Supplementary Figure Legends

FIGURE S1. A549 cells were transfected with siRNA pool against NP, NS1, M1, M2 gene of A/California/2009(IAV) IAV or control non-targeting siRNA. 6 hours post-transfection, cells were infected with respective IAV at 0.2 MOI. Cells were harvested 12 hours post-infection  and cell lysates subjected to SDS-PAGE followed by western blotting using IAV NP (rabbit polyclonal: ab 22285), anti-NS1, anti-M1, anti-M2 and β Actin specific antibodies. A. Lane 3 of panel 1 shows effect of siRNA treatment on NP expression. B, C, D. Lane 2 of panel 1 shows effect of siRNA treatment on expression of NS1, M1 and M2 levels, respectively. Panel 2 in all figures shows level of β Actin loading control.  

FIGURE S2. Expression of GFP tagged IAV proteins in A549 cells. A549 cells were transfected with pEGFP, pEGFP-NP, pEGFP-NS1, pEGFP-M1 or pEGFP-M2 plasmids and images were taken with 10x objective of fluorescence microscope under UV light or transmitted white light. The paired Fluorescence and bright light images for each transfection are shown in the figure. 
FIGURE S3. Clusterin interacts specifically with IAV NP in IAV infected A549 cells. A549 cells were infected with PR8 IAV at 1 MOI. Cells were harvested 24 h post-infection and immunoprecipitation was conducted using antibodies specific to IAV NP, M1, M2 or NS1 proteins. The immunoprecipitated samples were subjected to SDS PAGE followed by immunoblotting with Clusterin specific antibody. A. Lane 2 shows immunoprecipitation of Clusterin with IAV NP. B. Shows 10% of input cell lysate immunoblotted with antibody against NP (panel 1), NS1 (panel 2), M2 (panel 3), M1 (panel 4), CLU (panel5) or β Actin (panel 1, loading control).
FIGURE S4. IAV NP-CLU interaction is mediated by β chain of CLU. A. Figure shows diagrammatic representation of nascent CLU protein and the recombinant constructs used in this study. Full-length CLU, CLU β chain, CLU α chain were cloned and expressed as GST tagged protein whereas IAV NP was cloned and expressed as 6xHis tagged protein. B, C. The recombinant proteins were expressed in E.coli and soluble fractions were used to setup GST pull-down assays. Upper panel shows western blotting of GST pull-down fractions with anti-His antibody to detect IAV NP and lower panel shows western blotting with of same fractions with anti-GST antibody to detect CLU and its domains. Panel in 2C represents 1% input used for GST pull-down. The pull-down and input fractions loaded in lanes 1, 2, 3 and 4 are indicated in the table.  

FIGURE S5. IAV NP and CLU accumulate in membrane fraction of IAV infected cells during later stages of infection. A549 cells were infected with PR8 IAV at 5 MOI; cells were harvested at different time points and subject to biochemical fractionation using Qproteome cell compartment kit (Qiagen). The membrane fractions were subjected to SDS-PAGE and western blotting using antibodies specific to IAV NP, CLU, Calnexin and GAPDH. Lane 1 shows mock uninfected sample, and following lanes show IAV infected samples from indicated time points. Panel 1 shows CLU level, panel 2 shows NP level, panel 3 shows positive control Calnexin and panel 4 shows negative control GAPDH. 
FIGURE S6. IAV NP expression induces Cyt c release from the mitochondria. A549 cells were transfected with pcDNA3.1 myc-NP or control pcDNA3.1 myc plasmid. 48 hours later, cells were processed for immunostaining and observed under confocal microscope. NP was stained using anti-myc tag primary antibody and Alexa488 conjugated secondary antibody (Green). Cytochrome c was stained using Cyt c specific primary antibody and Alexa 594 conjugated secondary antibody (Red). Nuclei were stained with Hoechst stain. Panels are labeled for their respective staining. A shows pcDNA3.1 myc-NP transfected cells, whereas B shows control pcDNA3.1 myc transfected cells.
FIGURE S7: Validation of CLU overexpression from plasmid and siRNA mediated CLU knockdown. A. A549 cells were transfected with CLU expressing plasmid pCMV XL4-CLU or control plasmid pCMV. 24 hours post-transfection cells were harvested and cell lysates were subjected to SDS-PAGE followed by western blotting using antibodies specific to CLU and β Actin.  Panel 1 shows expression of CLU and panel 2 shows β Actin loading control. Lane 1, 2 and 3 of both panels represent samples from untransfected control cells, cells transfected with control plasmid pCMV and cells transfected with CLU expressing plasmid pCMV XL4-CLU respectively. B. A549 cells were transfected with siRNA pool against CLU or control non targeting siRNA. 24 hours post-transfection cells were harvested and cell lysates were subjected to SDS-PAGE followed by western blotting using antibodies specific to CLU and β Actin.  Panel 1 shows expression of CLU and panel 2 shows β Actin loading control. Lane 1, 2 and 3 of both panels represent samples from untransfected control cells, cells transfected with control non targeting siRNA and cells transfected with siRNA against CLU respectively.
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