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Figure S1. Western-blot visualization of phospho-protein and total-protein levels in the mPFC
(Experiment 1). The tissues were collected 30 min (30) or 60 min (60) after alcohol memory
retrieval, or without a prior retrieval procedure (NR). Phospho-protein levels of AKT (Thr308,
Ser473), GSK3p (Ser9), CRMP2 (Thr514) and ERK1/2 (Thr202/Tyr204) were normalized to the total
protein immunoreactivity. Total protein levels of CRMP2 were normalized to GAPDH. AKT and
ERK1/2 antibodies were blotted on the same set of membranes, and therefore share the GAPDH
levels. GSK3p and CRMP2 were blotted on a different set of membranes. * Samples that were
identified as outliers to their experimental group (z>2) and were therefore removed from the analysis.
# Distorted bands that were removed from the analysis.
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Figure S2. Western-blot visualization of phospho-protein and total-protein levels in the NAc
(Experiment 1). The tissues were collected 30 min (30) or 60 min (60) after alcohol memory
retrieval, or without a prior retrieval procedure (NR). Phospho-protein levels of AKT (Thr308,
Ser473), GSK3pB (Ser9), CRMP2 (Thr514) and ERK1/2 (Thr202/Tyr204) were normalized to the total
protein immunoreactivity. Total protein levels of CRMP2 were normalized to GAPDH. AKT and
ERK1/2 antibodies were blotted on the same set of membranes, and therefore share the GAPDH
levels. GSK3p and CRMP2 were blotted on a different set of membranes. * Samples that were
identified as outliers to their experimental group (z>2) and were therefore removed from the analysis.
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Figure S3. Western-blot visualization of phospho-protein and total-protein levels in the
amygdala (Experiment 1). The tissues were collected 30 min (30) or 60 min (60) after alcohol
memory retrieval, or without a prior retrieval procedure (NR). Phospho-protein levels of AKT
(Thr308, Ser473), GSK3p (Ser9), CRMP2 (Thr514) and ERK1/2 (Thr202/Tyr204) were normalized
to the total protein immunoreactivity. Total protein levels of CRMP2 were normalized to GAPDH.
AKT and ERK1/2 antibodies were blotted on the same set of membranes, and therefore share the
GAPDH levels. GSK3p and CRMP2 were blotted on a different set of membranes. * Samples that
were identified as outliers to their experimental group (z>2) and were therefore removed from the

analysis.
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were blotted on a different set of
membranes. * Samples that were
identified as outliers to their
experimental group (z>2) and were
therefore removed from the analysis.
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Figure S5. Alcohol memory retrieval increases ERK1 phosphorylation in the amygdala
(Experiment 1). A. Separate analyses of ERK1 and ERK2 Phosphorylation levels in amygdala
samples collected 30 and 60 min after alcohol memory retrieval. Phospho-protein levels of
extracellular regulated kinasel/2 (ERK1/2) (Thr202, Tyr204) were normalized to the total protein
immunoreactivity. Increased phosphorylation of ERK1 was observed 60 min after the retrieval (one-
way ANOVA: pERK1: F(2,28)=3.75, p=0.036; Dunnett post hoc: No-retrieval vs. retrieval 30-min,
p=0.982, No-retrieval vs. retrieval 60-min, p=0.057; pERK2: F(2,28)=2.56, p= 0.096). Bar graphs
represent meantSEM of the percent of change from the control No retrieval group. n=10-11 (4-5
males, 5-6 females). # p = 0.057 B. Western-blot visualization of phospho-protein and total-protein
levels. * Samples that were identified as outliers to their experimental group (z>2) and were therefore
removed from the analysis.
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Figure S6. Western-blot visualization of phospho-protein and total-protein levels in the
amygdala (Experiment 4). The tissues were collected two hours after alcohol memory retrieval (R),
or without a prior retrieval procedure (NR). Phospho-protein levels of ERK1/2 (Thr202/Tyr204) and
CREB (Ser133) were normalized to the total protein immunoreactivity. ERK1/2 antibodies were
blotted on one membrane and CREB antibodies were blotted on a different set of membrane. *
Sample that was identified as an outlier to its experimental group (z>2) and was therefore removed
from the analysis
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Figure S7. Western blot visualization of phospho-protein and total-protein levels in the
amygdala (Experiment 5). The tissues were collected 90 min after injection of vehicle (V) or the
MERK1/2 inhibitor SL-327 (50 mg/kg. i.p.) (SL). Phospho-protein levels of ERK1/2 (Thr202/Tyr204)
and S6 (Ser235/236) were normalized to the total protein immunoreactivity. * Sample that was
identified as an outlier to its experimental group (z>2) and was therefore removed from the analysis.



Experiment 1

Tissues were collected 30 min (30) or 60 min (60) after alcohol memory retrieval,
or without a prior retrieval procedure (NR).

Due to the large number of samples, the samples were distributed across two
gels / membranes.

AKT and ERK1/2 antibodies were blotted on the same set of membranes, and
therefore share the GAPDH levels. GSK3B and CRMP2 were blotted on a different
set of membranes.

The membranes were cut to segments prior to the blotting process, as illustrated
below, therefore images of the complete membranes are not available.

* Samples that were identified as outliers to their experimental group (z>2), and
were therefore removed from the analysis.

# Distorted bands that were removed from the analysis.
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pAKT-Thr308 — 60 kDa (Figures 1B and S1)
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Total CRMP2 — 60-80 kDa (Figures 1C and S1)

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

_ — % X A - X B X N X _§ _ o =
NR 30 60 NR 30 60 NR 30 60 NR 30 60 NR 30 60 30
* *

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32
N— —— Gy wenah SEEED S S

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR

GAPDH — 37 kDa (Figures 1C and S1)

10 11 12 13 14 15 16

S G G G - — — — — — — — e —

— -
NR | 30 60 | NR | 30 60 NR | 30 60 NR | 30 60 | NR | 30 60 30
#
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32
- - -

T " w—" — c— —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR



NAc

pAKT-Thr308 — 60 kDa (Figures 1D and S2)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16
L D e D GRS D D D GNP S em— e~

- SR g —— — S T T

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

—— —— P——
TN UUNNR GUNN 5w s S W— W— — — — — —
NR 30 60 NR 30 60 NR 30 60 NR NR

*

30 ‘ 60 ‘ NR

30 ‘ 60

pAKT-Ser473 — 60 kDa (Figures 1D and S2)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

NR | 30 60 | NR | 30 60 | NR NR

30 ‘ 60 ‘ 30

30 ‘ 60

NR ‘ 30 ‘ 60

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

- - L -— — —_—

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR

Total AKT - 60 kDa (Figures 1D and S2)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

| —
e B I — e — — — — —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR



NAc

PERK1/2-Thr202/Tyr204 — 44/42 kDa (Figures 4B and S2)

lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

e T
— - — -— — T T—

60 30 | 60 [ NR| 30 | 60 | NR | 30 | 60 | 30

*

NR [ 30 | 60 [ NR | 30 NR

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

-

- e — — -— —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR

Total ERK1/2 — 44/21 kDa (Figures 4B and S2)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

-

—" a—
— —
- — - - -

— — —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR

GAPDH — 37 kDa (Figure S2, not in the main figure)

lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

— -
- -~ -

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

—
— — — - — T — W— —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR



NAc

pGSK3B-Ser9 — 46 kDa (Figures 1D and S2)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

- — — —— — — —
*
NR 30 60 NR 30 60 NR 30 60 NR 30 60 NR 30 60 30

* *

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

—— o —
T — — — — — PR —

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR

Total GSK3f — 46 kDa (Figures 1D and S2)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

W N ——————— — ————— — — —

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32
——

T S ——— — — — ——— — —— —

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR



NAc

pPCRMP2-Thr514 — 60-80 kDa (Figures 1D and S2)

2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

Lane# 1

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

| —
,—

30 | 60 | NR | 30 60 | NR | 30 60 | NR

*

NR [ 30 | 60 | NR | 30 | 60 | NR

Total CRMP2 — 60-80 kDa (Figures 1E and S2)

1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

Lane #
D S i c— — — — — — — D S— — > e
NR | 30 | 60 | NR | 30 | 60 | NR| 30 | 60 | NR| 30 | 60 [ NR | 30 | 60 | 30
* *
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32
T e e e e e —— — - — — —— — —
NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR
GAPDH — 37 kDa (Figures 1E and S2)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

T S— — | m— — —— G —  — — {— — T— — —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

— — D — — - — — — G WD G m— — - —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR



Amygdala

pAKT-Thr308 — 60 kDa (Figures 1F and S3)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16
Ea

(o2}

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 0 | NR | 30 | 60 | NR | 30 | 60 | 30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR

*

30

*

60 [ NR | 30 | 60 | NR | 30 30 30

GO‘NR

GO‘NR

pAKT-Ser473 — 60 kDa (Figures 1F and S3)

Lane# 1 2 3 a4 5 6 7 8 9 10 11 12 13 14 15 16
—-—-.-—-——-.—-——-'-_-
NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR

Total AKT - 60 kDa (Figures 1F and S3)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR



Amygdala

PERK1/2-Thr202/Tyr204 — 44/42 kDa (Figures 4B, S3 and S5)
Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16
—

T— e — e — — - -
NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

- — — e — —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR

Total ERK1/2 — 44/21 kDa (Figures 4B, S3 and S5)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

=.-----‘==ﬂ----=
NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32
Y S e S ———— — — ——-————
T | e — —— — — — — — — — _—

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR

GAPDH — 37 kDa (Figure S3, not in the main figure)
Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

T T o — — — — — . — —— — — —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR



Amygdala

pGSK3B-Ser9 — 46 kDa (Figures 1F and S3)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

-— -
TN W —— N — o — G V—

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32
e — — ....'....pq--vcnulrIIIIP'Ill"lI'W.lll.II."l.' —

NR | 30 | 60 [ NR | 30 | 60 | NR | 30 | 60 | NR| 30 | 60 | NR | 30 | 60

*

NR

Total GSK3 — 46 kDa (Figures 1F and S3)
Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

-
T —————————— —
NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR



Amygdala

pPCRMP2-Thr514 — 60-80 kDa (Figures 1F and S3)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

T W——— — — C— — — — — — G W— — —

.
NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

‘

— — — —— — — — — — e — ‘

NR | 30 | 60 [ NR | 30 | 60 | NR [ 30 | 60 | NR | 30 | 60

*

NR [ 30 [ 60 | NR

Total CRMP2 — 60-80 kDa (Figures 1G and S3)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

----------------
30

*

NR | 30 | 60 [ NR [ 30 | 60 | NR | 30 | 60 | NR | 30 | 60 [ NR | 30 | 60

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR [ 30 [ 60 | NR | 30 | 60 | NR

*

30 | 60 | NR | 30 [ 60 | NR | 30 [ 60 | NR

GAPDH — 37 kDa (Figures 1G and S3)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

-_—
-----—--_-————-'

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

VLD GEED e G G— —— C— S— V— — —— — —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR



OFC

pPAKT-Thr308 — 60 kDa (Figure S4)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

e — e — . — ——— — — — — D S—
NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

e

.
NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR

pAKT-Ser473 — 60 kDa (Figure S4)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

T —— —— — —— — — — G —— ————

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR | 30 | 60 | NR | 30

*

60 | NR | 30 | 60 [ NR | 30 | 60 | NR | 30 [ 60 | NR

Total AKT - 60 kDa (Figure S4)
Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

T e e — - — —— — — — — —

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR



OFC

PERK1/2-Thr202/Tyr204 — 44/42 kDa (Figure S4)
Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

— — — N —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

—— - <o e — e — —

- — e —
TN W— —— — — o — — —— —

NR [ 30 | 60 | NR | 30 | 60 | NR

Total ERK1/2 —44/21 kDa (Figure S4)
Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

'--"III!IIIIP-I-iniII1--.1--lIIl.'IIIIDI-IIIIIIIICIIIl.--HI-D1IIID‘--’
T w— —  —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

'..-'....ilIl-<II-ICII-"-.<IIIP1IIID1IIIICIIIDlIII'lIIIDIII"I-Dl--'--’
g — — — — — — — — e e e — —

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR

GAPDH — 37 kDa (Figure S4)

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | 30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR | 30 | 60 | NR



OFC

pPGSK3B-Ser9 — 46 kDa (Figure S4)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

Bl R ———— L

NR | 30 60 [ NR | 30 60 [ NR | 30 | 60 [ NR [ 30 | 60 | NR | 30 | 60

*

NR

Total GSK3f — 46 kDa (Figure S4)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

----------------
NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32
R —— —— - — ————

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR



OFC

pCRMP2-Thr514 — 60-80 kDa (Figure S4)
Lane # 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

30 30

*

NR [ 30 | 60 [ NR | 30 | 60 | NR | 30 | 60 [ NR | 30 [ 60 | NR 60

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

30 NR [ 30 | 60 | NR | 30 | 60 | NR

*

NR 60 | NR | 30 | 60 | NR 60

*

30

Total CRMP2 — 60-80 kDa (Figure S4)

lLane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16
_—— e e e e ——E—— — —

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30

17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR

GAPDH — 37 kDa (Figure S4)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

--—---———-------
NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|30
17 18 19 20 21 22 23 24 25 26 27 28 29 30 31 32

T e e e e aEp D G GES GED ES G GED GED GEID S

NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR|30|60|NR



Experiment 4

Amygdala tissues were collected two hours after alcohol memory retrieval (R), or
without a prior retrieval procedure (NR).

The membrane was cut prior to the blotting process, as illustrated below,
therefore image of the complete membrane is not available.

kDa kDa

=245 (5

180 | 180

=135 ~135

=100 =100

75 75

=63 =63
S ; BRI R :
: ERK1/2 = 44,42 kDa | | CREB=43kDa !
: 35 i i | W - 35 i
| GAPDH =37 kDa ! i GAPDH =37 kDa !
:————m—’—'.z.“)________________: :-———mi—-’—-L{)——————————______I

=20 20

- 11 — - {1



PERK1/2-Thr202/Tyr204 — 44/42 kDa (Figures 4C and S6)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15

I\ -

\;_ — — —
_——-— > — — — —

NR|R|NR|R|NR|R|NR|R|NR|N|NR|R|NR|R|NR|R

Total ERK1/2 — 44/21 kDa pERK1/2-Thr202/Tyr204 — 44/42 kDa (Figures 4C and S6)
Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16
e
—

D S —— G SE— D S S— S S—

—
-_
~-—“——————~‘——

NR|R|NR|R|NR|R|NR|R|NR|N|NR|R|NR|R|NR|R

GAPDH - 37 kDa (Figure S6, not in the main figure)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

‘--—-—--—-—-—-’

NR|R|NR|R|NR|R|NR|R|NR|N|NR|R|NR|R|NR|R



pCREB-Ser133 — 43 kDa (Figures 4C and S6)

Lane # 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16

e

NR|R|NR|R|NR|R|NR|R|NR|R|NR|R|NR|R|NR|R

Total CREB-Ser133 — 43 kDa (Figures 4C and S6)

lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16




Experiment 5

Amygdala tissues were collected 90 min after injection of vehicle (V) or the
MERK1/2 inhibitor SL-327 (SL).

The membrane was cut prior to the blotting process, as illustrated below,
therefore image of the complete membrane is not available.

* Sample that was identified as an outlier to its experimental group (z>2) and was
therefore removed from the analysis.

kDa
 }-245

=180
~135

75

ERK1/2 = 44,42 kDa

L35 GAPDH =37 kDa

S6 =32 kDa



PERK1/2-Thr202/Tyr204 — 44/42 kDa (Figures 6 and S7)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14
— — — — — ; —— ;
Y SL Vv SL Y SL \Y SL Y SL Y SL \ SL
*

Total ERK1/2 — 44/21 kDa (Figures 6 and S7)

Lane##t 1 2 3 4 5 6 7 8 9 10 11 12 13 14
--————————————
T — —— — W— — — _— — — — — _—
V|SL|V|SL|V|SL|V|SL|V|SL|V|SL|V|SL

pS6 — 32 kDa (Figures 6 and S7)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14

-----ﬂ—‘---—’—-—-

V|SL|V|SL|V|SL|V|SL|V|SL|V|SL|V|SL

Total S6 — 32 kDa (Figures 6 and S7)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14

V|SL|V|SL|V|SL|V|SL|V|SL|V|SL|V|SL

GAPDH — 37 kDa (Figure S7, not in the main figure)

Lane# 1 2 3 4 5 6 7 8 9 10 11 12 13 14

— R

V|SL|V|SL|V|SL|V|SL|V|SL|V|SL|V|SL
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