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Supplementary Figure S1. Validation of the PrestoBlue viability assay in cultured medaka pituitaries. Pituitaries were incubated with 1% Triton X-100 for 1 h to induce cell death, or left untreated, before addition of PrestoBlue reagent and incubation for 4 h. Fluorescence was background-corrected by subtracting the signal of blank wells containing culture medium only. Each point represents one pool of four pituitaries (n = 4 pools per group). Normality was assessed using the Shapiro–Wilk test; groups were compared using an unpaired two-tailed Student's t-test with Welch's correction. ***P < 0.001. The near-complete loss of signal following Triton X-100 treatment confirms that the measured fluorescence reflects the metabolic activity of viable cells.
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Supplementary Figure S2. Optimisation of mdGnRH and CCK8 treatment conditions for stimulation of lhb and fshb expression in cultured pituitaries. (a) Relative lhb expression following exposure to mdGnRH at 100 nM for 24 h, 100 nM for 2 h, or 200 nM for 2 h. (b) Relative fshb expression following exposure to CCK8 at 100 nM or 200 nM for 48 h. Expression was normalised to actb. Each point represents one pituitary; horizontal lines and error bars indicate mean ± s.e.m (n = 4 fish per group). For lhb, data were analysed by one-way ANOVA followed by Dunnett's multiple comparisons test; for fshb, by the Kruskal–Wallis test followed by Dunn's multiple comparisons test. All comparisons were made against the vehicle control. *P < 0.05, **P < 0.01.
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Supplementary Figure S3. Effects of mdGnRH and CCK8 stimulation on lhb and fshb expression in cultured male medaka pituitaries. Pituitaries were cultured for 4 days and then stimulated with agonist or vehicle. (a) Relative lhb expression following stimulation with 100 nM mdGnRH for 24 h. (b) Relative fshb expression following stimulation with 200 nM CCK8 for 48 h. Expression was normalised to actb. Each point represents one pituitary; horizontal lines and error bars indicate mean ± s.e.m (n = 8 fish per group). Normality was assessed using the Shapiro–Wilk test; lhb data were analysed using the Mann–Whitney U test and fshb data using an unpaired two-tailed Student's t-test. *P < 0.05, **P < 0.01.
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Supplementary Figure S4. Effect of CCK8 on lhb expression in cultured medaka pituitaries. (a) Relative lhb expression following 48-h exposure to vehicle, 100 nM or 200 nM CCK8 (n = 4 per group). (b) Relative lhb expression following exposure to 100 nM CCK8 at day 2, day 4 and day 6 of culture, compared with untreated pituitaries at day 2 (n = 8 per group). Expression was normalised to actb. Each point represents one pituitary; horizontal lines and error bars indicate mean ± s.e.m. Data were analysed using the Kruskal–Wallis test followed by Dunn's multiple comparisons test against the untreated control. *P < 0.05, **P < 0.01.
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Supplementary Figure S5. Effect of mdGnRH on fshb expression in cultured medaka pituitaries. Relative fshb expression following 24-h exposure to 100 nM mdGnRH at day 2, day 4, day 6, day 8 and day 10 of culture, compared with untreated pituitaries at day 2 (n = 8 per group). Expression was normalised to actb. Each point represents one pituitary; horizontal lines and error bars indicate mean ± s.e.m. Data were analysed using the Kruskal–Wallis test followed by Dunn's multiple comparisons test against the untreated control. *P < 0.05, **P < 0.01, ***P < 0.001.

Supplementary Table S1. Primer pairs used for real-time PCR
	Target
	Direction
	Nucleotide sequence (5' to 3')

	actb
	Forward
	GTGATGTTGATATCCGTAAGGATCTGTA

	
	Reverse
	TCTGGTGGGGCAATGATCTTGA

	lhb
	Forward
	TGCCTTACCAAGGACCCCTTGATG

	
	Reverse
	AGGGTATGTGACTGACGGATCCAC

	fshb
	Forward
	GGCAGGTCTCCAGCTTTTCC

	
	Reverse
	CATATGGTGGTGTGGACGCA



Supplementary Table S2. Cholecystokinin receptors  
	Cholecystokinin receptors
	Accession number 

	cck1r
	ENSORLT00000008780.2

	cck2ra
	ENSORLT00000043095.1

	cck2rb
	ENSORLT00000022492.2
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Supplementary Figure S6. Comparison of intracellular Ca²⁺ responses between male and female medaka Lh and Fsh cells. (a) Averaged intracellular Ca²⁺ responses (−ΔF/F, mean ± SEM) of Lh cells from male and female pituitaries following stimulation with 1 µM mdGnRH. (b) Quantification of the peak mdGnRH-induced Ca²⁺ response in Lh cells. (c) Averaged intracellular Ca²⁺ responses (−ΔF/F, mean ± s.e.m) of Fsh cells following stimulation with 1 µM CCK8. (d) Quantification of the CCK8-induced Ca²⁺ response in Fsh cells, calculated as the mean of 10 consecutive image frames (50 s) during CCK8 perfusion. Red and green shading indicate the mdGnRH and CCK8 stimulation periods, respectively. Each point represents one pituitary from an individual fish, quantified from a single region of interest encompassing the labelled cell population (n = 4 per sex). Male and female groups were compared using Welch's unpaired two-tailed t-test; ns, not significant.
image6.jpeg
[Ca ?* ]; response (LH cells)

©

ACSF

1uM MdGnRH

ACSF

*llse L3
=
1]
2
. | s L&
[ _ | o °
w
1.1 1 1
L T, TR T
(4/4v-) esuodsay
]
©
£
(3]
[T

— Male

-50

T T T
6. 4. 7_
1

(4/4v-) esuodsay

Sex

Time (s)

[Ca 2* ], response (FSH cells)

C

1 uM CCK8

ns

o

— Female

T
Male

T
Female

N @ v ¥ M N
(4/4v-) esuodsey

— Male

T
«®
=

T T T T
@ < N (o
- -~

(4/4v-) esuodsey

-50

Sex

Time (s)




image1.tiff
Blank-corrected fluorescence intensity (RFU)

50000 %% %
40000 é
°

30000

20000

10000

0 T -.-l-r.-.-—
Untreated 1% Triton

Treatment




image2.jpeg
Relative expression

(Ihblactb)

-
=]
1

=
o
1

Ihb

[
)

Control ~ 24hin 100nM  2hin 100nM  2hin 200 nM
MdGnRH

fshb

34 *k
c
k] .
& =
g8 27
8 .
33
o< —EB
2@ 4] S
s
gt
[}
4 =

0 T T T

Control 48h in 100 "M 48h in 200 nM
CCKs8




image3.jpeg
fshb

Ihb

*kk

T
Day 4

1 1)
<+ o~

(moe/qysy)
uoissaidxa aane|9y

T T T
© N -

(qoe/qUy)
uoissaidxa aane|ay

Control

Day4

Control

CCKs

MdGnRH




image4.jpeg
Relative expression

(thblactb)

N
1

=N
1

Ihb
*%
ns
L
L]

=

e

T T T
Control 48hin 100nM  48h in 200 nM

CCK8 Concentration

b
25
c
S 204
I3
@
52 15
X @
°3
25109
2
5
@ 5
14
0

Ihb

*%k

**k





image5.jpeg
Relative expression
(fshblactb)
1V

fshb

* %k
%k %k
*
°
°
= S
$°. ib oo oo
—=E— - o0 222.
%° ‘.o °°° _xT_c%__ e®e
I I 1 1 I I
Day 2 Day 2 Day 4 Day 6 Day 8 Day 10

+ mdGnRH




