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License: This is an open access protocol distributed under the terms of the Creative Commons Attribution License,  which

permits unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited

Protocol status: Working

We use this protocol and it's working

Created: February 17, 2019

Last Modified: February 27, 2019

Protocol Integer ID: 20466

Keywords: ipsc restriction digest, screening edited clone, ipsc, edited clone

Attachments

Comprehensive

Genomi...

31KB

Guidelines

This protocols is part of the Screening Edited iPSC Clones collection. 

Materials

STEP MATERIALS

CutSmart Buffer - 5.0 ml New England Biolabs Catalog #B7204S

Protocol materials

CutSmart Buffer - 5.0 ml New England Biolabs Catalog #B7204S

CutSmart Buffer - 5.0 ml New England Biolabs Catalog #B7204S

Troubleshooting

Safety warnings

Please refer to the SDS (Safety Data Sheet) for information about hazards, and to obtain advice on safety

precautions.
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Before start

Identify the appropriate enzyme for the cell line/mutation in question.

a. A mutation or correction may either introduce or destroy a cut site.

i. We recommend a screening strategy where the editing event introduces a new enzyme cut site as this

tends to be more specific

ii. An editing event that destroys an enzyme cut site can be used but tends to result in a high rate of

false positives.

If no cut sites exist for mutation/correction in question, T7 assay should be performed.

After confirming the presence of the appropriate sized PCR product, you can move on to performing a restriction

digest.
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1 Prepare the following reagents in a strip cap tube with the previously identified enzyme.

Restriction Digest Protocol

Reagent Volum
e

# of
rxns

Buffer (Cut Smart/
NEB)

2 µl

DNA from PCR 17.75
µl

Enzyme (specific) 0.25 µl

Total 20 µl

CutSmart Buffer - 5.0 ml New England Biolabs Catalog #B7204S

2 Incubate reaction at temperature ideal for the enzyme being used (e.g. 37°C , 42°C,

25°C, etc.)

3 Incubate at appropriate temperature for 2-3 hours. 02:00:00

4 Run the enzyme reaction on a gel to visualize product.

5 To make the gel, combine an appropriate amount of Agarose, TBE and Ethidium Bromide

using the following guidelines. 

a. The 2% gel will be cast in one of the following ways:

15x15
cast

15x25
cast

Agarose 1.5 g 3.0 g

TBE 75 mL 150 mL

Ethidiu
m
Bromide

3.75 uL 7.5 uL

b. Combine Agarose and TBE in an appropriately sized flask and microwave until

Agarose is completely dissolved. Swirl intermittently during heating.
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c. Once completely dissolved add appropriate amount of Ethidium Bromide to flask and

swirl until dispersed evenly.

6 Pour gel from flask into casting tray (be sure to add appropriate amount of combs to

casting tray).

7 Let sit for 30-40 minutes, or until firm. 00:30:00

8 Place gel cast into the gel rig apparatus.

9 Load samples.

10 Load 50 bp ladder.

11 Place lid on gel rig apparatus. 

12 Run gel at 150 volts for 01:30:00  (checking at 01:00:00  to ensure samples

have not run too far or off the gel).

13 Turn off gel rig apparatus and remove cast. 

14 Blot off excess TBE from cast.

15 Analyze gel images and select potentially edited clones based on banding patterns.
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