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Antibodies
Antibodies used

All data generated and analyzed are included in the manuscript and supporting files. Source data are provided with this paper.

No statistical method was used to predetermine sample size. The sample size was based on the current standard in the field as well as
previous experimental experience. The information about the number of independent replicates, sample size, methods of group allocation,
and statistical analyses are mentioned in the main text, methods, figure legends, supplementary tables and Source Data.

No data were excluded.

The number of independent replicates are mentioned in the texts, Figure/Table legends, and Materials and Methods sections. At least three
independent experimental replicates were used.

Random samples were selected for each group and the number of random samples used is mentioned in the Figures/Tables/Methods/Texts.
Same genetic background was used to compare between the control and the test animals. Mosaic analyses include control and test areas
within the same organ of an animal. The number of independent animals used for validating the data were mentioned in the relevant text,
Figures/tables. The methods section, figure/table legends, and the texts describe the group allocation.

In all genetic experiments, the genotype needed to be determined based on different fly genetic/chromosome markers, so blinding was not

employed. Samples were selected randomly and unbiased manner. For the biochemical experiments, different reagents for the particular data

set needed to be added and then analyzed using specific technical approaches, and so blinding was not employed. For comparative analyses,

internal control and normalized values were compared in an unbiased manner and differences between the control and experimental

conditions were highly notable and reproducible in both biological and technical replicates.

Mouse monoclonal anti-Discs large (Dlg) (1:100; DSHB, Cat# 4F3 anti-discs large; RRID: AB_528203); Phospho-p44/42 MAPK (Erk1/2)
(Thr202/Tyr204) rabbit monoclonal antibody (dpERK) (1:250 in tissue and 1:1000 in S2 cells; Cell signaling Technology; Cat# 4370;
RRID: AB_2315112); Rat monoclonal anti-HA (3F10) (1:1000 for standard and 1:500 for EIF; Roche; Cat#11867423001; RRID:
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Laboratory animals

AB_390918); Rabbit polyclonal anti-Bnl (1:500 for EIF, created in our previous study: eLife 2018;7:e38137); Rabbit anti-GFP antibody
(1:3000 for EIF; Abcam; Cat# ab6556; RRID: AB_305564); Goat anti-Mouse IgG (H+L) Alexa Fluor 555 (1:1000; Thermo Fisher
Scientific; A21434); Goat anti-Mouse IgG (H+L) Alexa Fluor 647 (1:1000; Thermo Fisher Scientific; A28181); Goat anti-Rat IgG (H+L)
Alexa Fluor 647 (1:1000; Thermo Fisher Scientific; A21247); Goat anti-Rabbit IgG (H+L) Alexa Fluor 555 (1:1000; Thermo Fisher
Scientific; A21428); Goat anti-Rabbit IgG (H+L) Alexa Fluor 647 (1:1000; Thermo Fisher Scientific; A21244). All the information is
provided in Supplementary Table 4.

Rabbit polyclonal anti-Bnl antibody was validated by IHC and published in eLife 2018;7:e38137. Validation statement: "To ensure that
the GFP-marked puncta in the ASP were actual Bnl molecules, we performed an immunohistochemistry assay (IHC) with !Bnl
antibody on the homozygous bnl:gfpendo larval tissues. The Bnl antibody recognized all of the Bnl:GFP puncta in the larval ASP,
confirming that they represent the Bnl protein."

The following antibodies are from commercial sources and have been validated by the vendors:

(1) Mouse monoclonal anti-Discs large (Dlg) (1:100; DSHB, Cat# 4F3 anti-discs large; RRID: AB_528203)

(a) Vendor website: https://dshb.biology.uiowa.edu/4F3-anti-discs-large

(b) Vendor Validation statement: https://dshb.biology.uiowa.edu/core/media/media.nl?
id=1523553&c=571578&h=O22gYwGyD6-6QmGzY5i_W20gahwIwy1BpZJrZUXkQ2mjAtd1&_xt=.pdf

(c) Validation methods: IHC, IP, Western blot; Reactivity: Drosophila melanogaster.

(2) Phospho-p44/42 MAPK (Erk1/2) (Thr202/Tyr204) rabbit monoclonal antibody (dpERK) (1:250 in tissue and 1:1000 in S2 cells; Cell
signaling Technology; Cat# 4370; RRID: AB_2315112)

(a) Vendor website: https://www.cellsignal.com/products/primary-antibodies/phospho-p44-42-mapk-erk1-2-thr202-tyr204-
d13-14-4e-xp-rabbit-mab/4370

(b) Vendor Validation statement: Phospho-p44/42 MAPK (Erk1/2) (Thr202/Tyr204) (D13.14.4E) XP® Rabbit mAb detects endogenous
levels of p44 and p42 MAP Kinase (Erk1 and Erk2) when dually phosphorylated at Thr202 and Tyr204 of Erk1 (Thr185 and Tyr187 of
Erk2), and singly phosphorylated at Thr202. This antibody does not cross-react with the corresponding phosphorylated residues of
either JNK/SAPK or p38 MAP kinases.

(c) Validation methods: IHC, IP, Western blot, Flow Cytometry; Reactivity: Human, Mouse, Rat, Hamster, Monkey, Mink, D.
melanogaster, Zebrafish, Bovine, Dog, Pig, S. cerevisiae.

(3) Rat monoclonal anti-HA (3F10) (1:1000 for standard and 1:500 for EIF; Roche; Cat#11867423001; RRID: AB_390918)

(a) Vendor website: https://www.sigmaaldrich.com/US/en/product/roche/roahaha

(b) Vendor Validation statement: Anti-HA High Affinity is a monoclonal antibody to the HA-peptide (clone 3F10). Anti-HA High Affinity
recognizes the HA peptide sequence (YPYDVPDYA), derived from the influenza hemagglutinin protein. The antibody recognizes its
antigenic determinant even when the HA peptide epitope is introduced into unrelated recombinant proteins by a technique known
as "epitope tagging".

(c) Validation methods: IHC, IP, Western blot; Reactivity: Anti-HA, High Affinity recognizes the 9-amino acid sequence YPYDVPDYA,
derived from the human influenza hemagglutinin (HA) protein. This epitope is also recognized in fusion proteins regardless of its
position (N-terminal, C-terminal or internal).

(4) Rabbit anti-GFP antibody (1:3000 for EIF; Abcam; Cat# ab6556; RRID: AB_305564)

(a) Vendor website: https://www.abcam.com/gfp-antibody-ab6556.html

(b) Vendor Validation statement: This antibody (ab6556) is the purified version of our best-selling rabbit polyclonal to GFP (ab290). It
has been developed specifically for use in applications requiring a high titre and specificity with minimum background such as
immuno-electron microscopy. This anti-GFP antibody recognizes the enhanced form of GFP as well.

(c) Validation methods: IHC, IP, Western blot, Electron Microscopy, Flow Cytometry; Reactivity: Species independent; GFP antibody
(ab6556) is reactive against all variants of Aequorea victoria GFP such as S65T-GFP, RS-GFP, YFP, CFP, RFP and EGFP.

Drosophila S2-DGRC (Stock #6) from Drosophila Genomic Resource Center

None of the cell lines used were authenticated

Mycoplasma free cells used; mycoplasma contamination tested every six months

None used

Drosophila melanogaster male and female larvae and adults were used in this study. For genetic crosses, fresh female virgins (< 1
week old adults) were mated to males (1-2 weeks old adults), and their progeny were used for further analyses at the 3rd instar larval
stages. Transgenic lines were produced using w1118 strain by P-element mediated germline transformation as described in Du et al.,
Elife, 2018. Transgenic injections were performed by Rainbow Transgenic Flies, Inc. Transgenic strains generated in this study: UAS-
Bnl:GFP-deltaC, UAS-Bnl:GFP-deltaC-TM, UAS-Bnl:GFP-deltaC168, UAS-Bnl:GFP-deltaC168-TM, LexO-BtlDN:Cherry, UAS-Bnl:GFP-
omega-m. Other strains and sources: Bloomington Drosophila Stock Center: UAS-CD8:GFP (5137), UAS-nls:GFP (4776), UAS-




