

Supplemental data 3 (for Figure 1G). Transactivation assay in cotton protoplasts.

Protoplasts have been isolated from cotyledons of 7-day-old green seedlings of G. hirsutum 315-11, grown in vitro, cut into 0.5 mm strips and immersed into the enzyme solution for 14-16 hours under vacuum in dark. The enzyme solution is adapted from He et al. (2007) with 2% sucrose and with 35% less mannitol/KCl/MES/CellulaseR10/MacerozymeR10.
The effector-reporter assays presented here used a modified version of the pART7 vector (Gleave, 1997). The restriction enzyme sites BglII and SalI have been introduced in 5’ of the 35S promoter to allow for the promoter cloning, leading to the vector pART7-FB. The luciferase gene from the pDO432 (Ow et al., 1986) vector has been inserted into the multiple cloning site of the pART7-FB using the BamHI site, producing the vector pART7-FB-LUC. The promoter of MYB25 (BAC125K22, Machado et al., 2009) has been cloned into pART7-FB-LUC by replacing the 35S promoter; briefly the following primers (5’-3’) GTTTAGATCTGTGGTTTTATGAGGAGTTAATATTGAG (BglII site, forward primer) and ACCTCTCGAGATATATATGTGTGTGTATGTATGTATCTTTC (XhoI site, reverse primer) were used to PCR amplify the ProMYB25 using the HotStart polymerase (Qiagen), then gel extracted and ligated to pART7-FB-LUC, and sequenced. The effectors GhMYB25-Like and HD-1 coding sequences were respectively PCR amplified from G. hirsutum cDNA (Walford et al., 2011, 2012) with the following primers TTCACTCGAGATGCAGCAGTCTCCATGTA (XhoI, forward primer) and ACAAGGATCCTCAAAAGACAGAAGAACCAGA (BamHI, reverse primer), and TCGACTCGAGATGTTTAGCCCCAACTTATTTGAGAGT (XhoI site, forward primer) and TCGAGAATTCTCAAGCATTATTGCACATTACGGCA (EcoRI, reverse primer), then gel extracted and ligated to pART7-FB (see sequences below).
To normalise the luciferase assay we used the pART7-FB carrying the beta galactosidase gene as a calibrator. The beta galactosidase has been introduced into pART7-FB using the primers TCGAAAGCTTATGTCGTTTACTTTGACCAACAAG (HindIII, forward) and TCGATCTAGATTTTTGACACCAGACCAACTGG (XbaI, reverse) through the steps of PCR amplification based on the pEF-ENTR-Lac (provided by Adgene Cat#17430, Campeau et al., 2009), digestion, purification, ligation and sequencing. 
The transfection of protoplasts was performed using high quality plasmid DNA isolated form bacteria with the JETstar 2.0 Plasmid Maxiprep kit (Astral, Cat#220020). Twenty μg of effector(s) and reporter plasmid DNA, and 30μg of calibrator were transfected together according to He et al. (2007). After transfection the protoplasts were incubated 48 hours at room temperature under low light intensity then collected as described in He et al. (2007) and immediately frozen in liquid nitrogen. After lysis of the protoplasts the extract has been immediately used for Luciferase emission, measured by mixing 100μL of extract to 100μL Britelite plus (Perkin Elmer, Cat#6016761) and analysed in a plate reader Wallac 1420 (Perkin Elmer). Beta galactosidase assay was also carried out in a in a plate reader. The level of reporter activation by the effector(s) was calculating as follow: LUCIFERASE activity (CPS, counts per second) / β GALACTOSIDASE activity (OD414nm). 
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Sequences used in this study (5’to3’):
>GhMyb25Promoter

GTGGTTTTATGAGGAGTTAATATTGAGCTTGTAGCTGCTGATCAACTCTATTTAATGGTAGTGATTCCAATCCAAAATCCGCCTCAATTTTGGATGGATTGTCGGGCACTTGATTTCAAAGGGGTAGAAAAGCTAATTCATAATTTCTTCATTTTTCTCCTAATAAATATTTCCAAAATCTAAAGCCAAGGTACCTCTCTCCGGGATATTAGATTATGTTAAGCATGGGGTGAGTATAGGCTTAGATGATTATTATGGAAGACATAAATATCACAAATGCTTCAACCTAACAGCAAAGCTAGGAATTAAATCACCTTTTTTTTTTCTTACCACGTTTTTCAGAAATTGGGGGTAATTTCCACAATTTCTGCAAACTTAATCATTTATTACAAGTAGCTCCACCATTTTATTTCATCTTAAATGAAGAATTCATAAAAAAATCTTTGCTTCATCAAATTTCTCAACAGCTTATAGATTAACATTGCTATCATTATTAATAAAATCTCATTAATGTAATTAATTAATCTGATTTAATGATTAATTACTTGAAAACTTTCAAGGAAAAAAAACATTTAAGTGCCATTAAAATGTATGATTAATGAAACGAAGAAACAAAGATTTTATTAATACACCATTTCTTTGTTATATATGTATACATACCTTGAATTAATTCGTAGCATTTTTTACTTAATTATTAATTCTTTCTTTTTAAAATCAAATGTTTGGTCGAATTGTTGTTGTTTTGAAACCATGCTTTTAATTAATCACTTAATAATTACATTTTAAAGCAAATGTATATCCAATTTACACATACAACCATCCTCTCCTTTCTTTTTTTTATTTTTTGGGAAATGAAAAACCACCGACTTTCTCCCAAAGTCTTAGGAACAAAAAAAAAAAATCTTTTTATATTAAATGCCACCTATTAAAACATGGTCATGATATCAAATTAAAATTTTCAACCTATATCAAATACACCCTAAATCTCAAATTAATTTTTATATGCTTACAATCATATATCATGATGGTTGTGATTCTTTTTCTTTAAAACAACCTTATTATATTAATTGGTATTTGAGTTTAATATTTTTTTTTAATGTGGTACTTATATTTTGTAAAAATTATACATTTTGGTACCCAAAGATTATAATGTTGACTTGTTACTTTTTATTGTGTAATTCGAGTTTTAAAGTTGATTTGATTAAAAGTAATTGCTAATAATATTAGGTTTGAATTCTCATTATTTTTTTAATAGAGTAAATTTAGTGTTAATTGTGAATTCATTTAATTAATTAAATTGATGACCGTGAATTTTATCAATTTTTAGGTTTGATTTTAATAATAGATTAAGGGTATTGATGGTATCATGTATGCAAAAATGAGTTAGAAAAAAATTGTGAATCTGATCAAGTAATAAATATATATAAAGAAAATTAAATGACATTGGTTGTCCATAATAAATTGATTAACTATATCTAGATGTAATAATAAAGGAGGGTATAATGGTCATATATCATTATCTATGTTTACAACACAATTGCCTTTATATTATATCGCACTCATATCCCTACTCCCAATCACCTCTCCCCTCATTTTCATCGCTTTCAACTTTATATATATGTTCATTGTGTTGATCCAAAAAGCCAAAGGGAGTTCACAGAAATTGTTATACAGTTCTAGCTAAGGTTCATTTGAAAGATACATACATACACACACATATATAT

>GhHD-1 coding region
atgtttagccccaacttatttgagagtccccatatgttcgacatgtctcataagacctcggaaagtgaactaatggggaaggtcagggatgatgattatgagatcaaatcagtcactgaaactatggatgctccctctggagatgatcaagatcctgaccaacgccctaaaatgaagtgttatcatcgtcatacccagcgtcaaatccaggagatggaagcattctttaaggagtgccctcaccctgatgataagcaaaggaaggagcttggccgtgagctagggttagaacctcttcaagtcaagttttggttccaaaacaagcgcacccaaatgaaggcccaacatgaacgccatgaaaatgctatactgaaggctgagaatgaaaaactccgagccgagaataataggtacaaggaagctctcagcaatgctacatgccccagctgtggaggcccagctgcccttggagagatgtcatttgatgagcaacttttgagaatagaaaatgctcggttaagggaagagattgataggatatctggaatagctgctaaatatgttggcaagcctttatcttctttgcctcacctttcatctcatttacattcgcgctctgttgatcttggagctagcaatttcgggacacaatcaggatttgtaggggaaatggatcgcagtggtgatcttctgaggtctgtctctggacctacagaagcggataagcccatgattgttgagcttgctgttgctgcaatggaggaactaatacgaatggcccaatctggggaacctttgtgggttcctggggacaattctatagatgtgttgagcgaagatgaatacttaagaactttccctaggggaattggaccaaagcctttggggttgaggtctgaagcttcaagagaatctgcagttgtcatcatgaatcatgtcaacttagttgagattctcatggatgtgaatcaatggtcaagtgtgttttgcggtattgtttcaagggctatgactttagaagtcctatcaactggagttgcaggaaactacaatggagccttgcaagtgatgacggctgagttccaagtcccttcaccacttgtaccaactcgggaaaattatttcgtgaggtactgtaagcagcatattgatggaacttgggcagtggttgatgtttccttggataatttacgccctaacccaatgtccaagtgtagaagaaggccctcaggttgcttgatccaagaattgccaaatggatactctaaggttatatgggtcgagcatgtagaagtggatgatagagctatccacaacatatacagaccagtagttaattccggtctagcttttggagcaaaacgttgggtggctacgttagatcgacagtgtgagcgtctagcaagttcaatggccagtaacattccggcaggggatctatgcgttataacaagcctagaagggaggaaaagtatgttgaagttggcagagaggatggtgactagcttttgtacaggtgttggtgcttctacggcccatgcttggacaagtttatcggcaacaggctccgatgatgtgcgggttatgacccgaaagagcatggatgatccaggaaggcctcctggtattgtacttagtgctgcaacttccttctggatcccagttccaccaaagagggtatttgatttcctaagggatgagaactctagaagtgagtgggatatcctatcaaatggtggcctagttcaagaaatggctcacatagctaatggtcgtgatccaggcaattgtgtctctttactgcgcgtaaatagtgcaaactctagccaaagcaacatgttgatacttcaagagagctgcactgatgctacagggtcctatgtgatatatgccccggtcgatattgttgcaatgaacgtcgtcttaagtgggggggacccggattatctcgcactattgccatccggtttcgcaattctacccgatggtccaggagttaatggaggagggattctcgaaataggctcgggtggctctctccttaccgttgctttccagattttggttgattcagttccaacagcaaagctttcccttggatcagtgacgactgtcaatagtctaattaaatgcacagttgaaaggatcaaggctgccgtaatgtgcaataatgcttga
>GhMYB25-Like coding region
ATGCAGCAGTCTCCATGTAGCGACAAGGTGGGGTTGAAGAAAGGGCCATGGACTCCAGAAGAAGACCAAAAACTCTTGTCTTATATTCAAGAACACGGCGGTGGAAGCTGGCGAGGCTTGCCCGCAAAAGCTGGACTTCAAAGATGTGGCAAGAGTTGTAGACTTAGGTGGATTAACTACTTAAGACCAGATATCAAAAGAGGAAAGTTCAGTTCGCAGGAAGAACGAACCATCATTCAACTCCACGCCCTTCTTGGAAACAGGTGGTCGGCTATTGCGGCTCATTTGCCAAAAAGAACAGACAATGAGATCAAGAACTACTGGAATACACAGTTGAAGAAAAGGTTGACGACGATAGGGATCGACCCTGCAACTCACAGGCCTAAAACCGATACCCTCGGTTCAACTCCCAAGGATGCCGCTAACCTTAGCCACATGGCTCAATGGGAGAGTGCTCGGTTAGAAGCTGAAGCTAGATTGGTGAGAGAGTCGAAACGAGTTTCAAACCCTTCGCAAAACCAATTTAGGTTCACGTCTTCATCGGCTCCTCCACTGGTAAGCAAAATTGATGTTGGTTTGGCTCATGCTACTAAACCGCAATGCCTCGATGTACTCAAAGCTTGGCAACGTGTAGTCACTGGATTGTTCACTTTCAACACTGACAACCTCCAATCTCCAACATCGACGTCGAGCTTCACGGAAAACACGTTACCAATCTCATCTGTCGGGTTCATTGACAGCTTTGTGGGGAACTCAAATAACAGCTGTTGCGGAAATAATTGGGAATGTGTGGAGAAATCGAGCCAAGTTGCTGAATTACAGGAAAGATTGGATAACTCAATGGGGTTGCATGACATATTGGATCTCTCCTCAGAAGATGTATGGTTTCAAGGCTCATACAGGGCGGAAAATATGATGGAAGGGTATTCGGACACGTTAATGGTTTGTGATTCTGGGGATCATCCGAAGAGTTTGTCAATGGAGCCTAGACAAAACTTTAATGTTGGAACAAGTAATGCTAGTAGTTTCGAAGAAAACAAGAATTACTGGAACAACATCCTTAATTTTGCGAATGCTTCCCCTTCTGGTTCTTCTGTCTTTTGA
