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ABSTRACT Obijective: To establish a quantitative double-antibody sandwich ELISA detecting method for total IgG content of
cultured rat-lymphocyte supernatant. Methods: Detect the optimal concentrations of coated antibody and enzyme-antibody with a matrix
experiment. Construct a calibration curve and determine the linear rang. Evaluation repeatability, precision and applicability of the
calibration curve. Results: The optimal concentration of coated antibody is 2 pwg/ml and the optimal dilution ratio of enzyme-antibody is
1:4000. The linear rang of calibration curve is 0.25-16 ng/mL. The repeatability, precision and applicability are excellent. Conclusion:
This ELISA detecting method is convenient and reliable to detect total IgG content of cultured rat-lymphocyte supernatant.
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Table 1 The A450 value of the standard within the different dilution degree of coated antibody
The dilution degree of o .
coated antibody The dilution degree of enzyme-antibody (1:8000)
Blank 0.5 ng/mL 32 ng/mL 250 ng/mL
1:250(2pg/mL 0.056 0.092 1.136 2.886
1:500(1pg/mL 0.058 0.098 1.072 2.312
1:1000(0.5uwg/mL 0.057 0.083 0.705 1.373
2 A450
Table 2 The A450 value of the standard within the different dilution degree of enzyme-antibody
The dilution degree of enzyme-antibody The dilution degree of coated antibody
Blank 0.5ng/mL 4ng/mL 32ng/mL
1:8000 0.065 0.092 0.271 1.136
1:4000 0.055 0.112 0.423 1.829
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Table 3 The within group variation of A450 value of the calibration curve
The concentration of standard Mean SsD CcVv CcVv
ng/mL n=3) % %
1 0.2290 0.0046 2.0925
4 0.6697 0.0060 0.9001 2.0064
16 1.8673 0.0565 3.0267
4 A450
Table 4 The interassay variation of A450 value of the calibration curve
The concentration of standard Mean SD Ccv Ccv
ng/mL n=3) % %
1 0.2079 0.0467 22.4492
4 0.6588 0.5861 11.9263 11.8690

16 1.8557 0.0229 1.2316
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Table 5 The determination of recovery of the calibration curve
Theoretical value Detection value Recoveries
ng/mL ng/mL %
1 0.9395 93.9500+ 2.1340
4 4.4900 112.2498+ 1.2423
16 15.4721 96.7055+ 0.9850
243 ELISA 3 11.3387% 13.1220% 6. 7.,
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Fig. 3 The total IgG content determination results of cultured rat-lymphocyte supernatant

6 IgG

Table 6 The within group variation of the total IgG content determination results of cultured rat-lymphocyte supernatant

Group Mean(ng/mL) n=4 SD Ccv CcVv
PWM 25.g/mL 100.0250 3.1690 3.1682
PWM 5pu.g/mL 54.3250 8.4937 15.6349
PWM 1ug/mL 20.7250 1.6439 7.9321 11.3387
PWM 0.2pug/mL 10.6750 2.7897 26.1331
Blank 6.8750 0.263 3.8254
7 1gG
Table 7 The interassay variation of the total IgG content determination results of cultured rat-lymphocyte supernatant
Group Mean(ng/mL) n=4 SD Cv Ccv
PWM 25.g/mL 98.9625 17.1435 17.3232
PWM 5ug/mL 52.8563 10.1085 19.1245
PWM 1ug/mL 16.8938 3.0522 15.1238 13.1220
PWM 0.2pg/mL 12.6813 1.0443 9.0730
Blank 7.3875 0.3474 4.9656
[14,15] [16-18]
3
[19-21] IgG

1gG [57] [8-10] [11-13] ELISA
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