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Statistics

For all statistical analyses, confirm that the following items are present in the figure legend, table legend, main text, or Methods section.
nfa| Confirmed

& The exact sample size () for each experimental group/condition, given as a discrete number and unit of measurement

@ A statement on whether measurements were taken from distinct samples or whether the same sample was measured repeatedly

5 The statistical test{s} used AND whether they are che- or two-sided
<~ Only common tests should be described solely by name; describe more complex technigues in the Methods section.

@ A description of all coveriates tested

@ A description of any assumptions or corrections, such as tests of normality and adjustment for multiple comparisons

Afull description of the statistical parameters including central tendency (e.g. means) or other basic estimates (.. regression coefficient}
25 AND variation {e.g. standard deviation) or associated estimates of uncertainty {e.g. confidence intervals)

I W O O

For null hypothesis testing, the test statistic (e.g. £, t, r) with confidence intervals, effect sizes, degrees of freedom and P value noted
N Give P values as exact vaiues whenever suitable.

D For Bayesian analysis, information on the choice of priors and Markov chain Monte Carlo settings

I:i For hierarchical and complex designs, identification of the appropriate level for tests and full reporting of outcomes

XXX

I:i Estimates of effect sizes {e.g. Cohen's d, Pearscn's ), indicating how they were calculated

Our web coliection on stotistics for hioloaists cantains articles on mony of the points above.

Sofrware and code

Policy information about avaliability of computer code

Data collection (BrukerTopspinS.z

Data analysis (GraphPad Ptism?7.0, NMRView5.2.2, imagel, NMRPipe3,0 ]

For manusorigts utilieing custom algonithms or softwere that are central to the research but not yet dasonbed in published ktersture, softwara must be made avallable to editers and
reviewers, We strongly encourage code deposition in 2 community repository {e.g. GitHub). See the Nature Research guidedines for submitting code & software for further information.

Datg

Policy information about availability of data
All manuscripts must include a data availability slatement. This statement should provide the following information, where applicable:
- Accassion codes, unigue identifiers, or web links for publicly available datasets
- A list of figures that have associated raw data
- A description of any restrictions on data availability

"NMR resonance assignments have been deposited with the BMRB with accession numbers 5047% (hAtgA90-190 in agueous solution), 50480 (hAtgA90-190In
blceiles), 50481 (hAtg3AS0-19CG_P21A in bicelias), and 50470 (hAtg3A1-25 in agueous soluticn ). PDBs of 3VX8, 60)), and 2DYT are available for download at
www.resb.org,




Feld-specific reporting

Please select the one helow that is the best fit for your research, If you are not sure, read the appropriate sections before making your seiection,

[X] Life sciences { ] 8ehavioural & social sciences [ | Ecological, evolutionary & environmental sciences

For a reference copy of the document with 2ll sections, see nature vom/documents/nr-reparting-summary-flat.odf

Life sciences study design

All studies must disclose on these points even when the disclosure is negative.

Sample size [n=5, based on prior research

Data exclusions [l\io data were excluded from analysis

Replication (6 replicates; all attempts at replication were successful J
Randomization (N/A, as wastern hlot analysis for controlled samples J
Blinding [N/A, as western blot analysis for controlled samples }

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 materfal,
systern or method listed is relevant to your study. If yau are not sure if a list item applies to your research, read the appropriate section before selecting a response.

Materials & experimental systems Methods

nfa | Involved in the study n/a | Involved in the study
Antibodies [] chiP-seq
Eukaryotic cell lines [ Fow cytometry
E] Palaeontology and archaeology D MAk-based neurcimaging

{_] Animals and other organisms
] Human research participants
[ ] Cinical data

{7 Dual use research of concern

KX KKXXOO

Antibodies

Antibodies used [mcherry antibody (Abcam, ab125096); b-actin antibody (Sigma, A5441-100e1), LC3 antibody (Novus Biologicals, NB160-2220 }

Validation [Antibodles were validated by overexpression and knockdown er kneckout approaches, }

Fukaryotic cell lines

Policy information about celf lines

Cell line source(s} HEK293T celis were purchased from ATCC and Atg3-/- MEFs were provided by Dr. Shengkan {Victor) Jin {Rutgers University -
Robert Wood Johnson Meadical School, NJ}

Authentication
morphologic inspection and STR analysis,

Mycoplasma contamination [Mycoplasma contamination was periodically tested and the resulis were negative for the contamination

Commonly misidentified lines

{SeeiCLAC register)

All celt fines in the lab are passaged for less than 6 months before use and pericdicaily authenticated by myceplasma testing, }
(No commenly misidentified cell lines were used in the study }




