
Protocol for the CRISPRkit (Day 1) - Dual Color Kit

DAY 1:
Before you start the experiment, we recommend that you go through the
Overview slides and Key Concepts page to get familiar with CRISPR and CRISPRkit. In addition to this
protocol sheet, we also recommend that you follow along to our Day 1 Experiment Video while doing the
experiment.
If you are a teacher or would like to learn more about how our kits can fit into school curricula, please
visit this page on our website.
Each kit contains a 3D-printed tube holder, 5 small tubes containing reagents, and 7 big tubes for reactions. The
small tubes are labeled A-E, while the big tubes are labeled 1-7, preloaded with the cell-free system (#1-6) or
H2O (#7). The kit should look like below:

The question is: Can you perform a successful gene editing experiment with high efficiency and precision?
To do this, we’ll guide you step-by-step through the procedure using the CRISPR kit:

A table for adding components into reaction tubes:
Reaction Tube # Tube A: R Gene Tube B: Y Gene Tube C: dCas9 Tube D: R

guide
Tube E: Y
guide

1 – R Pos Control ✓

2 – Y Pos Control ✓

3 – R+Y Pos
Control

✓ ✓

4 – R Editing ✓ ✓ ✓ ✓

5 – Y Editing ✓ ✓ ✓ ✓

6 – R+Y Editing ✓ ✓ ✓ ✓ ✓

7 – Neg Control

1. Each kit contains a pack of inoculation loops, which will be used for liquid transfer. Use one inoculation loop
for transferring each reagent of A-E into their corresponding reaction tubes 1-6. When performing the liquid
transfer be sure to do the following:

○ Submerge the loop fully in both the reagent and reaction solution
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https://www.crisprkit.org/wp-content/uploads/2024/04/CRISPRkit_Intro.pptx.pdf
https://www.crisprkit.org/resources/key-concepts/
https://www.youtube.com/watch?v=hwMg1eqDJVg&t=2s
https://www.crisprkit.org/resources-for-teachers-and-educators/


○ Spin the loop several times to ensure complete fluid transfer
○ (Important) After removing the loop from the reagent tube, check the center of the loop to make sure

that there is fluid present
○ Use a new inoculation loop after each reagent
○ Add reagents in the order A, B, C, D, E to their respective reaction tubes

2. Seal the caps of the big tubes tightly to prevent evaporation
3. Return all tubes to the box
4. Allow the reactions to proceed for more than 16 hours. Any time between 16-48 hours is fine

________________________________________________
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