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Figure S1.  Biochemical analysis of hippocampus homogenates from Cre/ROCK2fl/fl mice. (a)  Representative western blot of GAPDH-enriched (G-E), synaptophysin-enriched (S-E), and PSD95-enriched (P-E) fractions from ROCK2fl/fl mouse hippocampus for PSD95, synaptophysin, and GAPDH. (b-c) Representative western blots from G-E (b) and P-E fractions (c) of ROCK2fl/fl and Cre/ROCK2fl/fl mice. (d) Densitometry analysis of protein levels from G-E and P-E fractions of ROCK2fl/fl and Cre/ROCK2fl/fl. Protein levels were normalized to tubulin. Cre/ROCK2fl/fl G-E fraction showed decreased ROCK2 levels in the hippocampus (t(10)= 6.283, ****p<0.0001). There were no significant differences in GluA1 (t(10)= 0.4755, p=0.6446), p62 (t(10)= 0.1041, p=0.9191),  or GluN1 (t(9)= 1.920, p=0.0871) protein levels between ROCK2fl/fl and Cre/ROCK2fl/fl mice. (e) pmTOR protein levels, normalized to mTOR, were similar in Cre/ROCK2fl/fl compared to ROCK2fl/fl mice (t(10)= 1.143, p=0.2795). (f) pLIMK levels were normalized to LIMK protein levels. pLIMK levels were comparable between ROCK2fl/fl and Cre/ROCK2fl/fl mice (t(10)= 0.6620, p=0.9485). N= 7 ROCK2fl/fl mice (3 M, 4 F) and 5 Cre/ROCK2fl/fl (3 M, 2 F) mice at 8-9 months. Unpaired t-tests were used for all comparisons. ROUT outlier test identified one outlier in NMDAR1 data set (ROCK2fl/fl: 1.509259).  Each point represents one mouse and the error bars indicate the standard error of the mean. R2, ROCK2; R2fl/fl, ROCK2fl/fl; Cre/R2fl/fl, Cre/ROCK2fl/fl.
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Figure S2. Medial prefrontal cortex spine length and head diameter in Cre/ROCK2fl/fl mice. (a-c) There were no differences in (a) combined dendritic mean, (b) apical, and (c) basal spine lengths of thin, stubby, or mushroom spines between groups. (d-f) There were no differences in head diameter for (d) all dendrites combined, as well as for (e) apical and (f) basal spines between groups. N= 5 ROCK2fl/fl mice (2 M, 3 F) and 7 Cre/ROCK2fl/fl (4 M, 3 F) mice at 8-9 months. Unpaired t-tests were used for all comparisons. Each point represents one mouse and the error bars indicate the standard error of the mean. R2fl/fl, ROCK2fl/fl; Cre/R2fl/fl, Cre/ROCK2fl/fl.
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Figure S3. Medial prefrontal cortex spine volume in Cre/ROCK2fl/fl mice. Cre/ROCK2fl/fl mice had similar (a) overall spine volume and (b) spine volume of thin, stubby, or mushroom subclasses compared to ROCK2fl/fl mice. There were no differences in (c) apical spine volume and (d) volume of apical spine subclasses between groups. Basal (e) spine volume and (f) volume of basal spine subclasses were similar between groups. N= 5 ROCK2fl/fl mice (2 M, 3 F) and 7 Cre/ROCK2fl/fl (4 M, 3 F) mice at 8-9 months. Unpaired t-tests were used for all comparisons. Each point represents one mouse and the error bars indicate the standard error of the mean. R2fl/fl, ROCK2fl/fl; Cre/R2fl/fl, Cre/ROCK2fl/fl.
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Figure S4. Basolateral Amygdala spine length and head diameter in Cre/ROCK2fl/fl mice. There were no differences in (a) spine length or (b) head diameter of thin, stubby, or mushroom spines between groups. N= 4 ROCK2fl/fl mice (1 M, 3 F) and 6 Cre/ROCK2fl/fl (4 M, 2 F) mice at 8-9 months. Unpaired t-tests were used for all comparisons. Each point represents one mouse and the error bars indicate the standard error of the mean. R2fl/fl, ROCK2fl/fl; Cre/R2fl/fl, Cre/ROCK2fl/fl.

image1.tiff
a

KDa G-E S-E P-E
95 . % &8 88 89 PsDo5
38 .....-.. Synaptophysin
36 EGBEBES e GAPDH
b G-E (o P-E
kDa __R2™ Cre/R2"" R2"" _Cre/R2"

289 e wmw w== == pPMTOR 120 --. @» GluN1
289 wwe @W9 @ e MTOR 50 @B @@ Tubuiin

160 g w ROCK2

Qo

5 0.8 © R2"
f— — = .
100 B B o8 B8 clua1 52 o o crema™ *
> & !
79 ws s wm s PLIMK 52 o4 s, Dy
- e e & | VK £ o |
- 2§ o2 ﬁlﬁ °
combMmpe ol 2 25 AL .
. 0.03 .
O SN ouin 2,
R2 GluA1 p62  GIuN1
e _ f .
X 25 . ¥0.20 .
_Q H .
$E 20 S304s] °
] [T
n-:' 15 43 Bl
S &0t RV e
T 5%
H Eos{[s| |° = g 005
o
Z00 Z0.00

R2"" Cre/R2"" " R2" Cre/R2"




image2.tiff
=25

o R

“ Crem2™
o

ih

o

Longth fum),

Apical
Spine Length

. R
- CroRa™

il

LR .
“ Crem2" o

il

Thin

DB L

i

‘Stubby Mushroom

e

Thin  Stubby Mushroom f

R
o CreR™ .

1l

Thin  Stubby Mushroom

. R . oaa

ull

Thin

‘Stubby Mushroom

Thin  Stubby Mushroom

Thin  Stubby Mushroom




image3.tiff
e Fd
> &

4
o

Spine Volume (ng)
S

g
=3
=

(1]
°

Apical
Spine Volume (um®)
g

o
=3
2

e
=1
3

@
3

e
>

Basal
Spine Volume (um:’)

o
o
S

e
S
3

. 049 R2ff .
E [ crera™ i .
3 0.3 ) oy
S oo
202
2 .
& 0oL
R2"" Cre/R2"" Thin  Stubby Mushroom
& 049, R .
. ’. g | * Cre/R2"" T,
d _ gl).:s .
©
1. 2 3 021 . .
. S
< S .
& ool
R2"" Cre/R2™" Thin  Stubby Mushroom
. — < R2M .
E %41, Crema™ T :
_ go3
g5 - 'R
s 502 :
@ 2 ..
2oa . Fi:l ﬂ
Q.
& ool 10

R2" Cre/R2" Thin  Stubby Mushroom




image4.tiff
)
3
£

257 Rotin o 057, got
* CrelR2"" ° E * CreR2"
. Zo4
° 2
1.5 2, 203 3
£
1.0 a 0.2
0.5 n m k1 01 ﬂ H
0.0
Thin  Stubby Mushroom Thin  Stubby Mushroom




