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1. Methods

In vitro Guava ViaCount assay on non-cancer cell line HaCat

The viability of HaCat cells in the presence of uncoated AuNPs, HAOA-AuNPs and BSA-AuNPs at the maximum
concentration tested in MTT assay (600 uM) was also preliminarily assessed by Guava ViaCount assay [1]. This assay
makes use of the different permeability of the two DNA-binding dyes that compose the Guava ViaCount® reagent
(Merck Millipore, Darmstadt, Germany), thus allowing the distinction between viable and non-viable cells. Whereas
the nuclear dye stains only nucleated, and therefore viable cells, the viability dye brightly stains non-viable cells. First,
HaCat cells were seeded in 24-well plates at a concentration of 1.6 x 105 cells/mL (1 mL/well) and allowed to adhere
overnight in an atmosphere of 37 °C and 5% CO2. On the next day, cells were incubated with uncoated AuNPs, HAOA-
AuNPs and BSA-AuNPs at a concentration of 600 uM for 24 h. As a negative control, cells without AuNPs were used.
After the incubation period, the cell supernatant was collected, the cells detached with trypsin EDTA and each well
washed with 500 uL of PBS. All these volumes were collected for the respective eppendorf. All samples were then
centrifuged (700x g for 5 min), the supernatant discarded and the cells resuspended in 25 puL of PBS with 2% FBS (v/v).
In a 96-well plate, 20 pL of each cell suspension were placed and incubated with 180 uL of Guava ViaCount® reagent
for 5 min at room temperature. Finally, acquisition of 10,000 events per sample, as well as analysis of the results, were
performed on a Guava EasyCyte™ 5HT flow cytometer (Guava Technologies, Inc, CA, USA) using the ViaCount
software module.

Pharmaceutics 2023, 15,1120. https://doi.org/10.3390/pharmaceutics 15041120 www.mdpi.com/journal/pharmaceutics



Pharmaceutics 2023, 15, 1120 2 0f2

2. Results

Cellular viability analysis obtained by Guava ViaCount flow cytometry corroborates the safety of different AuNPs
formulations for the healthy HaCat cell line, as observed with the MTT assay. After 24 h of incubation, any of the
formulations has a cell viability equal or greater than 85% (Figure S1).
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Figure S1. Evaluation of the effect of uncoated AuNPs, HAOA-AuNPs and BSA-AuNPs at 600 uM on HaCat cell
viability by Guava ViaCount assay. (a) Cell population obtained by Guava ViaCount flow cytometry after 24 h of
incubation of HaCat cells with the different AuNPs formulations and (b) Percentage of viable, apoptotic and dead cells.
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