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Expanded View Figures

Figure EV1. Co-expression of MLA13-AVR,q3-1 without an N-terminal GST tag on MLA13 or with various MLA13 substitutions consistently elute at a volume
indicating a low-molecular-weight «

Elution volumes of the Sr35 resistosome, Sr50 resistosome and MLAT3X%8E/KI00E_AVR \15-1 heterodimer are shown with a dotted line when purified using the same method
(Appendix Figs. S3, S4 and main Fig. 1A, respectively). (A) MLA13¥8/KI00E.25. HA expressed and purified alone. (B) MLAT3K98&/KI00E/D502V_25.HA expressed and purified
alone. (C) MLA13X8E/KI0CE.GST expressed with AVRa13-25-HA. (D) MLA13X8E/KI00E expressed with AVRA13-2S-HA. (E) MLA13M&/15E expressed with AVR13-2S-HA. All
samples were purified from 100 g of leaf tissue and with a single-step affinity purification via the Twin-Strep-tag® (25-HA), followed by SEC. Fractions from the SEC
profiles are numbered and presented on the accompanying CBB-stained, 10 or 12% SDS-PAGE gels. Source data are available online for this figure.
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Figure EV2. Workflow of cryo-EM data acquisition and analysis of the MLA13*°%£/K100E_AYR ..-1 heterodimer.

A total of three datasets were collected on a 300 kV cryo-electron microscope. For each dataset, movies were selected for low per-frame drift rates, good CTF scores, and
low astigmatism. Particles were first picked using a blob picker, and then subjected to unsupervised 2D classification. Representative classes showing protein-like
structures were used for a template picker. Putative detected particles were curated using unsupervised 2D classification, selecting for particles with protein-like density
and resolutions better than 10 A. The selected particles were further curated using ab initio reconstruction, sorting them into three distinct populations. From these, all
particles contributing to a structure showing clear density for the LRR, NBD and effector (shown in green and highlighted by a thicker box outline) were combined and
refined in 3D using a non-uniform refinement algorithm, resulting in a map with a global resolution of 3.8 A. Before model building, the map was further sharpened using
DeepEMhancer. Source data are available online for this figure.

18 The EMBO Journal © The Author(s)



Aaron W Lawson et al The EMBO Journal

© The Author(s) The EMBO Journal 19



The EMBO Journal Aaron W Lawson et al

< Figure EV3. The MLA13X%¥/KI00E. AR \15-1 interface from two different angles.

Atomic model showing residues predicted to contribute to the interface and/or experimentally tested for loss of MLA13-mediated cell death. Source data are available
online for this figure.
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Figure EV4. Structural and sequence alignments of AVRa;3 and AVR,; variants.

(A) Structural alignment of AVRA3-1 (dark goldenrod colour) and crystal structure of AVRa-1 (burgundy colour; PDB: 80XL). The basal loops of AVRA;3-1 are coloured in
red. (B) Sequence alignment of AVRa;3 and AVR,7 variants. Alignment performed using MUSCLE and visualised using ESPript 3.0. Source data are available online for this
figure.

© The Author(s) The EMBO Journal 21



