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Supplementary Figure 1. Characterization of eIF2α  phosphorylation in HEK293T 

cells  (A) Dose-response curve of AP20187-induced eIF2α phosphorylation. Cells were 

treated with various concentrations of AP20187 for 1 hour, lysed, and immunoblot was 

performed using anti-phospho-eIF2α antibody (N=3). (B) Time course of eIF2α 

phosphorylation upon AP20187 (1µM) treatment.  (C) Reversal of eIF2α 

phosphorylation upon AP20187 removal. Cells were treated with AP20187 for 1 hour 

followed by washes with culture medium. Western blotting was performed using anti-

phospho-eIF2α antibody (N=4). Note that eIF2α phosphorylation level goes back to the 

baseline within 1 hour.  

 

Supplementary Figure 2.  Representative Western blots for Fig. 2.  HEK293T cells or 

rat cortical neurons were transfected with destabilized EGFP alone or in combination 

with FKBP-PKR (24hrs for HEK cells and 7-10 days for cortical neurons), treated with 

vehicle or indicated drugs at various time intervals.  Cell lysates were prepared, and 

Western blots were performed using 15µg of total proteins from each sample.  

  

Supplementary Figure 3.   AP20187-induced activation of eIF2α  in FKBP-PKR-

expressing neurons in vivo.  GFP or FKBP-PKR-GFP Sindbis virus was injected into 

mice hippocampus. The injected animals were sacrificed for preparation of acute 

hippocampal slices. Slices were treated with AP20187 (1µM, 1 hour), fixed, and 

processed for immunohistochemistry using anti-phopho-eIF2α antibody (red) and anti-

GFP antibody(green).    
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Supplementary Figure 4. (A, C, and E) Paired pulse facilitation. Twin pulses at 

different intervals were applied and the ratios of Slope2/Slope1 (%) were plotted against 

the inter-pulse intervals. PPF ratios are virtually identical for AP20187 and vehicle 

control groups over the whole range of inter-stimulus intervals, in slices expressing either 

GFP (A) or FKBP-PKR in CA1 (C) or FKBP-PKR in CA3 (E). (B, D, and F) Input-

output curves. The postsynaptic responses (initial slope of fEPSP) were plotted as a 

function of the amplitudes of the presynaptic fiber volley. No difference was found 

between AP20187 and vehicle control groups, in slices expressing either GFP (B) or 

FKBP-PKR in CA1 (D) or FKBP-PKR in CA3 (F).   

 

Supplementary Figure 5.   Effect of AP20187 on L-LTP in slices expressing GFP in 

CA1.  L-LTP is comparable in GFP-Sindbis injected mice with and without application 

of AP20187. 

 


