LIGENE.

Quick Protocol |
Transfecting Cells with mRNA"

Scale: The following is scaled to transfect 1 well of a 6-well cell culture plate. See Table 1 below for
scaling to other vessel sizes.

Final mRNAis 2 ug / well. Final reagent is 4 ul / well.

Recommended to use mRNA modfied with N1-Methylpseudouridine.

Plate Cells

18-24 hours before transfection, plate 200,000 cells per well in a 6-well plate. If desired, plate
cells 1-4 hours before transfection at about 400,000 cells per well.
Note: at this plating density, most cell lines will appear ~50% confluent at the time of transfection.

Transfection

Before use, make sure the FUGENE RX reagent vial and sterile-filtered phosphate buffered saline
pH 7.4 (PBS) are at room temperature. Vortex the reagent vial for 1-2 seconds to mix.

1. Prepare 100 pul of 20 ng/ul mRNA in PBS in a tube.

2. To a separate tube, add 26 ul of PBS. Pipet 4 ul of FUGENE RX directly into the PBS. Mix
thoroughly, then stand at room temperature for 10 minutes.

3. Pipet the 100 ul of diluted reagent (step 2) directly into the 100ul of diluted mRNA (step 1).
Pipet 100 ul up-and-down 10 times to mix. Then stand at room temperature for 5 minutes.

4. Transfer the entire volume of reagent-mRNA mix (200 ) to one well of cells and mix
gently.

5. Analyze protein expression 24 - 48 hours later.

Optimization of mMRNA and Reagent Amounts for Activity and Cytotoxicity

To optimize transfection, test the following amounts of mMRNA and reagent per well (final)
-mRNA: 1 ug, 2 ug, or4 ug
-reagent: 2 ul, 4 ul or 8 pul

If excessive cytotoxicity is observed, use less than 1 ug mRNA per well.

Table 1: Transfection Parameters Scaled to Various Culture Vessel Sizes

R T— Volume.(ml) of Growth Cell Plating Density (number of cells per well) | Volume (ul) of Reagent- mMRNA [mRNA (ug) |FUGENE® RX
Medium per well day before transfection |  day of transfection Complex to add per well perwell | (ul) perwell
96-well plate 0.1 10,000 20,000 10 0.1 0.2
24-well plate 0.5 50,000 100,000 50 0.5
12-well plate 1 100,000 200,000 100 1 2
6-well plate / 35mm dish 2 200,000 400,000 200 2 4
6cm dish 5 500,000 1,000,000 500 5 10
10cm dish 12 1,200,000 2,400,000 1200 12 24

Learn more at: www.fugene.com



