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About the Kits

293-Free™ Transfection Reagent 1x1ml 72181-3
5x1ml 72181-4
10x1ml 72181-5
Description

293-Free™ Transfection Reagent has a unique padysatiposomal formulation and is designed explisefs
transfection of HEK293 cells grown in suspensioliuza. It is ideal for mammalian protein producti@erived from
non-animal sources, 293-Free Transfection Reagees gninimal cellular toxicity. It is provided assterile, ready-to-
use solution. Benefits of this proprietary polyoatt liposomal formulation include:

« Optimized for transient transfections of HEK293mrssion cultures

¢ Minimal cellular toxicity

¢ Derived from non-animal sources

« Protocol easily scales up for production

« Compatible with both serum-containing and serura-fredia

< Eliminates the need for media changes

Each 1 ml of 293-Free™ Transfection Reagent isdefft to transfect a 1-liter culture.

Storage
Store tightly capped at 4°C.
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General Considerations

¢ Use only high quality, endotoxin-free DNA. DNA sHde at a concentration of 0.5ud/ul. If the DNA
concentration is lower, decrease the volume ofrsérae medium or PBS in the transfection protooatampensate
for the larger volume of DNA.

« Propagate and maintain cell cultures on an orbftaker at 125 rpm at 37°C (8% CO2).

« Passage cells regularly (e.g., every 2-3 days)id®high density. Use only rapidly proliferating Iselor transfection.
To ensure reproducibility, keep cell growth cormlig and density consistent.

« 293-Free™ Transfection Reagent is compatible tdith serum-containing and serum-free media.
Note: Do not include serum and antibiotics during the formation of the transfection reagent/DNA complex.

USA and Canada Germany United Kingdom and Ireland All Other Countries
Tel (800) 628-8470 Tel 0800 100 3496 UK Freephone 0800 622935 www.merck4biosciences.com
bioscienceshelp@ techservice@merckbiosciences.de Ireland Toll Free 1800 409445 bioscienceshelp@

emdchemicals.com customer.service@merckbiosciences.co.uk emdchemicals.com



User Protocol TB515 Rev. B 0411JN Page 4 of 4

Cell Transfection Protocol

The following protocol is optimized for transfedatiof 25 ml HEK-293 cells in suspension in a 125pallycarbonate
Erlenmeyer flask, however, the amounts of reagedtlZNA can be varied if necessary. For other caltizes, the
reagent and DNA amounts can be scaled up or dospoptionately. See Table 1 below.

Transfection Procedure

1. The day before transfection, passage HEK293 suipenslls at approximately 0.5 x 46ells/ml. Incubate at
~125 rpm at 37°C (8% Cfpovernight. The cell density should be approxiryate0-1.5 x 18 cells/ml at the time
of transfection.

2. On the day of transfection, dilute the cells tolD& cells/ml and place 25 ml in a 125 ml shakekflas
3. Place 1 ml serum-free MEM, Opti-Pro™ SFM, or PB®ia sterile tube. Add 12, DNA. Mix.
Note: Do not use the serum-free culture medium in which HEK293 cells were grown.

Add 25ul 293-Free Transfection Reagent. Mix.

5. Incubate transfection mixture at room temperatord.5 minutes to allow 293-Free Transfection Re&@NA
complex formation.

6. Add entire volume of transfection mixture drop wisgprepared cells.
7. Incubate cultures for 48—-168 hours, at ~125 rpBVa€C (8% CQ).
Harvest cells for protein purification, charactatian, or reporter assays.

Table 1. Preparation of Transfection Mixture for Various Culture Sizes
Transfection of Plasmid DNA Culture Size
Culture Volume (ml) 25 250 500 1000
Number of cells (x 19 25 250 500 1000
Volume of MEM or PBS in the transfection mixturelm 1 10 20 40
Volume of 293-Free Transfection Reagent (ul) 25 250 500 1000
Amount of plasmid DNA (ug) 125 125 250 500
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