
 

  

 

  

Easy to use kits for fluorescent reporter cell line generation 

Vectalys lentiviral vectors carrying constitutive fluorescent reporter are pre-packaged 
lentiviral particles expressing fluorescent protein genes. The expression of fluorescent proteins 
is driven by an EF1α promoter. These VSV-G pseudotyped viruses are capable of infecting both 
dividing and non-dividing cells. The high purification level of these lentiviral particles allows 
the transduction of primary cells and immortalized cell lines without toxicity to the cells, even 
at high multiplicity of infection (M.O.I.). Lentiviral vectors with fluorescent proteins are ideal 
tools to generate fluorescent reporter cell lines and re-injection in vivo. 

Here, we give you a fast and simple protocol to make your own fluorescent cell line 
successfully. 

1. User guide: 

Storage: -80°C 
 
Thawing protocol: 
The vectors should be taken out of the -80°C freezer and placed on ice immediately prior to 
use. Thaw the vectors on ice. Once thawed, the vectors should be used for transduction as soon 
as possible to avoid degradation. 
 

A. Just before transduction, remove the tubes of viral supernatant from the -80°C freezer 
and thaw them on ice (4°C). 

B. If the vectors are to be diluted in a medium, use a medium that has been brought to 
room temperature in order to minimize the heat shock to the vectors and the cells. 

C. Five minutes before transduction, remove the tubes from ice and allow warming to room 
temperature. 

 
NB: this thawing protocol is only applicable for volume < 1ml. For larger volumes, please contact 
us at tech@vectalys.com. 

 
In case a second freeze-thaw cycle is required for your application, expect a decrease of about 
30% in viral vector titre after the second freeze-thaw cycle. 

 
Protocol for cells transduction: 
 
Day0: Cells seeding 
 

 For the transduction of immortalized cell lines: seed the cells by plating from 7x103 to 
3x106 cells per well according to the table below (25000 cells/cm²) to reach 50% of cells 
confluency on transduction day. 

HOW TO GENERATE YOUR OWN 
REPORTER CELL LINE? 
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 For primary cells: seed the cells according to your usual seeding conditions. Incubate 
overnight in a 37°C, 5% CO2 incubator. Be sure to include a control well for counting the 
number of cells on the day of transduction. 

 

 
Day1: Cells transduction 
 
A) Count the number of cells in the control well of the 6-well plate.  The control well is used to 

determine the amount of viral vectors needed to achieve the target M.O.I. and to keep the 
M.O.I. constant from one experiment to another. 
 

B) Using the following equation, determine the volume of each viral vector required to achieve 
the M.O.I. of your choice. Please pay attention to the lot titter as it may vary by lot: 

 

 

 

 
Example: rLV-EF1-EGFP vector at 1E9 TU/ml. Transduction of cells at M.O.I. = 20 in a 24 wells 
plate: 
      - Determination of particles quantity needed for 1 well: 
50 000 cells x MOI 20 = 1.106TU/ well 
     - Determination of viral vector per well: 
1.106 TU/1.109TU/ml = 0,001ml, either 1µl viral vector per well. 
     - Preparation of transduction mix: 
1µl of viral vector 
5µl de Polybrene at 800µg/ml (final concentration = 4µg/ml) 
994µl completed culture media 

 

C) Thaw the required amount of lentiviral vectors according to the thawing protocol provided 
above. Homogenize the viral supernatant by pipetting up and down and not by inverting 
the vial upside down. 
 

D) Prepare the transduction mix by adding the required volume of thawed vectors to 
complete media containing Polybrene® (800µg/ml) as described in the table below: 

 

 

Plastic 

support 

96 well 

plate 

24 well 

plate 

6  well 

plate 
T25 flask T75 flask T150 flask 

Cells / well 8x103 cells 50x103 cells 
250x103 

cells 
625x103 

cells 
1,88x106 

cells 
3,75x106 

cells 

Plastic support 
96 well 
plate 

24 well 
plate 

6 well plate T25 flask T75 flask T150 flask 

Viral vector + 

completed 

media volume 

199µl 995 µl 3,98 ml 4,975ml 9,95ml 19,9ml 

Polybrene 

(800µg/ml) 
1 µl 5 µl 20 µl 25µl 50 µl 100 µl 

Final Volume 200µl 1ml 4ml 5ml 10ml 20ml 

Viral vectors volume required (µl) =
Number of cells seeded

Viral Vectors Titer (TU/ml)

x xM.O.I. 1000



 

 

E) Discard the medium from each well and add the transduction mix to the cells (be careful 
to apply the transduction mix to the well edges to avoid any cell disruption). Gently rock 
the plate from side to side to mix the viral vectors onto the target cells. 
 

F) Incubate cells with transduction mix for at least 4h (maximum 16h) in a 37°C, 5% CO2 
incubator. 
 

G) After incubation, discard the transduction mix and wash the cells once with PBS or fresh 
culture medium. Then, replace it with cell culture media. 
Caution: discarded medium may contain residual functional particles. Discarded medium 
are classic waste that must be treated like any BSL-2 laboratory waste. 
 

H) Incubate cells in a 37°C, 5% CO2 incubator for at least 48h before characterization of 
transgene expression. 

 
Materials required but not provided: 

1. 6-well plates (TC grade) 

2. Cell counter / hemocytometer 

3. Complete media FBS supplemented 

4. Phosphate Buffered Saline (PBS) 

5. Polybrene® (Hexadimethrine bromide – Sigma: 107689-10G)  
 
If necessary, perform a second transduction by repeating the steps described above. A second 
transduction must not be performed before 48h after the first transduction. 
 

If you have any additional question related to the transduction protocol, please feel free to 
contact our technical support at tech@vectalys.com. 
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