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Protocol status: Working
We use this protocol and it's working
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Abstract
Protocol for APOE4 genotyping for SNPs rs7412 (C/T) and rs429358 (C/T)
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Thaw DNA Samples

1 Thaw DNA samples and APOE Controls at room temp, gently vortex and briefly 20m
centrifuge to collect the DNA solution into the bottom of the tube or well-plate..

1.1  While the samples thaw, label a 96 well PCR plate "DNA Dilution"

1.2  Create a plate map, taking into account your APOE controls and Negative Control.

Controls:

- 2/2 (DNA)
- 2/3 (DNA)
- 2/4 (DNA)
- 3/3 (DNA)
- 3/4 (DNA)
- 4/4 (DNA)

- Negative Control (NC) (UP H20)

2 Dilute DNA in UP H20 (Sample and Control) to make 20 pL at 0.2 - 2.0 ng/uL, seal and 1h
briefly centrifuge to collect the DNA solution into the bottom of each well.

Thaw Reagents

3 Thaw TagMan assay components at room temperature, flick and swirl Master Mix, and 20m
gently vortex SNPs and centrifuge as needed to collect assay components into the
bottom of their respective tubes.

3.1  While the assay components thaw, label two MicroAmp well plates with each SNP ID.

rs7412
rs429358

Make Reaction Mix

4 Get two clean microcentrifuge tubes and add the appropriate volume of Master Mix to 15m
both:

4.1 Label each tube with one of the SNPs IDs.
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Add the appropriate volume of each SNP assay to its corresponding tube: 15m

Add 11 uL of the Reaction Mix to each well that will be used in its corresponding 20m
MicroAmp plate. Seal and briefy centrifuge to collect solution into the bottom of each
well.

Continuation Check

7

Proceed To Step 8 If you've confirmed that the QuantStudio Is available and ready.

Add DNA to plate

8

Transfer 9uL of each sample from the DNA dilution plate to each well of the MicroAmp 30m
plate to have a total volume of 20uL per well (9ul of sample + 11ul of Reaction Mix added
in the previous step).

Seal with MicroAmp Adhesion Film. vortex gently to mix.

Centrifuge (300 g) briefly to collect the solution into the bottom of the well plate. Make
sure no bubbles are present in the wells.

QuantStudio instrument run to perform gPCR SNP genotyping

9

10

Place MicroAmp plate in the QuantStudio instrument and set up experiment as directed
by the TagMan SNP Genotyping_Assays User Guide and the QuantStudio User Guide.

Once the Experiment has finished check to see that your Allelic Discrimination plot looks
resembles:
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Figure 1 Typical allelic discrimination plot

This figure is found in the TagMan® SNP Genotyping Assays USER GUIDE linked in the
step above. The guide also has observed issues and its possible cause if your allelic
distribution graph doesn't resemble Figure 1.

Export Excel file of "Results" for genotype determinations. Make sure to Check "Well
position" ,"Call"

Download the Allelic Discrimination Plot

Data Processing

12

Using the calls made for rs7412 and rs429358 we can determine the APOE Genotype.
Download the Excel File below and fill the "Calls" Sheet.

Fill out your "qgPCR Sample Name" and transfer the "Call" made from both the rs7412 and
rs429358 "Results" excel files exported from the step above.

It should determine the APOE Genotype based on the calls provided along with the Allelic
Frequencies in your sample population.

Add the Allelic Discrimination Plots
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ﬁ APQOE Calculator template 8_4_202...

13  The calls from two SNPs, rs7412 (C/T) and rs429358 (C/T), determine each allele's APOE
genotype. The combination of these SNPs, listed in the table below, defines the APOE

status.

A B C
APOE Status rs429358 | rs7412
e2e4 CT CT
eZe? 1T 1T
eZe3 1T CT
e3e3 1T CcC
e3e4d CT cC
ede4 ccC cC
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