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SUPPLEMENTAL FIGURES AND TABLES 
 

Template(s) Primer Name Primer Sequence (5’-...) 

PcTF_V0120 1. PcTF.pET28.For.2 atgtcaGGATCCATGGAGCTTTCAGCGGTG 

PcTF_V0120 2. PcTF.pET28.Rev GCGCTTTTTCTTGGGCTCGAGCAACATGTCCAAGTCG 

PcTF_pET28 3. mcVP64.For aatgcctGGATCCATGGTGAGCAAGGGCGAGGA 

PcTF_pET28 4. mcVP64.Rev ATCTCAGTGGTGGTGGTGG 

Pc2TF_V0120 5. DD.pET28.For cataacaGGATCCGCGGCCGCATCTAGAATG 

Pc2TF_V0120 6. DD.pET28.Rev acttgggCTCGAGGCGGCCGCTACTAGT 

pET28 7. T7.For TAATACGACTCACTATAGGGGAATTG 

pET28 8. T7.Rev GCTAGTTATTGCTCAGCGG 

PcTF_V0120, 

Pc2TF_V0120 

9. Biobrick For TCACTGACTGACTGACTGCGTCTCAA 

PcTF_V0120, 

Pc2TF_V0120 

10. Biobrick Rev TTCCAGTCAGTCAGTCAGTCGTCTCTTG 

Table S1. Primers 1-6 were used for addition of restriction sites to pre-assembled constructs via Phusion 

PCR to build the bacterial/TXTL expression plasmids. Primers 7 and 8 were used for verification by Sanger 

sequencing. Primers 9 and 10 were used to amplify inserts for the MV10 vector. Non-binding overhangs are 

shown in lowercase. Restriction site nucleotides are underlined. 

 

 



 

Figure S1. Dot plots show representative results from spot assay replicates where proteins were bound to 

10, 20, or 20 uM of tethered H3K27me3 (n = 2, bars = SDM). Kd values were determined by lines of best fit. 

The table shows calculated Kd values, error (SDM) and R2 value for all experimental replicates (n/s = no 

signal, --- = no additional replicate). 

 

  



 

Plasmid (MV10) Cells Total Live Cells Total RFP-pos Cells RFP frequency 

PcΔTF No dox 10233 5034 0.49 

PcΔTF +dox 48 hrs. 10240 5874 0.57 

PcΔTF +dox 96 hrs. 10249 2696 0.26 

PcTF No dox 10451 1620 0.16 

PcTF +dox 48 hrs. 10609 2305 0.22 

PcTF +dox 96 hrs. 10471 2096 0.20 

Pc2TF No dox 10685 8575 0.80 

Pc2TF +dox 48 hrs. 10725 7815 0.73 

Pc2TF +dox 96 hrs. 10765 7483 0.70 

Table S2. Flow cytometry data for HEK293 Gal4-EED/luc cells transfected with ΔTF, PcTF, or 

Pc2TF-expressing plasmid DNA (Fig. 5). Live Cells for all samples were manually gated based on the highest 

density of events in a forward and side scatter plot for a no dox, no plasmid control sample. Mean RFP 

Signal was calculated for Live Cells. RFP-positive Cells were gated to exclude background from the no 

plasmid control. RFP frequency was calculated as Total Live Cells / Total RFP-positive cells. 

 

SUPPLEMENTAL MATERIALS AND METHODS 
 

Purification of recombinant protein from E. coli 

Cells were pelleted by centrifugation at 8,000 RPM for 10 minutes, resuspended in 30 mL of 

purification buffer (10% glycerol, 250 mM NaCl, 50 mM Na2PO4, pH 8.0), and frozen at -80℃ 

overnight. Disruption of thawed cells (on ice) was performed by sonication with a QSONICA 

instrument (model Q500) at 50% power: (1 second on, 2 seconds off) x 6000 cycles. After addition 

of imidazole (10 mM final concentration), insoluble material was pelleted at 16,000 RPM for 30 

minutes at 4℃ in a Beckman Coulter Avante J-E Rotor JA-17. Purification columns were prepared 

by washing 2.5 mL of Ni-NTA Agarose (Qiagen #30210) with 10 mL of ddH20 on a 50 mL polyprep 

column, then equilibrated with 15 mL purification buffer plus 10 mM imidazole. Soluble fractions of 

cell lysates were loaded onto a plugged column, vortexed briefly to homogenize resin and 

supernatant, and incubated with rotation at 4C for two hours. The cap and bottom plug were 

removed to empty the unbound fraction, and flow-through was applied back to the column once. 

Protein-bound resin was washed with 10 mL binding buffer plus 10 mM imidazole, followed by 5 



mL binding buffer plus 20 mM imidazole and 5 mL binding buffer plus 50 mM imidazole. Resin was 

incubated with 1 mL of binding buffer plus 250 mM imidazole for 10 minutes in a plugged column 

before elution. Elution was repeated with binding buffer plus 500 mM, and then binding buffer plus 

1 M imidazole. Proteins were concentrated and buffered exchanged into PBS using  [column] 

repeated washes of PBS followed by centrifugation at 4000 RPM for 10 minutes, and stored at 4℃ 

in a final volume of about 1 mL. Concentration of protein was determined using a denaturing 

polyacrylamide gel with BSA standards.  

 

 

 

 


