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Summary
Antigen Interleukin 6 (IL-6)
Catalog number ABIN365163
Supplier Cusabio
Supplier catalog

number £50-0046380 REPRODUCIBILITY INITIATIVE

NO.: 1L113110/02/13 |

Lot number Q03097538

Method validated Enzyme-linked immunosorbent assay
Laboratory Alamo Laboratories Inc

Validation number 28773

Positive Control Human serum

Negative Control Mouse brain lysate

Signal was detected in positive control
Notes samples but not in negative control
samples.


http://www.antibodies-online.com/kit/365163/IL-6+ELISA/
http://www.cusabio.com/html/product/CSB-E04638h.html
https://www.scienceexchange.com/services/elisa
https://www.scienceexchange.com/facilities/alamo-laboratories-inc
https://www.scienceexchange.com/validations/28773

Full Methods

Primary Antibody

» Antigen: Interleukin 6 (IL-6)

e Catalog number: ABIN365163
e Supplier: Cusabio
[ ]
[ ]

Supplier catalog number: csb-e04638h
Batch number: Q03097538

Controls

o Positive control: human serum (specimen known to contain the target protein) was prepared by Alamo
Laboratories.

o Negative control: protein extract from mouse brain (specimen known to not contain the target protein) was
prepared by Alamo Laboratories.

o Standard curve: serial two-fold dilutions from 500 pg/ml [500, 250, 125, 62.5, 31.25, 15.6, 7.8, 0] were generated
from the standard provided in the kit using sample diluent buffer.

» Spike control: standard diluted in PBS [62.5 and 0 pg/mL].

Protocol

e To each well, 100 pL of standard or sample were added. Plate was incubated for 2 h at 37°C. The liquid from
each well was aspirated but wells were not washed.

e 100 pL of Biotin-antibody (1x) was added to each well and the plate was incubated for 1 h at 37°C.

» The liquid from each well was aspirated and wells were washed three times with 200 pL of Wash Buffer (1X) each
time x 2 min.

e 100 pL of HRP-avidin (1x) was added to each well and the plate was incubated for 1 h at 37°C.

o The liquid from each well was aspirated and wells were washed five times with 200 uL of Wash Buffer (1X) each
time x 2 min.

e 90 pL of TMB Substrate was added to each well and the plate was incubated for 25 min at 37°C.

» 50 pL of Stop Solution to each well and the contents were mixed by tapping gently. Absorbance of each well was
measured at 450 nm and 540 nm within 5 min using a microplate reader.

e The readings at 540 nm were subtracted from those at 450 nm to correct for optical imperfections in the plate.

» The triplicate readings for each sample were averaged and the average zero standard optical density subtracted.
The corrected average-value was tabulated as Average Absorbance. A standard curve was generated by plotting the
mean OD value for each standard on the X-axis against the concentration on the Y-axis using Excel. Standard
curve was generated by regression analysis with four parameter logistic.

o An equation (y = 248.75x4-542.17x3+396.6x2+131.48x+2.0519) was derived from the standard curve and used to
calculate IL-6 concentrations based on their Average Absorbance values.

Experimental Notes
None
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Figure 1: Graph of corrected-average readings (OD 450 nm) plotted for standard curve samples.
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Table 1: ELISA. IL-6 is present in the positive control sample (human serum) and absent from the negative control
sample (mouse brain). Spike controls indicate no interference in absorbance readings from the protein lysate buffer
used to prepare the protein extracts. Absorbance readings (OD 450 nm) are shown for standard curve, spike
controls and unknown positive and negative control samples. The absorbance of all the samples including
standards, spike controls and unknown samples were measured at 450 and 540 nm and the absorbance values at
540 nm were subtracted from those at 450 nm to account for optical imperfections in the ELISA plate. Value for
Average Reading is derived from the average of three corrected-readings (OD 450nm). The Average Reading for 0
ng/ml Standard was subtracted from all Average Readings to yield Average Absorbance values for standards, spike
controls and unknown samples. Standard deviation is included for all samples. Standard curve was generated by
regression analysis with four-parameter logistic. An equation (y = 248.75x4 - 542.17x3 + 396.6x2 + 131.48x +
2.0519) was derived from the standard curve and used to calculate IL-6 concentrations shown in the Table.



