
2. Separation of cyanobacterial biomass from the growth medium

4. EVs isolation and purification

Ultracentrifuge ~100,000 xg 
for 2 h at 4 ºC

Ultracentrifuge ~100,000 xg
for 2 h at 4 ºC
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Centrifuge >10,000 xg
for 15 min at 4 ºC

Capsule filtration (0.2 µm)

Centrifugation

Vacuum filtration

Syringe filtration

1. Cyanobacterial cultivation

SAMPLE

TFF Module

Peristaltic Pump

Feed line
Retentate lines

T-Connector for
running 2 stacks

Waste lines

Waste

Resuspend the final pellet
 in the buffer/media

Iodixanol solution Ultracentrifuge ~100,000 xg
for 6 h at 4 ºC and collect fractions

3. Sample concentration

Option 1. Small volume samples 

Centrifuge ~4,400 xg at RT
and repeat this step until the 

sample is concentrated

Option 2. Large volume samples 

Ultrafiltration centrifugal concentrators Tangential Flow Filtration, TFF

Option 1. Small volume samples Option 2. Large volume samples 

Density gradient 

Direct pelleting 

5. Characterization of vesicle preparation
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Synechococcus
WH8102

Prochlorococcus
AS9601

Synechocystis
PCC 6803

TEM

Remove supernatant and 
wash the sample

Concentrated 
sample

Rinse with ultrapure 
grade water 

and spin ~4,400 xg
at RT 2 times 

Load sample

0.2 µm filter
Funnel

Vaccum flask
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