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Life sciences study design
All studies must disclose on these points even when the disclosure is negative.

Sample size

Data exclusions

Replication

Randomization

Blinding

Reporting for specific materials, systems and methods
We require information from authors about some types of materials, experimental systems and methods used in many studies. Here, indicate whether each material,
system or method listed is relevant to your study. If you are not sure if a list item applies to your research, read the appropriate section before selecting a response.
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Validation

For the quantitative analysis of TIRF live-cell imaging, each cell lines were imaged from at least two sets of independently prepared cell
samples. For each sample, at least three non-overlapping regions which contain at least three cells per imaging region were imaged. Over a
thousand of CME events were analyzed for each cell line.

For the analysis of Airyscan live-cell imaging, cells were imaged from three sets of independently prepared cell samples. For each sample, at
least three non-overlapping regions were imaged.

For STORM fixed cell imaging, at least three different cells were imaged for each conditions.

The particle tracking software filters events based on criteria described in detail in the legend to Supplemental Figure 3.

At least three biological replicates were performed for all imaging experiments. PCR, sequencing and Western blotting experiments for cell
line verifications were performed once.

The regions of imaging were randomly selected.

We applied automatic computational analysis without any human selection of samples, therefore, blinding was not necessary.

Tag(CGY)FP: Evrogen, Cat#: AB121; HaloTag: Promega, Cat#: G9211; GAPDH: Proteintech, Cat#: 10494-1-AP; Clathrin light chain:
Invitrogen, Cat#: MA5-11860.

Secondary antibodies: Donkey anti-mouse secondary-AF647: Thermo Fisher, Cat#: A32787; Donkey anti-mouse antibody: Jackson
ImmunoResearch, Code#: 715-005-151; Donkey anti-rabbit antibody: Jackson ImmunoResearch, Code#: 711-005-152

Tag(CGY)FP: Statement on the manufacturer's website: The antibody was selected to recognize both denatured and native TagCFP,
TagGFP, TagGFP2, TagYFP, PS-CFP2, AceGFP1, Case12, and HyPer. The antibody also recognizes EGFP.

HaloTag: Statements on the manufacturer's website: Can detect as low as 0.5–1ng of HaloTag fusion protein by Western blot.

GAPDH: Statements on the manufacturer's website: Antibody targets GAPDH in WB, RIP, IP, IHC, IF, FC, CoIP,ELISA applications and
shows reactivity with human, mouse, rat, pig, arabidopsis , corn , cabbage, rice samples.

Clathrin light chain: Statements on the manufacturer's websites: Antibody targets Clathrin Light Chain in IF, IHC (P), IP, and WB
applications and shows reactivity with Bovine and Human samples. Antibody specificity was demonstrated by siRNA mediated
knockdown of target protein.

Donkey anti-mouse secondary-AF647: Statements on the manufacturer's websites: This antibody binds to heavy chains on mouse IgG
and light chains on all mouse immunoglobulins. This antibody does not bind non-immunoglobulin mouse serum proteins or IgG from
bovine, chicken, goat, guinea pig, hamster, horse, human, rabbit, rat or sheep.

Donkey anti-mouse antibody: Statements on the manufacturer's websites: Based on immunoelectrophoresis and/or ELISA, the
antibody reacts with whole molecule mouse IgG. It also reacts with the light chains of other mouse immunoglobulins. No antibody
was detected against non-immunoglobulin serum proteins.

Donkey anti-rabbit antibody: Statements on the manufacturer's websites: Based on immunoelectrophoresis and/or ELISA, the
antibody reacts with whole molecule rabbit IgG. It also reacts with the light chains of other rabbit immunoglobulins. No antibody was
detected against non-immunoglobulin serum proteins.




