
2600 Hilltop Drive, Richmond, CA 94806 | Tel:1-866-339-0871 Fax: 510-740-3625 | www.promab.com | info@promab.com 

Important Guidelines for Transfection

  Additional Products and Services: 

Mouse Monoclonal Antibody 

Rat Monoclonal Antibody 

Rabbit Monoclonal Antibody 

Human Monoclonal Antibody 

Polyclonal Antibody 

Antibody Sequencing 

Hybridoma Sequencing 

CAR T-cells 

Lentivirus production 

Cancer Stem Cells 

Specialty Cell Culture Media 

T-cell Expansion beads

Ask about our full line of CRO 

services to provide supplemental 

assistance or the entire support 

necessary to complete your 

project on time and with the data 

you need to move forward. 

Protocol

Cells should be plated 18 to 24 hours prior to transfection so 
that the cell density reaches 70~80% confluency at the time 
of transfection. Complete culture medium with serum and 
antibiotics is freshly added to each well 2 hours before 
transfection.

TRANSFECTION PROCEDURE 
The following protocol is given for transfection in a 24-well 
plate, refer to Table 1 for transfection in other culture formats.

1)

2)

For each well, add 0.5 ml of normal growth medium (antibiotic 
does not influence the result) freshly 2 hours before transfection.
For each well, dilute 0.5 μg  of DNA in 50 μl  of DMEM without 
serum, and Mix gently.

3) Add 1.5 μl  of NanoFect reagent (cat.# NF100, ProMab 
Biotechnologies) into another tube with 50 μl  of DMEM without 
serum, and Mix gently.

4) Add NanoFect/DMEM into DNA/DMEM solution. Mix by vortexing 
for 5 to 10 seconds.

5) Incubate for ~15 minutes at room temperature to allow for 
NanoFect/DNA complexes self-assembly.

6) Add the 100 μl  NanoFect/DNA mix drop-wise to the cells in each 
well and homogenize by gently swirling the plate.

7) Return the plates to the cell culture incubator.
8) Check transfection efficiency 24 to 48 hours post transfection. 
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Important Guidelines for Transfection

Protocol

Table 1. Recommended Amounts for Different Culture

Note:
For different cell types, the optimal ratio of NanoFect (μL): DNA (μg) is around 3:1. We recommend the 
NanoFect (μL):DNA (μg) ratio of 2:1 as a starting point which usually gives satisfactory transfection efficiency 
with invisible cytotoxicity, however the amount of NanoFect may be adjusted from 2 to 4 μl per μg of DNA 
depending on the cell line to be transfected. To ensure the optimal size of NanoFect/DNA complex particles, 
we recommend using serum-free DMEM with High Glucose to dilute DNA and NanoFect Reagent.
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