
5. EVs used as OA treatment

DMEM-F12 + inflammatory condition:
10 ng/µL Oncostatin S 
2 ng/µL TNFα

1-2. Obtaining cartilage explants

+ control +  PKH-PL-EV 
treatment

3-5. Cartilage explant treatment 6. Cartilage explant fixation

Finish experiment after:
0, 1, 2, 3, 4 and 5 hours

x2 PBS 
washes 

PFA 4%
3 hours 
at 4 °C

Store in 
PBS at 4 °C M
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6. Microscopy preparation and visualization

Cut 6 µm sections 
from paraffin-

embedded tissues

1. Xylene
2. 100% Ethanol
3. 96% Ethanol
4. 75% Ethanol
5. Distilled water

1-2. Paraffin blocks and cutting sections 3-5. Deparaffinize and permeabilize tissue sections 6-9. Confocal microscopy visualization

0.1% Triton-0.1% sodium 
citrate solution 

Incubate 
10 min at RT

Mounting medium 
with DAPI
+ coverslip

Incubate at RT
overnight

protected from light

Take photos or store at 
4 °C protected from 

light until visualization 

+ x2 PBS 
washes

1. Column preparation

x3 washes 
with PBS

Store with 
cap till use

2. EV labeling
1. EV concentration 2-7. PKH26 labeling

Pool of 
previous 
isolated 
PL-EV Concentrate 

sample
Add 

diluent C
Add 2x 

Dye solution 
(PKH26)

Incubate 
5 min at RT

Add 
5% BSA-PBS

Labeled-EV 
isolation

3. Labeled EV isolation

Equilibrated 
column

Load 
Labeled
sample

Discard 
eluate

Collect eluate
(EV or control 

fraction)

Load 
PBS

Load 
PBS

Load 
PBS

Load 
PBSLoad 

Collect eluate
(PKH-PL-EV, 
NTA-PLE-EV  
or control)

New 
equilibrated or 

washed  column
Discard 
eluate

Discard 
eluate

Discard 
eluate

4. EV quantification

Dilute 
1:1000 

with PBS 

Proceed 
to NTA

EVs used as 
OA treatment

1-3. Removing excess dye 1-2. NTA quantification4-8. Purifying labeled-EVs
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