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Figure 1. Comparison of wound closure dependence on initial wound area 

between conventional scratch and stopper-based assays.  

 

For the conventional scratch assay (A), we seeded 1.5 × 105 cells per well in a 24-well 

plate and allowed them to attach for 24 h. Then, we made a gap in the cell monolayer 

with a pipet tip and acquired the “time 0h” images, measuring the initial area (A0 in 

mm2). A0 mean ± SD for the scratch assay was calculated: 2.15 ± 0.83 mm2.  

For the stopper-based assay (B), we seeded 4.5 × 104 cells per well in a 96-well plate 

with sterile stoppers and allowed them to attach for 24 h. Then, we removed the 

stoppers and acquired the “time 0h” images, measuring the initial area (A0 in mm2). A0 

mean ± SD for the scratch assay was calculated: 0.79 ± 0.05 mm2.  

For both assays, following the acquisition of “time 0h” images, cells were treated with 

culture media with 10% FBS for 24 h. Then, we capture the “time 24h” images, 

measuring the final area (A24h in mm2). We calculated the percentage of wound closure 

as %WC = [(A0h – A24h)/A0h] x 100.  

Graphical views of wound closure percentage (Mean ± SD) in the function of initial 

wound area (in ranges) are depicted for both assays. Different lowercase letters 

indicate ranges with statistically significant differences. n.s: not significant.  



 

Figure 2. Analysis of wound closure for HaCaT cells in the conventional 

scratch assay.  

 

We seeded 1.5 × 105 cells per well in a 24-well plate and allowed them to attach for 

24 h. Then, we made a gap in the cell monolayer with a pipet tip and acquired the 

“time 0h” images, measuring the initial area (A0 in mm2). Following the acquisition of 

“time 0h” images, cells were treated with culture media without (-FBS) or with (+FBS) 

of 10% fetal bovine serum for 24 h. Then, we capture the “time 24h” images, 

measuring the final area (A24h in mm2). We calculated the percentage of wound closure 

as %WC = [(A0h – A24h)/A0h] x 100.  

(A) Analysis of wound closure area (%) after 24 hours of culture in the absence (-FBS) 

or presence (+FBS) of 10% fetal bovine serum in the function of initial wound area 

(mm2). Each circle corresponds to each well from a representative experiment.  

(B) Statistical analysis of the experiment showed in (A). Mean ± SD of wound closure 

area (%) after 24 hours of culture in the absence (-FBS, mean ± SD: 20.09 ± 13.25%) 

or presence (+FBS, mean ± SD: 46.99 ± 16.68%) of 10% fetal bovine serum is 

presented. **** p<0.0001.  


