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Assay setups to dissect free virus infection and cell-cell transmission

Preparation of 
virus donor cells

A

Assay setup scheme

1. Donor cell transfection

HIV + reporter plasmids

6 h

2. Cell-cell assay
    Donor cell input titration

4. Free virus 
    production

60 h

3. Luciferase read-out

48 h

5. Free virus titration
    on target cells

48 h

6. Luciferase 
    read-out
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Input adjustment:
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Target cells 
and 

assay conditions

Read-out

Donor cell transfection 
293-T or Jurkat

HIV encoding plasmids 
+

inGLuc reporter plasmid

12-well plates
per well:

100.000 293-T
500.000 Jurkat
1 ml medium

Cell-Cell:
resuspend donor cells

in 1 ml medium
transfer 100 µl to 

96-well plates

Free Virus:
Harvest supernatant

1 ml volume
Titrate free virus
100 µl max. input

A3.01-CCR5
50.000 cells / well

no DEAE

A3.01-CCR5
with DEAE

TZM-bl
with DEAE

GLuc
signal only from 

cell-cell transmisison

no signal from 
free virus infection 
or cell-cell fusion

GLuc
signal only from 

free virus infection

GLuc
signal only from 

free virus infection


