Role of mGIuR7 in Fragile X syndrome
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Fragile X syndrome (FXS): 2. Activation of mGIuR7 reduces protein synthesis in both WT and 3. Activation of mGIuR7 reduces neuronal excitability
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1. Animals

. . Figure 2. (A) Western blots and quantification showing puromycin labelling in WT and Figure 4. (A) Assessment of neuronal network activity in WT and Fmr1 KO primary cortical

WT and Fmr1 KO mice (C57BL/6J background) and Grm/ KO mice Fmr1 KO primary cortical neurons. Neurons were treated with DMSO, AMN082 (1 neurons using MEA (n=5).
(MMRRC, B6.129P2-Grm7tm1Dgen/ Mmnc, stock No. 011626-UNC). uM), or MMPIP (1 pM) for 2 h and with puromycin (10 pg/ml) for another hour (n=8).

: : (B) Whole-cell patch clamp recordings indicating reduction of AP numbers in AMNO82 treated
2. Primary cortical neuron cultures (B-C) Western blots showing p-ERK1/2 and elF4E levels in WT and Fmr1 KO WT and Fmr1 KO primary cortical neurons (n=12-14).
Prepared from postnatal day 0-1 pups. Cultures were treated on 12- primary cortical neurons. Neurons were treated with DMSO or AMNO82 (1 pM) for 2
14th day (DIV 12-14). h (n=6). (C) AMNO82 treatment reduces audiogenic seizure susceptibility in Fmr1 KO mice (n=6).
3. Western blotting (D) Western blots showing levels of elF4E and elF4G pulled down by m7GTP beads ? nfbwggo'?Na?q\éAstv,] t: o?skieﬁi?iecsgn(? » B) or two-tailed Mann-Whitney test (C), mean + 5EM with

from WT and Fmr1 KO primary cortical neurons treated with AMNO82 (1 uM) for 2 h p =Y. ' S '

4. Multielectrode Array recordings (n=4).

4. mGIluR7 activation reduces autism-like behavior and improves learning
; Two-way ANOVA (A, C-D) with Tukey test, mean + SEM with *p < 0.05, **p < 0.01, ***p and memory in Fmr1 KO mice

Maestro Edge™ multiwell microelectrode array (MEA)
with Cytoview MEA6 (6- well) plates from
Axion Biosystems used to perform extracellular recordings.

< 0.001, ****p < 0.0001 and NS: non- significant.
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 Novel Object Recognition test (NOR) N Fmr1 KO mice (n = 10). Two-way ANOVA with Tukey’s test, mean + SEM
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Student’s t-test, mean + SEM with *p< 0.05, and NS: non-significant. Proposed signaling pathway in mediating effect of AMNO82 on reduction of protein synthesis. m F A;X|OL\1
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