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BlMprF-LYN complex structure [accession code: 4V36 (https://www.rcsb.org/structure/4V36)], TMEM16F [accession code: 6QP6 (https://www.rcsb.org/
structure/6QP6)], MurJ [accession code: 6NC9 (https://www.rcsb.org/structure/6NC9)], MsbA [accession code: 5TV4 (https://www.rcsb.org/structure/5TV4)] and
Drs2p-Cdc50p [accession code: 6ROJ (https://www.rcsb.org/structure/6ROJ)]. Figure 1e, Figure 3e & f, Figure 4b, Figure 4c, Figure 4d & e, Figure 4f & g, Figure 4h &
l, Figure 4j & k, Supplementary Fig. 1a, Supplementary Fig. 2a, Supplementary Fig. 9b & c, Supplementary Fig. 9d & e and Supplementary Fig. 9f & g have associated
raw data. The source data of western blots, SDS-PAGE and TLC are provided in the Source Data file with this paper. All data are available in the online version of the
paper or upon request.

No statistical methods were used to predetermine sample size. The single particle cryo-EM analysis averaged 160,417 and 144,479 particles
for the reported RtMprF(DDM)-nanodisc and RtMprF(GDN)-nanodisc structures, respectively. The sample size was chosen according to the
previous theoretical study indicating that a minimal number of 12,000 single particles is required for determining a protein structure at 3 Å
resolution through the single-particle cryo-EM method (References: Henderson, R. The potential and limitations of neutrons, electrons and X-
rays for atomic resolution microscopy of unstained biological molecules. Q. Rev. Biophys. 28: 2, 1995; Vinothkumar, K. R. and Henderson, R.
Single particle electron cryomicroscopy: trends, issues and future perspective. Q. Rev. Biophys. 49: e13, 2016).

The initial cryoEM raw images were screened manually and the micrographs with low-resolution Thon ring profiles and severe ice
contamination were excluded. During 2D and 3D classification of the particle images, the classes with poorly defined internal features were
excluded.

For quantification of lipid through TLC, the experiments were performed with three repeats for each sample. Each experiment was replicated
at least twice on separate occasions. All attempts at replication were successful.

Randomization is irrelevant for our study because no grouping was needed. For single-particle cryo-EM analysis, particles are divided into two
random sets for map reconstruction and estimation of the resolution via the Fourier Shell Correlation (FSC) method.

Blinding is irrelevant to our study because no allocation into experimental groups was needed.
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