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No statistical method was used to predetermine sample sizes. Biological triplicates are generally considered acceptable for these types of
experiments. The final density maps of EV-A71 WT Native, WT A-particle, WT Empty, K162E Native, K162E A1-particle, K162E A2-particle,
K162E A3-particle, and K162E empty were calculated using 20,699, 1,316, 848, 12,966, 2,094, 604, 246, 162 particles, respectively, to provide
the overall resolutions of 3.3 Å, 8.0 Å, 14.0 Å, 7.4 Å, 3.1 Å, 7.4 Å, 5.9 Å, and 7.1 Å.

Micrographs with drift and astigmatism were excluded for further analysis as it usual practice.

For each experiment technical triplicates were performed, with biological duplicate performed when indicated.

Stochastic Gradient Descent was used for de novo 3D inital model and 3D classification.

2D and 3D classification of CryoEM structures was performed computationally.

The primary antibody, mouse anti-EV-A71 (Sigma-Aldrich MAB979) was diluted in 5% BSA/TBST. Secondary antibody donkey anti-
Goat IgG, HRP (Santa Cruz Biotechnology SC-2020; 1:10,000) was diluted in TBST.

The antibody against EV-A71 was validated by mock infected cell control and visualization by both immunoblot and
immunofluorescence.

Human Rhabdomyosarcoma (RD) cells used in this study were purchased from ATCC (CCL-136).

RD cells were validated by growth and morphology phenotypes in addition.

Cell lines were tested prior to propagation and freezing using a PCR assay.

No commonly misidentified cell lines were used in this study.




