Supplementary Material

Results

We aimed to test the influence of E153 on spontaneous locomotor activity to investigate its
sedative properties. The high sedative activity of compounds is an undesirable property, which may lead
to incorrect interpretation of the in vivo results and overinterpretation of the sedative effect as an
analgesic or antipruritic effect.

The mean number of light-beam crossings in the vehicle-treated animals was 1.51 + 0.13 x 103,
measured during the 30 min-long period of observation. The test compound at a dose of 30 mg/kg
significantly altered spontaneous locomotor activity in mice, but the lower dose of 15 mg/kg had no
effect [F(2,21) = 4.43, p < 0.05] (Figure S1). Considering that the test compound significantly attenuated
pain and pruritus at lower doses, we concluded that these effects did not result from its sedative
properties.
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Figure S1. The influence of E153 on the spontaneous locomotor activity in mice. The test compound or vehicle (1%
solution of Tween 80) were administered 30 min intraperitoneally (i.p.) before the beginning of the test. The results
are presented as bar plots showing the mean + SEM. Statistical analysis: one-way ANOVA followed by Dunnett’s
post hoc test, * p <0.05, n = 8 mice per group.

The impairment of motor functions in the experimental animals induced by the test compound
may subsequently cause a false interpretation of the results of the in vivo tests. To eliminate this risk, we
assessed the influence of 153 on motor coordination using the rotarod test.

In this test, the vehicle-treated animals did not demonstrate impaired motor coordination. The
time spent on the rotarod apparatus was 60 seconds for each control mouse. The same effect was
observed in the E153- treated mice. Neither a dose of 15 mg/kg nor compound 30 mg/kg significantly
impaired the motor coordination of mice at any tested speed [F(2,15) = 0.41, p=0.67] (Figure S2). We



concluded that the analgesic and antipruritic effects do not result from impaired motor function in E-
153-treated animals.
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Figure S2. The influence of E153 on the motor coordination in the rotarod test. The test compound or vehicle (1%
solution of Tween 80) were administered 30 min intraperitoneally (i.p.) before the beginning of the test. The results
are presented as bar plots showing the mean + SEM. Statistical analysis: one-way ANOVA followed by Dunnett’s
post hoc test, n = 6 mice per group.

Methods

The methodes were briefly described by Mogilski et al. [1].
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