
Transfection (by transferrinfection) 

Materials: 
 
1. PEI-Transferrinfection Kit 

a) 1(BMS1003/a) or 2 (BMS1003) vials Transferrin-Polyethylenimine-
conjugate, lyophilized 1 mg/ml upon reconstitution; iron incorporated 

b) 1 vial Deferrioxamine; lyophilized, 50 mM upon reconstitution 
c) 1 vial (1 ml) HBS buffer concentrate (20 x) (400 mM Hepes, pH 7.3, 3M 

NaCl) 
2. 10ug DNA (for one well in 24-well cμLture cluster) 
3. DMEM (5% FBS) 
4. 40%-70% confluent mammalian cells grown in T25 flask 
5. PBS 
6. HBS 
 

Procedure 
1. Dilute purified DNA to a final concentration of 40 μg/ml in 1x HBS buffer  
2. Prepare the transfection cocktail (500 μL) 
3. Add tfPEI (1mg/ml) 5.0 μL mixed with 245 μL 1XPBS 
4. Add DNA with a final concentration of 40 μg/ml directly to the mix solution  
5. Dip PBS and complete median in a water bath at 37℃ for at least 30 minutes 
6. The cells are plated one day before Transferrinfection with medium 

containing 50 μM deferrioxamine (from 1000x stock solution) and serum. 
Directly before transfection optionally the medium may be exchanged by 
fresh medium (with or without serum) containing 50 μM deferrioxamine. At 
this step cells shoμLd be 50 to 70% confluent. 

7. Mix cocktail thoroughly by repeated aspiration and ejection for about 30 
times. 

8. Incubate transfection cocktail 20 minutes at room temperature before 
adding to the cells.  

9. Take the flask from the incubator  
10. Remove the medium in the flask by aspirating with a Pasteur pipette 
11. Add 5ml PBS onto the plate and swirl  
12. Remove all the PBS by aspiration  
13. Repeat the step 4 & 5 
14. Add 0.5% trypsin (cover the area of cell growth) and swirl  
15. Put the flask back in the incubator 37℃ for 2 minutes 
16. Add 4ml complete medium to stop the trypsin reaction 
17. Transfer 250μL cell solution into 24-well cμLture cluster 
18. Add complete media to each 1.5ml  
19. Add 500 μL transfection cocktail to the cells plus medium 



20. Incubate at 37℃ for 4 hours  
21. Remove the transfection medium, and incubate in medium with the usual 

amount of serum.  

 


