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Summary
Antigen Ki67P
Catalog number ABIN415150
Supplier Cloud Clone Corp.
REPRODUCIBILITY INITIATIVE
Supplier catalog SEC047Hu NO.: 1[\[#02/28/15 |
number
Lot number L141016326
Method validated Enzyme-linked immunosorbent assay
Laboratory Alamo Laboratories

Validation number 029832
Positive Control MCF?7 lysate

Mouse brain lysate

Negative Control

Target protein was detected in the positive
control sample and not in the negative
control sample as expected.

Notes


http://www.antibodies-online.com/kit/415150/Ki67P+ELISA/
http://www.cloud-clone.us/elisa/ELISA-Kit-for-Human-Ki-67-Protein-Ki-67P-3656.htm
https://www.scienceexchange.com/services/elisa
https://www.scienceexchange.com/labs/alamo-laboratories-inc
https://www.scienceexchange.com/validations/029832
http://www.proteinatlas.org/ENSG00000148773-MKI67/cell/HPA000451/MCF7
http://openi.nlm.nih.gov/detailedresult.php?img=3072383_pone.0018303.g011&amp;req=4

Full Methods

ELISA kit

* Antigen: Ki67P

e Catalog number: ABIN415150

e Supplier: Cloud Clone Corp.

e Supplier catalog number: SEC047Hu
e Lot number: L141016326

Controls

e Positive control: MCF7 cell lysate prepared by lysis of cells by freeze-thaw cycles in phosphate buffered saline.
» Negative control: Mouse brain lysate prepared by lysis of tissue by freeze-thaw cycles in phosphate buffered
saline

Protocol

All reagents in the ELISA kit were brought up to room temperature (RT) before use.

100 pL of standard or sample were added to wells in ELISA plate pre-coated with capture antibody.

All samples and standards were assayed in triplicate.

The plate was covered with sealer (provided in kit) and incubated for 2 hours at 37°C. Unbound material was
aspirated but the wells were NOT washed.

100 pL of Detection Reagent-A Working Solution was added to each well. Plate was covered with sealer (provided in
kit) and incubated for 1 hour at 37°C. Unbound material was removed from each well and plate was washed three
times with 350 pL of 1x Wash Solution (provided in the kit). After the last wash the plate was inverted and blotted
against clean absorbent paper to remove any remaining liquid.

100 pL of Detection Reagent-B Working Solution was added to each well. Plate was covered with sealer (provided in
kit) and incubated for 30 minutes at 37°C.

Unbound material was removed by washing five times with 350 uL of 1x Wash Solution (provided in the kit). After
the last wash the plate was inverted and blotted against clean absorbent paper to remove any remaining liquid.

90 uL of Substrate Solution was added to wells and the plate was covered with a new plate sealer. The plate was
gently tapped to ensure mixing and incubated for 25 minutes at 37°C in the dark.

After 25 minutes, when an apparent gradient appeared in the standard wells, the reaction was terminated by adding
50 L of Stop Solution to each well.

The optical density (OD value) of each well was read using a microplate reader set to 450 nm.

The triplicate readings for each sample were averaged and the average zero standard optical density subtracted to
yield ‘corrected absorbance at 450 nm’. 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 three-parameter logistic.

An equation (y = -4.6988x"3 + 14.578x"2 + 17.63x + 0.1488) was derived from the standard curve and used to
calculate Ki67P concentrations in samples based on their Average Absorbance values.

Experimental Notes
No experimental challenges noted.
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Figure 1: Graph of ‘Corrected’ OD450 nm plotted for standard curve samples. Standard curve was generated by
regression analysis with three-parameter logistic. An equation (y = -4.6988x"3 + 14.578x"2 + 17.63x + 0.1488) was
derived from the standard curve and used to calculate KI67P concentrations shown in Figure 2.
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Conc of Ki67P in MCFT (+ve Control) 1:4 diluted: 2.67 x4 = 11 ng/m!
Conc of Ki67P in MCF7 (+ve Control) undiluted: 15 ng/ml
Conc of Ki67P in Mouse Brain Extract: {-ve Control): 0.18 ng/ml (Below detection range of the kit)



Figure 2: Table of absorbance values for standard curve, spike control and samples. Value for Avg Reading is
derived from the average reading of three samples. Avg Reading for “0” amount of Standard was subtracted from all
Avg Readings to yield “Corrected OD450 nm values” for Standards, spike controls and unknown samples. Standard

deviation is included for all samples.



