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Table S1. Risk assessment of adverse side effects by OSIRIS Property Explorer for the investigated
compounds (1-6).

Compound Mutagenicity Tumorigenicity Irritating effects Reproductive effects
1 a a a a
2 a [ a a
3 a a a a
4 a [ al al
5 a al al a
6 al al al al

- —no risk, score: 1.0.

Table S2. Haemolytic activity of the investigated compounds (1-6) at a 0.15 mM concentration.

Compound / control Haemolytic activity (in %)

1 0
2 0
Compound 3 0
4 0
5 0
6 0

A positive control 10% solution of Triton X-100 100
A negative control Phosphate Buffered Saline 0
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Figure S1. A. Antihaemolytic activities (in the model of rat erythrocytes exposed to AAPH) of
compounds 1-6 in relation to ascorbic acid. B. Antihaemolytic activities (in the model of rat eryth-
rocytes exposed to H202) of compounds 1-6 in relation to trolox.

Compounds and standard antioxidants were tested at a concentration of 0.15 mM. AAPH -
2,2'-azobis(2-methylpropionamidine)dihydrochloride; AA — ascorbic acid; H202 — hydrogen per-
oxide; trolox — 6-hydroxy-2,5,7,8-tetramethylchroman-2-carboxylic acid. Data (from three inde-
pendent experiments) are shown as the mean + standard deviation.

S3. Materials and Methods

53.1. Haemolysis assays

The haemolytic and antihaemolytic properties of the investigated compounds (1-6)
were ex vivo assessed on erythrocytes of the rat (male Wistar rat; 8-9 weeks old; 200-250 g;
the Experimental Medicine Centre, Medical University of Lublin, Poland). After the
blood was centrifuged (1500 rpm; 10 min; 4°C), the plasma was separated and the red
blood cells were washed three times with phosphate-buffered saline (PBS; pH 7.4; Bio-
med, Lublin, Poland). A 4% suspension of erythrocytes in PBS was used for further
studies.

To evaluate the haemolytic activity of all annelated triazinylacetic acid ethyl esters
(1-6), each compound at a concentration of 0.15 mM was incubated (37°C; 60 min) with
the erythrocyte suspension. Then, the samples were centrifuged (3000 rpm; 10 min) and
the absorbances at Amax = 540 nm were measured on a Hitachi U2800 spectrophotometer
(Hitachi, Tokyo, Japan). The red blood cells suspension in Triton X-100 (Sigma-Aldrich,
Saint Louis, MO, USA) was the positive control (complete haemolysis), while the eryth-
rocyte suspension in PBS was the negative control (no haemolysis).

To assess the antihaemolytic activity of all annelated triazinylacetic acid ethyl esters
(1-6), each compound at a concentration of 0.15 mM was incubated (37°C; 60 min) with
the red blood cells suspension. Then, 40 mM AAPH (2,2'-azobis(2-amidinopropane) di-
hydrochloride; Sigma-Aldrich, Saint Louis, MO, USA) or 75 mM H:0: (hydrogen per-
oxide; Sigma-Aldrich, Saint Louis, MO, USA) ice-cold solutions in PBS was added to each
sample. After incubation (37°C; 210 or 180 min, respectively), the samples were centri-
fuged (1000 rpm; 5 min) and the absorbances were measured spectrophotometrically at
Amax = 524 or 540 nm in the case of samples containing AAPH or H20, respectively. The
antihaemolytic activity of the tested compounds was calculated in relation to ascorbic
acid or trolox.



