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II.B. Reverse Transfection Procedure8

IMPORTANT

• Nontransfected control: cells that are mock-transfected with
Opti-MEM I medium, but no transfection agent and no Pre-miR
miRNA Precursor.

NOTE

In this section, suggested initial transfection conditions are listed first and

reagent quantities for transfection optimization experiments follow. A work-

flow for how to optimize transfection conditions is provided in section III.C.

Optimizing Transfection Conditions starting on page 14.

2. Prepare cells a. Trypsinize adherent cells. 

Trypsinize healthy, growing, adherent cells using your routine pro-
cedure. In general, healthy cells transfect better than poorly main-
tained cells. Routinely subculturing cells before they become
overcrowded or unhealthy will improve transfection and minimize
instability in cell lines from experiment to experiment. Information
on basic cell culture technique can be found in Culture of Animal
Cells: A Manual of Basic Technique (2000) Freshney, NY:Wiley-Liss.

b. Resuspend cells in normal growth medium. 

For initial experiments, resuspend cells in normal growth medium
to 1 x 105 cells/mL.

In order for cells to be transfected

before they re-adhere, it is important

to proceed immediately to

transfection (steps 3–4) after

preparing cells. 

For subsequent transfection optimization experiments, we recom-
mend testing from 5 x 104 to 1.5 x 105 cells/mL. To do this, first
suspend cells at 1.5 x 105 cells/mL and then dilute a portion of the
suspension further to 1 x 105 cells/mL and 5 x 104 cells/mL.
Keep the cells at 37°C until they are needed in step 4. 
The table below shows the volume of cells needed per well in differ-
ent culture plates. Count the number of wells in your experiment,
and calculate the total volume of cells you will need. Plan to prepare
~5% overage to account for pipetting error.

3. Prepare Pre-miR miRNA 

Precursor/siPORT NeoFX 

complexes and distribute 

into culture plate wells

• Briefly centrifuge the siPORT NeoFX Transfection Agent before use.
• The instructions below show the reagent amounts needed for indi-

vidual reactions using the indicated size of cell culture plate. Plan to
prepare master mixes of common reagents, with ~5–10% overage, to
limit the pipetting steps needed for your experiment and minimize
variability.

Amounts per transfection

Culture Plate Type

96 well 24 well 6 well

Volume of cells 80 μL 400 μL 2.4 mL

Number of cells
recommended for first expt
(range for optimization)

8 x 103

(2–20 x 103)
4 x 104

(2–10 x 104)
2.4 x 105

(1–5 x 105)


