
                                      Supplementary Figure Legend 

Suppl. Fig 1. 1nM and 20nM (but not 0.1nM) Rapamycin or RAD001 promotes MYXV 
oncolysis in racine glioma cell lines in vitro. A, B) The cell viability of RG2 and F98 was 
measured using the MTT assay 48 or 72 hours post-infection with MYXV (MOI=0.1) in the 
presence (+) or absence (-) of rapamycin (0.1nM, 1nM and 20nM). ** P<0.001 as compared by 
students t-test to treatment with MYXV alone. C) RAD001 promotes MYXV oncolysis in 
racine glioma cell lines in vitro.  Cell viability of racine glioma cell lines (RG2, F98) and 
murine fibroblast cell line (NIH 3T3, as a negative control) was measured using the MTT assay 
72 hours post-infection with MYXV (MOI=0.1) in the presence (+) or absence (-) of RAD001 
(1nM, 10nM). ** P<0.001 as compared by students t-test to treatment with MYXV alone.  

Supp. Fig. 2. MYXV safety/toxicity study in immunocompetent F344 rats   A) Histological 
(H&E) examination identified some focal inflammation in the brain following MYXV 
(1E8PFU/rat, highest dose we could prepare) i.c. administration at early time-points (3 and 7 
days).  Viral proteins (IHC, brown stain) were detected 3 days following viral administration 
(right panel).  B) No evidence of hemorrhage, tissue necrosis or others pathological changes 
where found in rats following i.c. administration of MYXV. Figure shows representative images 
from animals 30 days following i.c. administered of MYXV (magnification: left, 25x; middle, 
200x).  No viral antigen (brown) was detected in the brain 30 days after I.C. administration of 
MYXV (right panel, 200x). Brain sections were counterstained with hematoxylin. 

Supp. Fig. 3 Rapamycin enhanced MYXV replication and inhibited tumor growth in vivo. 
A) Representative viral titers recovered from MYXV alone or combined rapamycin treated RG2 
tumors in vivo. Viral titers were performed on tumor tissue on day one, three and seven 
following i.t. administration of MYXV. Mock control tumors were injected with UV-inactivated 
MYXV (DV). (** p<0.001 as compared by student t-test to the MYXV or DV). B) 
Representative whole brain viral RFP expression of i.t. MYXV-RFP in rats bearing F98 tumors 
(72 hours p.i.).  Top row: Photomicrograph of RFP-labeled virus in whole brain (n=3 rat /group, 
magnification, 10x). Bottom row: Photomicrograph of a coronal view of the brain showing RFP-
expressing MYXV (red, magnification, 20x). C) RG2-Fluc bearing animals were imaged at 
varying time-points in the absence or presence of MYXV and/or rapamycin using the Xenogen 
200 system. Total photon emission (photons/second) depicted on the graph and shows that 
MYXV combined with rapamycin inhibited tumor growth. 

Supp. Fig. 4. Western blot analysis of the PI3K/AKT/mTOR pathway.  RG2 and F98 glioma 
cells treated with rapamycin (Rap, 20nM) or Myxoma virus (MYXV, 0.1 MOI; * denotes UV-
inactivated viral particles) and harvested 48 hours post-infection. Rapamycin was given as a 2 
hour treatment prior to viral application. Arrows in RG2 and F98 indicate phosAkt308 and total 
phosP70S6K1.  



Supp. Fig. 5. Rapamycin blocks IFN mediated inhibition of MYXV infection in racine RG2 
and F98 cell line. A) Detection of MYXV-encoded protein M-T7 in RG2 glioma cells. Western 
blots detecting the expression of the MYXV protein M-T7 in the presence of racine-IFNα 
(50U/ml) or -IFNβ (100U/ml), pre-treatment (2 hours) with rapamycin (20 nM), 72 hours after 
MYXV(MOI=0.1)  infection. B) Western blots performed using polyclonal MYXV antibodies 
(M-T7, Serp-1) and horseradish peroxidase–conjugated secondary antibody to detect MYXV 
proteins (M-T7 and Serp-1) in F98 cell line (MYXV, MOI=0.1, rapamycin 20nM, racine-IFNα 
(50U/ml) or -IFNβ (100U/ml), 72 hours after infection). C) Early viral gene (GFP) expression of 
F98 cell line was performed 72 hours post-infection with MYXV (MOI=0.1) in the presence (+) 
or absence (-) of rapamycin and interferon.  

Supp. Fig. 6. 1nM rapamycin blocks the antiviral response of IFN.  A) Representative viral 
GFP expression 48 hours after MYXV infection in the presence or absence of IFN and/or 
rapamycin. RG2 cells grown in the presence or absence of  IFNα or β, 50UI/ml for 6 hours were 
treated with  rapamycin (0.1, 1 and 20nM) one hour prior to MYXV (0.1MOI) infection.  B) 
Viral titers were obtained from RG2 cells hours after infection. The viral titers were determined 
using a standard foci formation assay on BGMK cells. Values represent mean focus forming 
units (FFU) from triplicate wells. ** p<0.001as compared by student t-test with MYXV+IFNα or 
IFNβ+0.1nM. C) Viral titers were obtained from F98 cell line 72 hours after infection. The viral 
titers were determined using a standard foci formation assay on BGMK cells. Values represent 
mean focus forming units (FFU) from triplicate wells. ** p<0.001as compared by student t-test 
with MYXV+IFNα or IFNβ+0.1nM. 

 
Supp. Fig. 7. Effects of i.t. administration of MYXV with or without CPA on survival, virus 
replication and macrophage/microglia infiltration in RG2 bearing rats.  A) Kaplan-Meier 
plot showing the survival of RG2 (1x104cells/rat) bearing rats after treatment with UV-
inactivated MYXV (DV, n=5), MYXV (n=5, 1X107 PFUs /rat, single injection), CPA (n=5), or a 
combination of both MYXV and CPA (n=6). The combination-treated animals survived 
significantly longer than DV-treated controls (log-rank test, p=0.0008). B) Representative whole 
brain viral GFP expression and IHC of intratumorally administered MYXV in the presence or 
absence of CPA in rats bearing RG2 tumor.  Top row: Photomicrograph of GFP-expressing virus 
within the tumor (n=2 rat /group, magnification, 20x). Bottom row: detected viral protein by IHC 
(brown, magnification, 25x). C) Viral titers recovered from RG2 tumors in vivo. Viral recovery 
titers were performed on tumor tissue at the indicated time-points after the administration of 
virus i.t.. Mock tumors were injected with UV-inactivated (DV) MYXV. (** p<0.001 as 
compared by student t-test to the MYXV or DV).  D) CPA down-regulated 
macrophage/microglia infiltration as detected by IHC for CD68 (left panel, brown, 
magnification, 100x) and CD163 (right panel, brown, magnification, 25x). 

 

 

 


