Description of Additional Supplementary Files

File Name: Supplementary Data 1
Description: List of proteins of MCG and SCG from mass spectrometry analysis.

File Name: Supplementary Movie 1
Description: Cryo-Soft X-Ray tomography of SCGs from NK92 cells. White arrows pointed to
individual SCGs.

File Name: Supplementary Movie 2
Description: Cryo-Soft X-Ray tomography of MCGs from NK92 cells. White arrows pointed to
individual MCGs.

File Name: Supplementary Movie 3

Description: SCG and MCG secretion at the IS. CTLs isolated from GzmB KI mouse were
stained with WGA-647 to label MCG. Cells were placed on the stimulated lipid bilayer with
ICAM-1 and anti-CD3 antibody coating to induce synapse formation. Secretion from both
classes of granules was recorded by TIRFM.

File Name: Supplementary Movie 4

Description: SMAP secretion from MCGs at the IS. CTLs were co-transfected with GzmB-
mCherry and TSP-1-GFPspark. The synapse formation was induced by anti-CD3 coated glass
coverslip. The granule secretion was recorded by TIRFM.



