
Supplemental Materials and Methods 

Antibodies 

The following antibodies were used: For western blotting and immunoprecipitation: 

MDC1 (rabbit, Abcam), γH2AX (mouse, Millipore), H2AX (rabbit, Bethyl Lab), β-actin and 

MPM2 (mouse, Millipore); For Immunofluorescent staining: MDC1 (Mouse, Abcam), γH2AX 

(rabbit, Abcam). Alexa Fluor® Dyes 488 and 568 secondary antibodies (Life Technologies). 

For flow cytometry: MPM2 (mouse, Millipore) and Alexa Fluor® Dyes 488 secondary 

antibody (Life Technologies). 

 

FACS analysis 

Cells were fixed in 70% ethanol/PBS at -20 °C overnight. Antibody incubation was 1 h at 

RT before Propidium iodide counter staining. Cell cycle profile data were acquired with a FACS 

Calibur (Becton Dickinson) and analyzed with FlowJo (Tree Star, Inc.). 

 

Detailed immunoprecipitation procedures 

For co-mmunoprecipitation of γH2AX and MDC1, HT29 cells were grown for 24h 

before nocodazole treatment for 16 h. HT 29 Cells were exposed to 10 Gy γ-radiation and 

allowed to recover for 30min. Mitotic cells were collected by mechanical mitotic shake-off, 

whereas attached cells and asynchronous cells were scraped off plates. Pre-IP lysates were 

prepared with Nuclear Complex Co-IP Kit (Active Motif). The only modification is to incubate 

cytoplasmic fraction with the supplied nuclease cocktail, supplemented with 1mM CaCl2. 

Nuclear fraction and cytoplasmic fraction of each sample were combined before IP. For 



denaturing MDC1 immunoprecipitation, HCT116 cells were seeded 24 hr before 16hr 

nocodazole treatment. Whole cell extracts were prepared by boiling for 5min in denaturing lysis 

buffer (250mM NaCl, 50mM Tris, 5mM EDTA, 1% NP-40 and 1X protease inhibitor cocktail 

in dH2O, supplemented with 0.5% SDS, 5mM β-mercaptoethanol) were denatured by boiling in 

denaturing buffer. After boiling, cell lysates were diluted five times with lysis buffer (without 

SDS and β-mercaptoethanol) in order to quench excess SDS with NP-40. Then lysates were 

centrifuged at 14,000 g to pellet the mixed micelles. The supernatants then proceeded to 

immunoprecipitation. All immunocomplexes were pulled down by protein G magnetic beads 

(Cell Signaling). 

 

Western blotting 

Whole cell extracts were prepared by lysing cells with 2X Laemmli buffer. Proteins 

were separated on 4-15% SDS PAGE gel (Biorad) or 3-8% Tris-Acetate gel (Life Technologies) 

and transferred to nitrocellulose membrane by semi-dry transfer method. 


