal antibody. The standard curve of rLysostaphin polyclonal antibody that was constructed showed that the lowest range of
detection was found at 0.98 ng of rLysostaphin/ml. and the curve exhibited linearity preferably from 0.98 to 500 ng of
rLysostaphin/mL. When three serum samples of the same batch were assayed for 6 replicates and more 3 samples from different
batches for 6 replicates the average intra-assay and inter-assay coefficient variances CV  were 6.4% and 6. 5%

respectively. The relative recovery rate was 98.6% when quantitative standard antigens were added to the serum. The present
method for detection of rlysostaphin in serum is specific highly sensitive highly precise and exhibited a low CV and will be

helpful in the further study of rLysostaphin pharmacokinetics and holds promise in clinical applications.
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Fig.3 Western blot analysis of rabbit anti-rlysostaphin IgG

Fig.2  Analysis of rabbit anti-rlysostaphin IgG by SDS-PAGE
1 Western blot 2 SDS-PAGE.

1 pure rabbit anti-rlysostaphin IgG 2 protein marker.
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Table 1 Result of chessboard method for determining the concentration of incubation
antibody and HRP-rabbit anti-rlysostaphin IgG by double-antibodies-sandwich-ELISA
Ab HRP-Ab 1:500 HRP-AD 1:1000 HRP-Ab 1:2000
/ pg/ml 500 50 5 500 50 5 500 50 5
8 1.618 1.286 0.407 1.331 1.126 0.346 0.536 0.134 0.056
4 1.216 0.936 0.376 1.056 0.804 0.281 0.456 0.122 0.084
2 0.882 0.683 0.339 0.707 0.500 0.149 0.351 0.099 0.068
1 0.728 0.508 0.210 0.579 0.318 0.106 0.242 0.084 0.048
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96 500 250 125 62.5 Table 2 The recovery of rlysostaphin in human plasma
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1:1000 HRP- rLysostaphin concentration/ ng/mL recovery/ % Rsbi%e
1.95 97.1 5.2
A 15.6 96.3 4.6
A = 0.1273ln x +0.1714 R*= 0.9885 2 1023 4.0
3 A A 2.5
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3 ELISA rLysostaphin
Tabl Precisi f le-antibodi ich .
able 3 ecision resultf of double mtlb@e&mdmc rLysostaphin ELISA
ELISA determined for rlysostaphin
Saml Within-run 6 times Between-run 6 times 0.98 ~ 500ng/mL 0. 98ng/ mL
ampe ngfml. V% ngfml Ve 98.6% cv cv 6.4%
1 5.49+0.3435 6.3 5.03+0.3744 7.4 6.5% ~20C
2 21.42+1.639 7.7 21.46 + 1.560 7.3
5 4°C 3
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