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g Contents and storage Important guidelines

= Cell density at the time of transfection is critical. Use cells between 30-70%
confluent at time of transfection. Test different cell seeding densities to determine

the optimal confluence for transfection. A
= Cell seeding number is based on growth rate. Seed fewer cells for fast growing
CMAX00001 0.1mL 1% 175 pL cells.
CMAX00003 0.3 mL 1% 500 L Store at 4°C. = Mix solutions well by pipetting up and down, or vortexing.
CMAX00008 0.75 mL 1% 1.25 mL Do not freeze. = Cas9 nuclease/gRNA /Cas9 Plus™ Reagent solution (Tube 1) is stable for up to
2 hours at room temperature.
CMAX00015 1.5mL 2x1.25mL

* Dilute CRISPRMAX™ Reagent with Opti-MEM™ I medium, then mix by briefly
) vortexing. The diluted reagent (Tube 2) does not require incubation.
(| Product description

= Complexes are made in serum-free medium (e.g., Opti-MEM™ I Reduced Serum
Medium) and can be added directly to cells in culture medium, with or without

Lipofectamine™ CRISPRMAX™ Transfection Reagent is a proprietary formulation for antibiotic.
transfecting Cas9 nuclease/gRNA complex into a wide range of eukaryotic cells. The * Itis not necessary to remove complexes or change/add medium after transfection.
CRISPRMAX"™ Transfection Reagent has low cell toxicity, and provides the cleavage
efficiency of electroporation with ease of scalability. Genomic cleavage detection assay
The CRIEPRMAXTM Transfection Reagent is compatible with Truc‘eGuideT'“ Synthetic gRNA, After transfecting cells, perform an assay to detect locus specific cleavage of genomic
TrueCut™ Cas9 Protein v2, and CRISPR libraries from Thermo Fisher Scientific. DNA using the GeneArt™ Genomic Cleavage Detection Kit (Cat. No. A24372).
Required materials @ Limited product warranty and licensing information
Disclaimer: TO THE EXTENT ALLOWED BY LAW, LIFE TECHNOLQOGIES AND/OR ITS AFFILIATE(S) WILL NOT
- gRNA 0.2-3 mg/mL) BE LIABLE FOR SPECIAL, INCIDENTAL, INDIRECT, PUNITIVE, MULTIPLE OR CONSEQUENTIAL DAMAGES IN
= Cas9 nuclease (1mg/mL) CONNECTION WITH OR ARISING FROM THIS DOCUMENT, INCLUDING YOUR USE OF IT.
* Opti-MEM™ I Reduced Serum Medium (Cat. No. 31985) Manufacturer: Life Technologies | Carlsbad, CA 92008 USA | Toll Free in USA 1.800.955.6288
. Microcentrifuge tubes ©2018 Thermo Fisher Scientific Inc. All rights reserved. All trademarks are the property of Thermo
Fisher Scientific and its subsidiaries unless otherwise specified.
onli = Visit thermofisher.com/crisprtransfection for
% ntine additional information and protocols.
resources = For support, visit thermofisher.com/support.
For Research Use Only. Not for use in diagnostic procedures. ThermoFisher

SCIENTIFIC


http://www.thermofisher.com/us/en/home/life-science/genome-editing/geneart-crispr/crispr-libraries/trueguide-grnas.html
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CRISPRMAX™ Reagent Cas9 nuclease transfection protocol for synthetic gRNA
Transfect cells according to the following table. Reaction mix volumes are for one well and account for pipetting variations. Scale the volumes proportionally for additional wells.

IMPORTANT! Prepare solution in Tube 1 before diluting CRISPRMAX"™ Reagent in Tube 2. Add reagents in the order indicated in the instructions.

Action

. = Seed cells to be 30-70% confluent | it ‘ (LR ‘ SR ‘ RN
® .
a [ST=1=] at transfection Adherent cells 0.8-1.8 x 10¢ cells 4-9 x 10¢ cells 2.5-4.5 x 10° cells
Component (Tube 1) ‘ 96-well 24-well 6-well
2 Mix Cas9 nuclease/gRNA [solutiorlm Opti-MEM™ | Medium oL 25 uL 125 pL
i ™ Tube 1
|Z| with Cas9 Plus Reagent Cas9 nuclease 250 ng 1250 ng 6250 ng
Tube 1 Mix well gRNA (synthetic) 50 ng 240 ng 1200 ng
Cas9 Plus™ Reagent (add to Tube 1 last) 0.5 L 2.5 L 12.5 uL
Component (Tube 2) ‘ 96-well ‘ 24-well ‘ 6-well
6 Dilute CRISPRMAX™ Reagentin | gpti-MEM™ | Medium 5L 25 L 125 pL
Opti-MEM™ | Medium (Tube 2)
CRISPRMAX™ Reagent 0.3pL 1.5uL 7.5 uL
Tube 2 Mix well
\;i Note: For optimal transfection efficiency, do not allow the diluted CRISPRMAX™ Reagent to sit for >3 minutes.
©
(a] /'\
E Prepare C.as9 nuclease/gRNA/ Immediately add solution from Tube 1 to Tube 2, then mix well.
transfection reagent complex
Tube1 Tube2
|E| @\_10 Incubate Incubate complex for 5-10 minutes at room temperature. Do not incubate for >30 minutes.
10 Component (per well) 24-well
Add complex to cells i
@ == p Cas9 nuclease/gRNA/transfection 10 uL 50 L 250 ul.
reagent complex
<
! Incubate cells for 2-3 days at 37°C. After incubation, remove culture medium and rinse cells with 50-500 pL
(9] . . ’
z % Visualize/analyze transfected cells PBS, lyse with 20-250 pL lysis buffer, and perform genomic cleavage detection assay.
a
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Scaling up or down CRISPRMAX™ transfection reactions for synthetic gRNA

Use the following table to scale the volumes for your transfection experiment according to the type of culture vessel being used.

Cas9 nuclease/

Multiplication | Starting cell | vol. growth gRNA/transfection

factor'™ number!? medium | Vol. Opti-MEM™ | |Cas9 nuclease Cas9 Plus™ |Vol. Opti-MEM™I| CRISPRMAX™
9RNA (ug) Reagent medium Reagent reagent complex

96-well 0.17 0.8-1.8 x 10* 100 pL 5puL 0.25 0.05 0.5pL 5puL 0.3pL 10 uL
48-well 0.50 2-4.5x 10 250 pL 12.5pL 0.6 0.12 1.2 pL 12.5 L 0.8 puL 25 L
24-well 1.00 4-9 x 104 500 pL 25l 1.25 0.24 2.5puL 25 L 1.5pL 50 pL
12-well 2.00 8-18 x 10* 1 mL 50 pL 2.5 0.5 5uL 50 L 3L 100 pL
6-well 5.00 2.5-4.5x 10° 2.5mL 125 uL 6.25 1.2 12.5 pL 125 pL 7.5 L 250 L
60-mm 11.05 4.4-9.9 x 10° 5mL 250 L 13.8 2.8 27.6 uL 250 pL 16.6 pL 500 pL
10-cm 28.95 1.2-2.6 x 10° 10 mL 500 pL 36.2 7.2 72.4 pL 500 pL 43.4 pL 1T mL
T75 39.47 1.6-3.6 x 10° 15 mL 750 pL 49.3 9.9 98.7 pL 750 L 59.2 uL 1.5mL
T175 92.11 3.7-8.3 x 10¢ 35 mL 1.75 mL 115.1 23 230.3 pL 1.75 mL 138.2 uL 3.5mL

[1] After determining the optimum reagent amount, use the multiplication factor to determine the reagent amount needed for your new plate format.

[2] Cell seeding number is based on the cell growth rate. Seed fewer cells for fast growing cells.
[3] The ratio of Cas9 nuclease to gRNA is 5:1 (ug:ugl, which is equivalent to a 1:1 molar ratio. The ratio of Cas9 nuclease to Cas9 Plus™ Reagent is 1:2 (ug:uLJ.
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CRISPRMAX™ Reagent Cas9 nuclease transfection protocol for in vitro transcribed gRNA
Transfect cells according to the following table. Reaction mix volumes are for one well and account for pipetting variations. Scale the volumes proportionally for additional wells.

IMPORTANT! Prepare solution in Tube 1 before diluting CRISPRMAX™ Reagent in Tube 2. Add reagents in the order indicated in the instructions.

Action
2 li\ Seed cells to be 30-70% confluent Component ‘ 96-well ‘ 24-well ‘ 6-well
(] .
a =T=T= at transfection Adherent cells 0.7-2x 10¢cells | 0.42-12x 10°cells | 2.1-6 x 10° cells
Component (Tube 1) ‘ 96-well ‘ 24-well ‘ 6-well
é Mix Cas? nuclease/gRNA (solutior]i Opti-MEM™ | Medium SpuL 25 uL 125 pL
i ™ Tube 1
|Z| with Cas9 Plus - Reagent Cas9 nuclease 105 ng 625ng 3125 ng
Tube 1 Mix well gRNA (IVT) 21 ng 125 ng 625 ng
Cas9 Plus™ Reagent (add to Tube 1 last] 0.2 uL 1.3 uL 6.3 uL
Component (Tube 2) ‘ 96-well ‘ 24-well ‘ 6-well
') Dilute CRISPRMAX™ Reagent in Opti-MEM™ | Medium 5L 25 L 125 pL
Opti-MEM™ | Medium (Tube 2)
CRISPRMAX™ Reagent 0.3 L 1.5 L 7.5 uL
Tube 2 Mix well
\;i Note: For optimal transfection efficiency, do not allow the diluted CRISPRMAX™ Reagent to sit for >3 minutes.
©
a /'\
Prepare C.as9 nuclease/9RNA/ Immediately add solution from Tube 1 to Tube 2, then mix well.
transfection reagent complex
Tube1 Tube2
|E| C'>5&_10 Incubate Incubate complex for 5-10 minutes at room temperature. Do not incubate for >30 minutes.
10 Component (per well) 96-well
Add complex to cells i
@ == p Cas9 nuclease/gRNA/transfection 10 L 50 L 250 ul_
reagent complex
<
! Incubate cells for 2-3 days at 37°C. After incubation, remove culture medium and rinse cells with 50-500 yL
(9} . . ’
z % Visualize/analyze transfected cells PBS, lyse with 20-250 pL lysis buffer, and perform genomic cleavage detection assay.
o
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Scaling up or down CRISPRMAX™ transfection reactions for in vitro transcribed gRNA

Use the following table to scale the volumes for your transfection experiment according to the type of culture vessel being used.

Multiplication | Starting cell | vol. growth

Cas9 nuclease/
gRNA/transfection

factort! number? medium | Vol. Opti-MEM™ | |Cas9 nuclease Cas9 Plus™ |Vol. Opti-MEM™ || CRISPRMAX™
9RNA (ug) Reagent medium Reagent reagent complex
96-well 0.17 0.7-2 x 104 100 pL 5puL 0.105 0.021 0.2 uL 5puL 0.3 L 10 L
48-well 0.50 0.21-0.6 x 10° 250 pL 12.5pL 0.315 0.063 0.6 puL 12.5 L 0.8 pL 25 pL
24-well 1.00 0.42-1.2 x 10° 500 pL 25 pL 0.625 0.125 1.3 pL 25yl 1.5 L 50 pL
12-well 2.00 0.84-2.4 x 10° 1T mL 50 pL 1.25 0.25 2.5l 50 L 3L 100 pL
6-well 5.00 2.1-6 x 10° 2.5 mL 125 pL 3.15 0.63 6.3 L 125 pL 7.5puL 250 pL
60-mm 11.05 0.46-1.3x 10¢ 5mL 250 pL 6.9 1.38 13.8 L 250 pL 16.6 pL 500 pL
10-cm 28.95 1.2-3.5x 10° 10 mL 500 pL 18.1 3.62 36.2 L 500 pL 43.4 pL 1 mL
T75 39.47 1.66-4.7 x 10° 15 mL 750 pL 24.65 4.93 49.3 uL 750 pL 59.2 uL 1.5mL
T175 92.11 0.39-1.1 x 107 35 mL 1.75 mL 57.55 11.51 115.1 uL 1.75 mL 138.2 uL 3.5mL
[1] After determining the optimum reagent amount, use the multiplication factor to determine the reagent amount needed for your new plate format.
[2] Cell seeding number is based on the cell growth rate. Seed fewer cells for fast growing cells.
[3] The ratio of Cas9 nuclease to gRNA is 5:1 (ug:ugl, which is equivalent to a 1:1 molar ratio. The ratio of Cas9 nuclease to Cas9 Plus™ Reagent is 1:2 (ug:uL).
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