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Fig. 1 Chemical structures of U50,488H and DOI. We synthesized the k- opioid receptor agonist U50,488H
(A) and the 5-HT2A/2C receptoragonist DOI (B) and administered them to mice, respectively.
(Neuropsychopharmacology Reports 45: €70075, 2025)
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(A) CPA test

Conditioning session Test session
Pre-test Post-test Post-test Post-test
(Day-1) | D™! Day2 | Dayd | 'y vs > Day 7 > Day 14
4., Pre- or Post-test
(Black baox) Black box White box
P
(White bex) Drug Dirug Drug
Haole
4.1 R . s
(White box) Vehicle Vehicle Yehicle
p.m. Smsoth Moor Textured Moor
{Black box) E— : Mouse
After CPA test session
(B) Marble-burying test ih l (Days 4, 7and 19)
Acute

Drug or vehicle
administration

ciles
edles

@ : Marble

Fig. 2 Schedule of conditioned place aversion (CPA) and marble-burying tests. In the present study, the
CPA and marble-burying tests wereperformed with U50,488H and DOI to establish a method for evaluating
substances with hallucinogenic effects. U50,488H and DOI were adminis-tered acutely or once daily for 3
days. CPA tests were performed on Days 4, 7, and 14 (A). The marble-burying test was performed after a
single ad-ministration, and also on Days 4, 7, and 14 after the CPA test (B). (Neuropsychopharmacology
Reports 45: €70075, 2025)
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Fig. 3 U50,488H-induced place aversion in mice. Conditionedplace aversion (CPA) tests were performed
by administering U50,488H(0.3, 1, 3 mg/kg, s.c.) or saline to mice twice daily for 3 days, in themorning and
afternoon. CPA scores for the test sessions were measuredfor 900 s each on Days 4, 7, and 14. CPA scores
(s) for the time spent ineach black or white box were calculated from the difference betweenthe
postconditioning and preconditioning test scores. Each column rep-resents the mean scores with S.E.M. of
eight to ten animals. *p < 0.05,**p < 0.01, versus saline control (Dunnett's multiple comparison test;daily

analysis). #p < 0.05 versus saline control (Dunnett's multiple com-parison test; multiple-day analysis).

(Neuropsychopharmacology Reports 45: €70075, 2025)
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Fig. 4 DOI-induced place aversion in mice. Conditioned placeaversion (CPA) tests were performed by
administering DOI (1 and 3 mg/kg, s.c.) or saline to mice twice daily for 3 days, in the morning and af-
ternoon. CPA scores for the test sessions were measured for 900 s eachon Days 4, 7, and 14. CPA scores (s)
for the time spent in each blackor white box were calculated from the difference between the postcon-
ditioning and preconditioning test scores. Each column represents themean scores with S.E.M. of ten to

twelve animals. *p < 0.05, versus sa-line control (Dunnett's multiple comparison test; daily analysis).
p p p y y

(Neuropsychopharmacology Reports 45: €70075, 2025)
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Fig. 5 Marble-burying behavior after acute administrationof U50,488H and DOI. Acute administration of
U-50488 H (0.3, 1, and3 mg/kg, s.c.) (A) and DOI (0.3, 1, and 3 mg/kg, s.c.) (B) was evaluat-ed by marble-
burying test in mice. The number of marbles buried 15and 30 min after administration of U-50488H and DOI
were counted. Twenty-five marbles were placed in the field. Each column representsthe mean counts with
S.E.M. of nine (A) and 14 to 16 (B) animals.*p < 0.05, **p < 0.01, versus saline control (Dunnett's multiple
compari-son test; daily analysis). (Neuropsychopharmacology Reports 45: €70075, 2025)
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Fig. 6 Marble-burying behavior in U50,488H- conditionedmice. Marble-burying tests were performed 1 h
after the CPA post-conditioning test in the U-50488H (0.3, 1, and 3 mg/kg, s.c.) or saline-conditioning groups
in mice on Days 4 (A), 7 (B), and 14 (C). The numberof buried marbles at 15 and 30 min were counted.
Twenty-five marbleswere placed in the field. Each column represents the mean counts withS.E.M. of eight
to ten animals. *p < 0.05, versus saline control (Dunnett'smultiple comparison test; daily analysis).

(Neuropsychopharmacology Reports 45: €70075, 2025)
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Fig. 7 Marble-burying behavior in DOI-conditioned mice.Marble-burying tests were performed 1 h after
the CPA test session inthe DOI (1 and 3 mg/kg, s.c.) or saline- conditioning groups in mice onDays 4 (A), 7
(B), and 14 (C). The number of buried marbles at 15 and30 min were counted. Twenty-five marbles were
placed in the field.Each column represents the mean counts with S.E.M. of 10 and 12 an-imals. *p < 0.05,
versus saline control (Dunnett's multiple comparisontest; daily analysis). (Neuropsychopharmacology

Reports 45: €70075, 2025)
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