
Supplementary data 4. The block in influenza virus infection in Lec1 cells occurs prior to transit of virus-
containing endosomes through the cortical actin. For many pH-dependent viruses, it is known that low pH
pulses (while allowing fusion to occur) do not allow virus infection from the cell surface when endocytosis is
prevented, at least in epithelial-derived cells such as CHO that possess a high level of cortical actin. However as
shown for avian leukosis virus, pH-dependent virus infections that are blocked within endosomes by use of the
H+-vATPase inhibitor bafilomycin A (BafA) can be rescued by providing a low pH pulse which acidifies the
endosomes. The most likely explanation for this is that the endocytosed virus is beyond the cortical actin
barrier. Therefore, we infected CHO and Lec1 cells in the presence of BafA at 4°C, internalized the virus for 20
min at 37°C, and pulsed the cells with pH buffer for 15 min before analyzing infection. In control CHO cells,
virus infection was >95% in the absence of drug and < 1% in the presence of BafA. As expected, when cells
were pulsed with low pH after binding at 4°C, infection was also <1%. However, if virus was allowed to
internalize for 20 min before low pH pulse, infection was restored to a level of approximately 30%. In the case
of Lec1 cells, infection was <1% in all cases, indicating that the block in infection in these cells occurred prior
to transit of virus-containing endosomes through the cortical actin. For quantitation >100 cells were scored for


