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Figure 3B: An n value of 3 was used. This is standard in the field to use triplicates for quantitative binding measurements. The sample size was
sufficient comparing the binding affinity data.

Figure 4F. The n-value used is 46 and 96 independent cells for the SOX2 and SOX2x3Mut samples respectively. This was based on the number
of cells available, and was a large enough dataset to obtain statistically significant differences between the two samples.

Figure 5. The n-value used is 62 and 51 (salivary gland); 52 and 20 (salivary duct) independent cells for the HA-Dichaete and HA-
Dichaete-3xMut samples respectively. This was based on the number of cells available, and was a large enough dataset to obtain statistically
significant differences between the two samples.

Figure 6. An n value of 3 was used. This is standard in the field to use triplicates for quantitative binding measurements. The sample size was
sufficient for comparing the binding affinity data.

No data was excluded

All attempts at replication were successful and performed in triplicate.

The laboratory procedures performed in this study such as structural characterisation of protein complexes using X-ray crystallographic
approaches, and standard biochemical analysis do not require randomisation to be implemented in the data collection. Randomisation would
be a very costly, cumbersome, and unnecessary way to perform these experiments.

The laboratory procedures performed in this study such as structural characterisation of protein complexes using X-ray crystallographic
approaches, and standard biochemical analysis do not require blinding to be implemented in the data collection. Blinding would be a very
costly, cumbersome, and unnecessary way to perform these experiments.

>Rabbit Anti-FLAG antibody, Sigma Aldrich, Catalog Number F7425

>Rabbit HA Tag Polyclonal Antibody, Invitrogen, Catalog Number 71-5500

>Mouse Anti--Tubulin antibody, Sigma Aldrich, Catalog Number T8328

>Anti rabbit IgG HRP linked Antibody, Cell Signaling, Catalog Number 7074S

>Anti-Mouse IgG HRP conjugate Antibody, EMD Millipore, Catalog Number AP308P

>Rat anti-HA IgG1 monoclonal clone 3F10, Sigma Aldrich, Catalog Number: 11867423001

>AlexaFluor594 anti-rat, ThermoFisher, Catalog Number A-21209

>Anti-h/m/rSOX2: purified mouse monoclonal IgG2A, R&D System, Clone 245610, Catalog number MAB2018, Lot: KGQ0319101,

>Anti-SOX2 antibody, secondary rhodamine (TRITC)-conjugated goat anti-mouse IgG2a antibodies

>Goat anti-Mouse IgG2a Cross-Adsorbed Secondary Antibody, Alexa Fluor 594, ThermoFisher Scientific, Catalog Number A-21135.

>Rabbit ANTI-FLAG antibody, Sigma Aldrich, cat# F7425. Sigma Aldrich states that the rabbit Anti-FLAG polyclonal affinity antibody
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ANTI-FLAG recognizes the FLAG epitope located on FLAG fusion proteins and reacts with N-terminal, N-terminal-Met, and C-terminal
FLAG fusion proteins.

>Rabbit HA Tag Polyclonal Antibody, Invitrogen, cat# 71-5500. Invitrogen states that the rabbit anti-HA antibody was generated to
the HA tag and reactivity was confirmed to the HA tag. In addition, the data in Fig. 6a demonstrate that the anti-HA antibody does
not significantly react on western blot with proteins in our lysates when an HA-tagged protein is not expressed.

>Mouse Anti--Tubulin antibody, Sigma Aldrich, cat# T8328. Sigma Aldrich states mouse anti--tubulin antibody reacts specifically
with  tubulin, types I, II, III, and IV of bovine, rat, mouse and human.

>Rat anti-HA IgG1 monoclonal clone 3F10, Sigma Aldrich, Catalog Number: 11867423001. Recognises HA-peptide (YPYDVPDYA)
derived from human influenza hemagglutinin protein. Western blot available at supplier website: https://www.sigmaaldrich.com/
catalog/product/roche/roahaha?
lang=en&region=AU&gclid=CjwKCAjwkoz7BRBPEiwAeKw3qxG_qGKptSQ08591W98gl1ICbvS71LdFFmABfSekuvD3mgvCudC5sBoC5Gs
QAvD_BwE

>Anti-h/m/rSOX2: purified mouse monoclonal IgG2A, R&D System, Clone 245610, Catalog number MAB2018, Lot: KGQ0319101,
https://www.rndsystems.com/products/human-mouse-rat-sox2-antibody-245610_mab2018. Validation blots and references are
available from the website.

>Goat anti-Mouse IgG2a Cross-Adsorbed Secondary Antibody, Alexa Fluor 594, ThermoFisher Scientific

Catalog #A-21135. https://www.thermofisher.com/antibody/product/Goat-anti-Mouse-IgG2a-Cross-Adsorbed-Secondary-Antibody-
Polyclonal/A-21135. The antibody was validated for not showing any reactivity with Sox2-deleted mouse neural cells, in Cavallaro M
et al., Development 2008 (PMID: 18171687)

HEK293T cells (CRL-3216) were obtained from ATCC

We monitor cells to confirm that their morphology and growth properties are consistent with the originally purchased cells. If
changes are noted, the cells are discarded and we return to an early passage that has been cryopreserved.

HEK293T cells are mycoplasma free, and are frequently tested using the MycoAlert™ PLUS Mycoplasma Detection Kit (Lonza,
cat# LT07-703)

There were no commonly misidentified cell lines

Drosophila melanogaster, unsexed larvae, generated in this study using attP strain M{3xP3-RFP.attP}ZH-86Fb

Mice homozygous for a “floxed” Sox2 allele were crossed with mice compound heterozygotes for a geo gene knocked into the Sox2
gene (generating a null Sox2 mutation), and a nestin-cre transgene(which deletes the floxed Sox2 allele specifically in the nervous
system), to obtain mutant mice with homozygous Sox2 deletion in the brain (Favaro et al., 2009). Control Sox2-wild type mice are
generated in the same crosses when the nestin-cre gene is not inherired, and have a Sox2 floxed allele together with an intact Sox2
gene. Mice were sacrificed at postnatal day 0 (P0) to obtain forebrains for NSC cultures (sex was indifferent). The lines (Favaro et al.,
2009) are maintained by matings between cousins, and outbred every two-three generations with B6D2F1 mice, to maintain the
mutant alleles.

Mice were housed at a temperature of 19-23°C, with 40-60% humidity, and a 13 hours light/11 hours dark cycle.

The experiments were approved by the Italian Ministry of Health as conforming to the relevant regulatory standards.

No wild animals were used in this study

No field collected samples were used in this study

Use of genetically modified animals was approved by the institutional biosafety committee. Animal ethics approval was not required
for working with insects

Mice homozygous for a “floxed” Sox2 allele were crossed with mice compound heterozygotes for a geo gene knocked into the Sox2
gene (generating a null Sox2 mutation), and a nestin-cre transgene(which deletes the floxed Sox2 allele specifically in the nervous
system), to obtain mutant mice with homozygous Sox2 deletion in the brain (Favaro et al., 2009). Control Sox2-wild type mice are
generated in the same crosses when the nestin-cre gene is not inherired, and have a Sox2 floxed allele together with an intact Sox2
gene. Mice were sacrificed at postnatal day 0 (P0) to obtain forebrains for NSC cultures (sex was indifferent). The lines (Favaro et al.,
2009) are maintained by matings between cousins, and outbred every two-three generations with B6D2F1 mice, to maintain the
mutant alleles.

Mice were housed at a temperature of 19-23°C, with 40-60% humidity, and a 13 hours light/11 hours dark cycle.

The experiments were approved by the Italian Ministry of Health as conforming to the relevant regulatory standards.




