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TheLPA Assay Kit was co-developed using the proprietary L a t h
monoclonal antibody of L path Inc. (San Diego, CA. www.|path.com). p

Product Name: Lysophophatidic Acid Assay Kit (96-well ELI1SA)

Product Number: K-2800

Kit Components:

Part # Description
K-2801 Anti-LPA Antibody
K-2802 Anti-LPA Antibody Diluent
K-2803 Block Solution
K -2804 Delipidized Human Sera
K -2805 Lysophophatidic Acid (LPA) Standard
K -2806 Anti-mouse goat 1gG - HRP
K -2807 Coated Microtiter plate (sealed in plastic bag)
K-TMB1 TMB Substrate
K-STOPt AN Sulfuric Acid (H,SOy)
Microtiter plate seal
PBS Tablets

Incubation plate (yellow)
Each kit provides sufficient reagents for 96 samples assay (including standards).

Researcher must provide:
Absorbance microtiter plate reader capable of repdt 450 nm.
Pipettes (2@L, 200uL, and 1,00QuL)

Storage:
Upon receipt, the kit should be stored at 2€Qorotected from light. The TMB substrate, K-TMB1,
needs to be removed from the kit and stored at.4 Bdder proper storage conditions, the kit
components should remain stable for at least 6 Imsoinom date of receipt. Allow the reagents to
warm to room temperature before opening vials.

Health Hazard Data:
The toxicity effects of delipidized human sera hawet been determined. The kit contains
delipidized human serum and should be handled tnally bio-hazardous materials. The serum
was derived from blood donors tested individualhd eshown by FDA approved methods to be
negative for antibodies to Human Immunodeficienegu¥ 1/2 (HIV) and Hepatitis C Virus (HCV),
non-reactive to Human Immunodeficiency Virus 1 (H)VYHepatitis B surface antigen (HBsAg) and
Sexually Transmitted Diseases (RPR). Since natiestod can offer complete assurance that HIV,
Hepatitis B and C Virus or other infectious agesmts absent, these products should be handled by
trained researchers using safe laboratory techsignd approved procedures.
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Background:

Lysophosphatidic Acid (LPA) is a serum-derived pitodipid involved in diverse cellular processes
such as cell proliferation, chemotaxis, platelajragation, wound healing, angiogenesis, tumor iovas
and smooth muscle contraction. Recent researcltateli LPA may play a significant role in the
pathophysiology of cancer and may be used as adbkan for ovarian cancer. (*several literature
citations indicate plasma LPA levels are elevatedvarian cancer patients). The Echelon LPA assay i
a sensitive and robust method for the quantificatbLPA in a 96-well plate formaihe LPA Assay

Kit was co-developed using the proprietary monoclonal antibody of Lpath Inc. (San Diego, CA.

www.Ipath.com).

Assay Procedure:

1.

2.

3.

Bring the assay kit to room temperature before use.
Remove coated microtiter plate (Nunc, Maxisorppfrolastic bag.

Block each well of microtiter plate by adding 110 of block solution per well and incubate at room
temperature for 1 hour (place microtiter plate seaplate).

Prepare PBS (washing buffer) by dissolvaagh PBS tablet in 200mL deionized water.

Wash plate with PBS four times (4X) and on thelfinash incubate the plate for 2 minutes before
removing the wash solution. Ensure all wash buffeemoved before progressing to the next step.

Vortex LPA standard vial and prepare standard idihst of LPA Standard as follows (use standard
1.5mL polypropylene tubes):

: | of 200 pM stock | diluent
L] P ) o': previou'fsdilution (Delipidi';ed Human Sera)

5uM 15ul 200uM LPA Stock Soln. 585l

2.5 uM 300ul 5 uM Solution 300ul
1.25 uM 30Qul  2.5uM Solution 300ul
0.63 uM 30Qul  1.25uM Solution 300ul
0.31 uM 30ul  0.63uM Solution 300ul
0.16 uM 30ul  0.31uM Solution 300ul
0.08 uM 30ul  0.16uM Solution 300ul

0uM - 300ul

Dilute anti-LPA antibody by adding 4 mL anti-LPA tiéody diluent to the bottle containing the
anti-LPA antibody and mix well.

Dilute samples in delipidized human sera (suggeslibdion is 1:10, 30uL sample: 270uL
delipidized human sera). Combine samples and atdadvith diluted anti-LPA antibody and mix in
the incubation plate (yellow) before transferriogitie coated, blocked, and washed Microtiter plate
(Nunc, Maxisorp).If replicates other than duplicates are preferred, add the diluted antibody to the
diluted sample 1:4.

a. Add 75uL of diluted antibody to each well of the mixingafe (see plate layout below).

b. Add 225.L of standards or diluted samples to each welhefrhixing plate (see plate layout

below).
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10.

11.

12.

13.

14.

15.

16.

17.

18.

w
c
o

ggested Mixing Plate Layout (yellow)
1 2 3 4 5 6 7 8 9 10 11 12
5uM | Sample 1| Sample 9 Sample[ISample 25 Sample 33 -Empty- | -Empty- | -Empty- | -Empty- | -Empty- | -Empty-
2.5 M | Sample 2| Sample lGample 1§ Sample 26 Sample 34 -Empty- | -Empty- | -Empty- | -Empty- | -Empty- | -Empty-
1.25 pM| Sample 3| Sample JjiSample 19 Sample 27 Sample 3§ -Empty- | -Empty- | -Empty- | -Empty- | -Empty- | -Empty-
0.63 pM| Sample 4| Sample 12Sample 2Q Sample 28 Sample 3§ -Empty- | -Empty- | -Empty- | -Empty- | -Empty- | -Empty-
0.31 pM| Sample 5| Sample 13Sample 21 Sample 29 Sample 37 -Empty- | -Empty- | -Empty- | -Empty- | -Empty- | -Empty-
0.16 pM| Sample 6| Sample 145ample 22 Sample 3Q Sample 3§ -Empty- | -Empty- | -Empty- | -Empty- | -Empty- | -Empty-
0.08 pM| Sample 7| Sample 155ample 23 Sample 31 Sample 39 -Empty- | -Empty- | -Empty- | -Empty- | -Empty- | -Empty-
O UM | Sample 8| Sample 168ample 24 Sample 37 Sample 44 -Empty- | -Empty- | -Empty- | -Empty- | -Empty- | -Empty-

I OMmOO|w >

Place incubation plate on plate shaker for 30 sgs;oor carefully tap the plate to mix.

Add 10QuL of mixture from the mixing plate to each well acding to plate layout of the coated,
blocked, and washed microtiter plate (Nunc, Maxgor

Suggested duplicates sample microtiter plate layblunc, Maxisorp).Samples can be run in
single, duplicate, or triplicate as desired.

1 2 3 4 5 6 7 8 9 10 11 12
5uM 5uM | Sample 1| Samplel Sample9 Sample9 Samp|Saiple 17 Sample 23 Sample 23 Sample 33 Sample 33

25puM | 25 puM| Sample 2| Sample 2 Sample [1IBample 1q Sample 1§ Sample 1§ Sample 26 Sample 26 Sample 34 Sample 34

1.25 uM| 1.25 uM| Sample 3| Sample 3 Sample [13ample 11 Sample 19 Sample 19 Sample 27 Sample 27 Sample 33 Sample 35
0.63 pM| 0.63 uM| Sample 4| Sample
0.31 pM| 0.31 uM| Sample 5| Sample 5 Sample|iSample 13 Sample 21 Sample 21 Sample 29 Sample 29 Sample 37 Sample 37
0.16 pM| 0.16 uM| Sample 6] Sample
0.08 pM| 0.08 uM| Sample 7| Sample

0o uM OpM | Sample 8 Sample Sample |18ample 16 Sample 24 Sample 24 Sample 32 Sample 32 Sample 4Q Sample 4(

£

Sample |12ample 12 Sample 2Q Sample 20 Sample 2§ Sample 28 Sample 3§ Sample 36

=

Sample |18ample 14 Sample 22 Sample 22 Sample 3Q Sample 3Q Sample 3§ Sample 34

~t

Sample |1S5ample 18 Sample 23 Sample 23 Sample 31 Sample 31 Sample 39 Sample 39

I @MMmMOO||m >

Incubate plate at room temperature for one hour.

Wash plate with PBS four times (4X) and on thelfimash incubate the plate for 2 minutes before
removing the wash solution. Ensure all wash buf§feemoved before progressing to the next step.

Dilute HRP-goat anti-mouse in block solution by imgd12mL block solution to the HRP-goat anti-
mouse bottle (HRP-goat anti-mouse bottle contaifpd bf 1000X HRP-goat anti-mouse) and mix
well.

Add 10QuL of diluted HRP-goat anti-mouse to each well of thicrotiter plate (Nunc, Maxisorp)
and incubate at room temperature for one houacépfresh microtiter plate seal on plate)

Wash plate with PBS four times (4X) and on thelfimash incubate the plate for 2 minutes before
removing the wash solution. Ensure all wash buffeemoved before progressing to the next step.

Add 10QuL TMB substrate to each well of the microtiter pl@Nunc Maxisorp) and incubate for 4 to
8 minutes at room temperature.

Add 5QuL H,SO, to each well of the microtiter plate to stop teadation.

Read plate at 450 nm.
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Abs (450nm)

Lysophosphatidic Acid
Standard Curve

1.5+
Figure. LPA competitive ELISA

1.0 standard curve was graphed using
point to point analysis. As little as
0.16uM LPA can be detected in

0.54 100pL of sample
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Assay Notes:

1.
2.

3.
4.

Ensure all samples are free from debris beforenadi the plate.

Use care when washing microtiter plate. Inconststaicrotiter plate washing will result in highessay
variation.

All samples and standards must be diluted in ddilipd human sera before use in the assay.

Be cautious of edge effects. Wells at the edgéhefmicrotiter plate may exhibit increased variatioom
wells on the interior of the plate. If concerndubat edge effect do not use wells on the exterfothe
microtiter plate.

Diluted antibody and goat anti-mouse HRP are stil@& days at 4 °C.

Ensure bottom of plate is clean before reading ridaswe (wipe off smudges and debris).

Use caution when using delipidized human sera.atTdelipidized human sera as a potential biohaaac
dispose of accordingly.
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