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Suppl. Fig. 3. Internal MHCI is present at glutamatergic synapses during and after
the peak of synaptogenesis in cortical cultures. Internal MHCI colocalizes with
synaptic proteins during the peak of synaptogenesis at 8 d.i.v. (a) and after synapse
density has stabilized by 14 d.i.v. (b) in culture. Following permeabilization, neurons
were immunostained for MHCI (green), vGlutl (blue), and the NMDAR subunits,
NR2A/B (red). Low magnification image of neurons at each age are shown to the left and
then higher magnification images of dendrites from these cells are shown to the right to
illustrate the punctate distribution of these proteins. The overlays (bottom higher mag
images) illustrate the amount of MHCI that is found at synapses (indicated by arrows in
each panel). (¢) Approximately 65% of glutamatergic synapses (ES) at 8 d.i.v. contain
MHCI, while a little over 50% of these synapses contain MHCI at 14 d.i.v. (d) The
percentage of total MHCI clusters found at synapses is about 37% at 8 d.i.v. and 41% at
14 d.i.v. While these data clearly show that MHCI is present at glutamatergic synapses in
cultured cortical neurons, it should be noted that the MHCI detected after
permeabilization, as in this figure, represents mostly internal MHCI with some residual
sMHCI. As shown in Suppl. Fig. 1e, most of the SMHCI is removed from neurons

following permeabilization.



