By treatment with hydroxyapatite, OC that binds to bone
(active form) will be absorbed with hydroxyapatite. Active
form of OC was recovered from hydroxyapatite by eluting
with phosphate buffer solution. This ELISA system is useful
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e Antibody Coated Micro-plate - 1 plate The
plate coated with mouse monoclonal anti-
body to Gla-OC.

e  Detection Antibody - 1 vial (for 11 ml x 1)
The vial contains lyophilized horseradish
peroxidase conjugated mouse monoclonal
antibody to OC. Avoid prolonged exposure
to light.

e Standard - 1 vial (16 ng ; for 1 ml x 1)
The vial contains lyophilized Gla-OC pro-
tein.

e  Sample Diluent - 2 vials (11 ml x 2) Each
vial contains protein in a buffered solution.
Use for Zero standard, and for dilution of
the Standard and samples which are above
the calibration curve.

e  Substrate Solution - 1 vial(12 ml x 1) Each
vial contains TMB solution.

e Assay Buffer— 50 ml (3 x concentrated)
e  Stop Solution-13 ml
e Seal-3 sheets

e  Protocol

Materials required but not provided:

Precision pipettes with disposable tips: 20 and
100 pl pipettes, 10 - 200 ul adjustable multiwell
pipetter or 100 ul multiwell pipetter ;Beakers,
flasks, cylinders necessary for preparation of re-
agents. Disposable pipettes and test tubes
-Microtiter plate reader for measurement of absorb-
ance at 450 nm

Prepare Antibody and Standard Solution

Detection Antibody: Dissolve the contents in 11 ml
distilled water and mix gently fol-
lowed by 10 minutes slowly rolling or
occasional mixing, avoiding foam
formation.

Standard Solution : Rehydrate Standard with 1 ml dis-
tilled water. Slowly roll for approxi-
mately 10 minutes or let vials to
stand and sporadically mix gently.

The Standard Solution contains 16 ng Gla-OC/ml. Pre-
pare a dilution series of 8, 4, 2, 1, 0.5 ng/ml by diluting
the Standard Solution with Sample Diluent.

ELISA performance

Sample incubation: Pipette 100 HI sample and stan-
dard(Solution 2)into one well within 5 minutes. Mix,
seal the microtiter plate (e.g. with a foil) and incu-
bate 2 hours at room temperature (20 - 25AC). Do
not incubate serum at 37AC. In case serum is incu-
bated at 37AC, antigen would be denaturalized

(proteolysis).
Remove sample solution and wash the wells 3 times

with ca. 400 HI of PBS; between the separate washing
steps empty out the microtiter plate and vigorously tap
onto paper towel, especially after the last washing.

Detection Antibody incubation: Pipette 100 HI of An-
tibody-POD Conjugate Solution (Solution 1) into
one well, mix, seal the microtiter plate (e.g. with a
foil) and incubate 1 hour at room temperature (20
- 25AC).

Remove sample solution and wash the wells 4
times as described above (It is especially im-
portant after this step to thoroughly empty out
the remaining fluid before adding the sub-
strate).

Substrate incubation: Add 100 HI Substrate Solu-
tion(vial 5) into each well and incubate at room
temperature (20 - 25AC) for 15 minutes.

Add 100 HI Stop Solution(1N H,SO,) into
each well in same order as for sub-

strate. Tap plate gently to mix.

Measure the absorbance at 450 nm with a plate

reader. The absorbance should be read as
soon as possible after the completion of the
assay. It may be read up to 1 hour after
addition of Stop Solution if wells are pro-
tected from light at room temperature.

Note: It is important that Stop Solution is added

to wells prior to reading at 450 nm. Addition
of Stop Solution causes an increase in ab-
sorbance of the Substrate Solution and shift
in absorbance spectrum.




