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Brief Protocol

The SNP-IT Clean-Up reagent is a specialized formulation
of ExoSAP-IT®**, which is based on enzymatic degradation
of unconsumed primers and dNTPs present in PCR
products. SNP-IT Clean-Up reagent has been designed for
use with the Orchid BioSciences SNPware™ UHT Core
Reagent Kit (PN 101-0043-00). The following protocol is a
recommendation on how to properly use the SNP-IT Clean-Up
reagent to treat a multiplex PCR reaction prior to use in
SNP-IT genotyping assays.

IMPORTANT: 5 µl up to 12-plex PCR in 384 plates can be
prepared and stored at -20°C. Ensure the PCR plate is
thoroughly sealed to avoid evaporation of samples. If the
volume of PCR is higher than 5 µl, 5 µl of PCR products
should be transferred to a fresh 384 PCR plate before
treatment with SNP-IT Clean-Up reagent.

Perform the following steps to properly prepare the
templates for SNP-IT assays. These steps can be performed
within the same plate as PCR, using a PCR thermal cycler
for the incubation and enzyme inactivation steps.

1. If PCR plates are frozen, thaw before adding SNP-IT
Clean-Up reagent. Briefly spin plates to bring contents to
bottom of well.

2. Prepare SNP-IT Clean-Up reagent by diluting it 1:25 with
SNP-IT Clean-Up Diluent. Calculate the amount of mixture
needed based on the number of plates to be processed.

IMPORTANT: Mix only the amount of diluted SNP-IT
Clean-Up reagent required and use immediately. The
diluted material should not be stored or used at a later
date.

Note: Extra volume of diluted SNP-IT Clean-Up reagent
mixture should be prepared to accommodate for dead
volume inherent with specific pipetting systems.

3. Mix well and transfer to a clean reagent reservoir.
4. Add 3.0 µl of SNP-IT Clean-Up reagent to each 5 µl 384-well

PCR reaction.
5. Mix well and spin down.
6. Seal plate and place into a thermal cycler.
7. Run thermal cycling program at 37°C for 30 min followed by

10 min at 96°C to degrade the excess primer and dNTPs
present in the PCR product.

8. Hold at 4°C before removing from the thermal cycler.
Note: Plate may be stored frozen after the SNP-IT Clean-Up
reagent treatment step is complete.
Note: This program has been optimized for use in an
MJ Research Tetrad™. The program may need to be
modified for use with a thermal cycler with different
heating and cooling rates.

9. Proceed with the Multiplex SNP-IT assay protocol as
described by Orchid BioSciences in the SNPware™ UHT
Core Reagent Kit (PN 101-0043-00).
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Number of Plates 2 4 6 8 10

SNP-IT Clean Up 100 µl 200 µl 300 µl 400 µl 500 µl

SNP-IT Clean Up
Diluent

2.4 ml 4.8 ml 7.2 ml 9.6 ml 12 ml

Total Volume 2.5 ml 5.0 ml 7.5 ml 10 ml 12.5 ml


