
Supplementary Information: 

Plasmids 

A pcDNA3.1-p300 plasmid was a gift from Warner Greene (Addgene plasmid # 23252). A 

CREBBP plasmid (NM_004380) and the corresponding EV Control plasmid was ordered from 

Origene (Rockland, MD).  siRNAs against CREBBP (SR423497) were ordered from Origene. An 

incucyte GFP containing plasmid was ordered from Sartorius (Gottingen, Niedersachsen, 

Germany). 

Immunoblotting 

Immunoblots probing for histone markers were imaged using a Li-Cor Odyssey CLx Imaging 

System (Li-Cor).  For histone markers, nuclear extracts were acquired using an Active Motif 

Nuclear protein extraction kit. An anti-HDAC8 (Ab187139) and anti-histone 4(Ab7311) antibody 

was ordered from Abcam.  Beta-tubulin (86298s), Histone-H3 (4499s) and a histone-H4 (2935c) 

antibody were ordered from Cell Signaling Technology. H3K9ac antibody (61251) was ordered 

from Active Motif. A H4K16ac antibody (MA5-27794) was ordered from Invitrogen while a 

H4K20ac antibody (13-0039) was ordered from EpiCypher. 

Proliferation assays 

For mTT assays, 10,000 EV and HDAC8 expressing cells were treated with indicated 

concentrations of vemurafenib (BRAFi) for 72 hours. After 72 hours, cells were incubated with 0.5 

mg/ml mTT dye and subsequently solubilized with Sorensen’s buffer/DMSO. Plates were read at 

an absorbance of 560 nm.  

For cell proliferation assays 100,000 EV and HDAC8 expressing cells were plated and allowed to 

proliferate for 24, 48, 72, and 96 hours.  Live cells were counted using a Countess automatic cell 

counter at indicated time points. 



Patient database analysis 

Patient samples containing RNA expression data in the TCGA PanCancer Atlas melanoma 

dataset were interrogated for gene expression of HDAC8, EP300 and CREBBP.  For the 

HDAC8/EP300 and HDAC8/CREBBP survival analyses, a z-score of +1 was used for HDAC8 in 

addition to a z-score of -1 used for EP300 or CREBBP compared to all samples. 

 

Oxygen Consumption assays 

SKMEL-28 (1.5x104 cells/well) and WM164 (1.0x104 cells/well) were plated overnight in the 

Seahorse 96-well cell culture plate. Oxygen consumption rate (OCR) was measured using the XF 

Cell Mito Stress Test Kit on the Seahorse XFe96 instrument (Agilent, Santa Clara, CA) following 

manufacturer’s protocol. Data represents the mean of two independent experiments, obtained 

from 6 technical replicates within each experiment. Student’s t-test was performed on each of the 

3 readings after FCCP injection. 

 

In vivo assays 

For tail vein injection assays, 1 million GFP expressing WM164_HDAC8 and WM164_EV cells 

were introduced into NOD.CB17-Prkdcscid/J mice by tail vein injection. Tumors were allowed to 

invade for 10 hours or 24 hours. Lungs were subsequently extracted and fixed for 24 hours. Whole 

lungs were imaged by confocal microscopy for presence of GFP. For IHCs, an anti-CD31 antibody 

(ab281583) was used from Abcam.  
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