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Table S1 Urine analysis of male rats treated with ARELE at different doses for a period of 30 days.
	Parameters
	Observation
	Control
	ARELE (mg/kg, b.wt.)

	
	
	
	125
	250
	500

	Number of animals
	
	6
	6
	6
	6

	Volume (mL)
	
	17.33±4.32
	19.67±5.71
	24.83±3.65
	22.17±4.02

	Colour
	Colourless
	0
	0
	0
	0

	
	Pale yellow
	0
	0
	0
	0

	
	Yellow
	6
	6
	6
	5

	
	Amber
	0
	0
	0
	1

	Transparency
	
	
	
	
	

	
	Clear
	6
	6
	6
	6

	pH
	
	
	
	
	

	
	Less than 6
	0
	0
	0
	0

	
	6-8
	6
	6
	6
	6

	
	more than 8
	0
	0
	0
	0

	Specific gravity
	
	
	
	
	

	
	Less than 1.015
	1
	1
	1
	0

	
	1.015-1.020
	5
	5
	4
	4

	
	1.021-1.025
	0
	0
	1
	2

	
	1.026-1.030
	0
	0
	0
	0

	
	More than 1.030
	0
	0
	0
	0

	Urobilinogen
	
	
	
	
	

	
	0.2
	6
	6
	5
	6

	
	1
	0
	0
	1
	0

	Bilirubin
	
	
	
	
	

	
	Negative
	6
	6
	6
	4

	
	Positive
	0
	0
	0
	2

	Glucose (mg/dL)
	
	
	
	
	

	
	Negative
	6
	6
	6
	4

	
	±100
	0
	0
	0
	2

	ketone bodies (mg/dL)
	
	
	
	
	

	
	Negative
	5
	6
	4
	3

	
	+5
	1
	0
	2
	3

	
	+10
	0
	0
	0
	0

	Occult blood (RBC/µL)
	
	
	
	
	

	
	Negative
	6
	6
	6
	5

	
	+10
	0
	0
	0
	1

	Protein (mg/dL)
	
	
	
	
	

	
	Negative 
	4
	3
	3
	4

	
	Trace
	2
	3
	2
	2

	
	+40
	0
	0
	1
	0

	Leukocytes (WBC/µL)
	
	
	
	
	

	
	Negative
	5
	6
	5
	4

	
	+20
	1
	0
	1
	2

	Casts and crystals
	
	
	
	
	

	
	Negative
	6
	6
	6
	6

	Epithelial cells
	
	
	
	
	

	
	Negative
	6
	6
	6
	6

	
	
	
	
	
	





Table S2 Urine analysis of female rats treated with ARELE at different doses for a period of 30 days.
	Parameters
	Observation
	Control
	ARELE (mg/kg, b.wt.)

	
	
	
	125
	250
	500

	Number of animals
	
	6
	6
	6
	6

	Volume (mL)
	
	12.83±3.43
	11.33±2.73
	14.5±4.32
	13.67±3.77

	Colour
	Colourless
	0
	0
	0
	0

	
	Pale yellow
	0
	1
	1
	1

	
	Yellow
	6
	5
	5
	4

	
	Amber
	0
	0
	0
	1

	Transparency
	
	
	
	
	

	
	Clear
	6
	6
	6
	6

	pH
	
	
	
	
	

	
	Less than 6
	0
	0
	0
	0

	
	6-8
	6
	6
	6
	6

	
	more than 8
	0
	0
	0
	0

	Specific gravity
	
	
	
	
	

	
	Less than 1.015
	1
	2
	1
	0

	
	1.015-1.020
	5
	4
	3
	4

	
	1.021-1.025
	0
	0
	2
	2

	
	1.026-1.030
	0
	0
	0
	0

	
	More than 1.030
	0
	0
	0
	0

	Urobilinogen
	
	
	
	
	

	
	0.2
	6
	6
	6
	5

	
	1
	0
	0
	0
	1

	Bilirubin
	
	
	
	
	

	
	Negative
	6
	6
	4
	5

	
	Positive
	0
	0
	2
	1

	Glucose (mg/dL)
	
	
	
	
	

	
	Negative
	6
	6
	6
	6

	
	±100
	0
	0
	0
	0

	ketone bodies (mg/dL)
	
	
	
	
	

	
	Negative
	6
	5
	5
	4

	
	+5
	0
	1
	1
	2

	
	+10
	0
	0
	0
	0

	Occult blood (RBC/µL)
	
	
	
	
	

	
	Negative
	6
	6
	5
	4

	
	+10
	0
	0
	1
	2

	Protein (mg/dL)
	
	
	
	
	

	
	Negative 
	5
	3
	5
	4

	
	Trace
	1
	2
	1
	1

	
	+40
	0
	1
	0
	1

	Leukocytes (WBC/µL)
	
	
	
	
	

	
	Negative
	5
	4
	5
	6

	
	+20
	1
	2
	1
	0

	Casts and crystals
	
	
	
	
	

	
	Negative
	6
	6
	6
	6

	Epithelial cells
	
	
	
	
	

	
	Negative
	6
	6
	6
	6

	
	
	
	
	
	




Table S3 Functional Observational Battery (FOB) scores for neurotoxicological investigation.
	Test Parameters
	Score values

	
	0
	1
	2
	3
	4
	5
	6
	7

	Home cage assessment

	Posture
	-
	Sitting or standing (Normal)
	Rearing
	Asleep
	Flattened
	Lying on side
	Crouched over
	Head bobbing

	Convulsions/tremors
	No
	Yes
	-
	-
	-
	-
	-
	-

	Biting
	No
	Yes
	-
	-
	-
	-
	-
	-

	Vocalization
	No
	Yes
	-
	-
	-
	-
	-
	-

	Hand held observations

	Ease of removal from cage
	-
	Very easy
	Easy
	Rat flinches
	Moderately difficult
	Difficult
	Very difficult
	-

	Reactivity to Handling
	-
	Low
	Moderately low
	Moderately high
	High
	Very high
	
	

	Lacrimation
	-
	None
	Slight
	-
	-
	-
	-
	-

	Salivation
	-
	None
	Slight
	-
	-
	-
	-
	-

	Piloerection
	No
	Yes
	-
	-
	-
	-
	-
	-

	Open field observations

	Arousal
	-
	Very low
	Low
	Moderately low
	Alert, normal exploratory
	High (Enhanced)
	Very high (excited)
	

	Gait score
	-
	Normal
	Slightly abnormal
	Moderately abnormal
	Severely abnormal
	-
	-
	-

	Mobility
	-
	No impairment
	Slightly impaired
	Moderately impaired
	Severely impaired
	-
	-
	-

	Stereotypical behaviour
	None
	Head weaving
	Body weaving
	Grooming, self-mutilation
	Circling, abnormal movements
	Others
	-
	-

	Total faecal boluses
	-
	-
	-
	-
	-
	-
	-
	-

	Diarrhoea
	None
	Low
	Moderate
	High
	Very high
	-
	-
	-

	Sensorial responses

	Tail pinch response
	-
	No reaction
	Normal
	Slow reaction
	Energetic reaction
	Exaggerated reaction
	-
	-

	Touch response
	-
	No reaction
	Normal
	Slow reaction
	Energetic reaction
	Exaggerated reaction
	-
	-

	Click response
	-
	No reaction
	Normal
	Slow reaction
	Energetic reaction
	Exaggerated reaction
	-
	-

	Righting reflex
	-
	Normal/rat lands on feet
	Slightly uncoordinated
	Lands on side
	Lands on back
	
	-
	-

	Pupil response
	No reaction
	Normal
	-
	-
	-
	-
	-
	-





Table S4 Effects of ARELE on behavioural endpoints of the FOB on initial week (Day 0).
	FOB Endpoints
	Sub-acute exposure

	
	Male
	Female

	
	Control
	ARELE (125 mg/kg, b.wt.)
	ARELE (250 mg/kg, b.wt.)
	ARELE (500 mg/kg, b.wt.)
	Control
	ARELE (125 mg/kg, b.wt.)
	ARELE (250 mg/kg, b.wt.)
	ARELE (500 mg/kg, b.wt.)

	Home cage assessment
	
	
	
	
	
	
	
	

	Body posture 
	1
	1
	1
	1
	1
	1
	1
	1

	Convulsions/tremors
	0
	0
	0
	0
	0
	0
	0
	0

	Biting 
	0
	0
	0
	0
	0
	0
	0
	0

	Vocalization 
	0
	0
	0
	0
	0
	0
	0
	0

	Hand held observations
	
	
	
	
	
	
	
	

	Ease of removal from cage
	2
	2
	2.16±0.40
	2
	2
	2
	2
	2

	Reactivity to Handling
	2
	2
	2.66±0.51
	2.5±0.83
	2
	2.33±0.51
	2±0.63
	2.66±0.51

	Lacrimation
	1
	1
	1
	1
	1
	1
	1
	1

	Salivation
	1
	1
	1
	1
	1
	1
	1
	1

	Piloerection
	0
	0
	0
	0
	0
	0
	0
	0

	Open field observations
	
	
	
	
	
	
	
	

	Arousal
	3.83±0.40
	3.16±0.40
	3±0.89
	3.33±0.81
	4
	3.5±0.54
	3±1.26
	3.66±0.51

	Gait score
	1
	1
	1
	1
	1
	1
	1
	1

	Mobility
	1
	1
	1
	1
	1
	1
	1
	1

	Stereotypical behaviour
	0
	0
	0
	0
	0
	0
	0
	0

	Total no. of faecal boluses
	1.83±0.75
	2.16±0.98
	2±0.89
	2.66±0.81
	1.66±0.81
	2±0.63
	2.16±0.75
	2.5±1.04

	Diarrhoea
	0
	0
	0
	0
	0
	0
	0
	0

	Sensorial responses
	
	
	
	
	
	
	
	

	Tail pinch response
	2.83±0.40
	2.66±0.81
	2.5±0.54
	2.83±0.75
	3±0.63
	2.83±0.98
	2.66±0.81
	3.16±0.75

	Touch response
	2.16±0.40
	2.33±0.51
	1.83±0.75
	2±0.63
	2
	2.5±0.54
	2.33±0.81
	2.16±0.40

	Click response
	2
	2.33±0.51
	2.16±0.75
	2
	2.16±0.40
	2.66±0.51
	2.16±0.75
	2.33±0.51

	Righting reflex
	1
	1
	1
	1
	1
	1
	1
	1

	Pupil response
	1
	1
	1
	1
	1
	1
	1
	1


[bookmark: _GoBack]Values are expressed as mean score ± S.D. (n = 6). Statistical analysis done by one-way ANOVA followed by Dunnet’s t-test. 
**P<0.01 compared to control group; *P<0.05 compared to control group.


Table S5 Effects of ARELE on behavioural endpoints of the FOB on final week (Day 30).
	FOB Endpoints
	Sub-acute exposure

	
	Male
	Female

	
	Control
	ARELE (125 mg/kg, b.wt.)
	ARELE (250 mg/kg, b.wt.)
	ARELE (500 mg/kg, b.wt.)
	Control
	ARELE (125 mg/kg, b.wt.)
	ARELE (250 mg/kg, b.wt.)
	ARELE (500 mg/kg, b.wt.)

	Home cage assessment
	
	
	
	
	
	
	
	

	Body posture 
	1
	1
	1
	1
	1
	1
	1
	1

	Convulsions/tremors 
	0
	0
	0
	0
	0
	0
	0
	0

	Biting 
	0
	0
	0
	0
	0
	0
	0
	0

	Vocalization 
	0
	0
	0
	0
	0
	0
	0
	0

	Hand held observations
	
	
	
	
	
	
	
	

	Ease of removal from cage
	1
	1
	1
	1
	2
	1.33±0.51
	1.66±0.81
	2.5±0.83**

	Reactivity to Handling
	2
	1
	1.33±0.51
	1.66±0.81
	2
	1.66±0.51
	1.5±0.83
	2.83±0.40**

	Lacrimation
	1
	1
	1
	1
	1
	1
	1
	1

	Salivation
	1
	1
	1
	1
	1
	1
	1
	1

	Piloerection
	0
	0
	0
	0
	0
	0
	0
	0

	Open field observations
	
	
	
	
	
	
	
	

	Arousal
	4
	3.66±0.51
	2.83±0.75
	2.66±0.81
	4
	2.83±0.75*
	3.33±0.81
	3±0.63*

	Gait score
	1
	1
	1
	1
	1
	1
	1
	1

	Mobility
	1
	1
	1
	1
	1
	1
	1
	1

	Stereotypical behaviour
	0
	0
	0
	0
	0
	0
	0
	0

	Total no. of faecal boluses
	1.66±0.51
	1.5±0.54
	1.66±0.81
	2.16±0.98
	1.5±0.83
	1.83±0.75
	2±0.63
	2.16±0.75

	Diarrhoea
	0
	0
	0
	0
	0
	0
	0
	0

	Sensorial responses
	
	
	
	
	
	
	
	

	Tail pinch response
	2.66±0.51
	2±0.63
	1.83±0.75
	1.66±0.81
	2.83±0.40
	3.16±0.40
	3.33±0.81
	3.5±0.54

	Touch response
	2
	1
	1.5±0.54
	1.66±0.51
	2
	2.66±0.81
	3±0.89
	3.16±0.98*

	Click response
	2
	1.16±0.40
	2±0.63
	2.5±0.54
	1.83±0.40
	2.5±0.83
	2.83±0.98
	2.66±0.81

	Righting reflex
	1
	1
	1
	1.33±0.51
	1
	1
	1
	1

	Pupil response
	1
	1
	1
	1
	1
	1
	1
	1


Values are expressed as mean score ± S.D. (n = 6). Statistical analysis done by one-way ANOVA followed by Dunnet’s t-test. 
**P<0.01 compared to control group; *P<0.05 compared to control group.

