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BRD4(1)  inhibitors without a linker: 
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11. HPLC traces of compounds 6, 7, 13, 16 and 17 
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12.  Protein purification, crystallization and structural determination  

CBP bromodomain was expressed and purified by following the protocol described previously.27  

Protein was concentrated to 20 mg/ml in the buffer of 20 mM HEPES, pH 7.4, 500 mM NaCl, 5% 

glycerol and 0.5 mM TCEP for crystallization. The co-crystal of 16 bound to CBP bromodomain was 

grown by sitting-drop vapor diffusion at 277 K in 0.1 M Morpheus® Buffer System 3, pH 8.5, 37.50% 

v/v MPD_P1K_P3350 and 0.09 M NPS at a1:1 (v/v) ratio of protein/ligand to reservoir buffer. Crystals 

were cryoprotected by crystallization buffer supplemented with 20% ethylene glycol prior to freezing 

in liquid nitrogen. Diffraction data were collected at the X06SA beamline at the Swiss Light Source, 

Paul Scherrer Institut, Villigen, Switzerland. Data was integrated with XDS49 and scaled with 

AIMLESS.50 Structure was solved by molecular replacement with Phaser51 using PDB 3DWY as a 

search model. Model building and refinement was performed with Coot52 and Phenix,53 respectively. 

Programs used for crystallographic data processing and analysis were supported by the SBGrid 

Consortium54. The statistics of data process and refinement are summarized in Table S3.  

Table S4. X-ray data collection and refinement statistics for co-crystal structure of the CBP 

bromodomain with compound 16. 

Data Collection 

PDB ID 5NLK 

Space group P212121 

Cell dimensions  

  a, b, c (Å) 37.38, 40.81, 87.38 
  α, β, γ (°) 90.00, 90.00, 90.00 
Resolution (Å) 40.81 - 1.80 
Unique observationsa 12880(745) 
Completenessa  99.3(99.8) 
Redundancya  12.6(13.5) 
Rmergea  0.164(0.689) 
I/σIa  9.9(2.6) 
CC 1/2

a 0.99(0.94) 

Refinement 

Rwork/Rfreea  
0.176(0.227) 

/0.216(0.333) 

R.m.s. deviations of 

bond lengths (Å) 
0.005 

R.m.s. deviations of 

bond angles (°) 
0.989 

Average B-factor (Å2)  

  Protein 35.23 
  Ligand 32.10 
  Wwater 42.50 

Ramachandran  

  Favored (%) 99.12 
  Allowed (%) 0.88 
  Disallowed (%) 0 
a Highest resolution shell is shown in parentheses.  
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Figure S10. 2mFo – DFc electron density maps of ligand 16, structural water molecules and key 

residues of the CBP bromodomain;  PDB code : 5NLK 
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