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UBE1, UBCH5c(S22R),
HA-Ubiquitin, 6xHis-DCNL1

His6-DCNL1-UbHA

1) Ni-NTA affinity chromatography

Elution: 400 mM imidazole

2) anti-HA immunoprecipitation

Elution: HA peptide
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Figure S1: In vitro monoubiquitylation and purification of DCNL1. (A) Flow chart
summerizing the sequential purification steps of in vitro monoubiquitylated DCNL1 as
described in Experimental procedures (left), and Coomassie stained SDS PAGE
showing reaction products of the monoubiquitylation reaction, fraction after imidazole
and HA-peptide elution (right). (B) Coomassie stained SDS-PAGE showing recombinant
purified DCNL1 variants. 
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N8–CUL5-RBX2

Lys-diGG position sites sites from this study sites by Kim W., et al. 2011 sites by Wu K., et al. 2011 
57 R.ESVK*GSLDR.K
63 R.K*KLEQLYNR.Y
64 R.KK*LEQLYNR.Y K.K*LEQLYNR.Y
143 .AQIPK*MEQELKEPGR K.AQIPK*MEQELK.E ✓
149 K.MEQELK*EPGR.F K.MEQELK*EPQR.F ✓
171 ✓
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Figure S2 Identification of ubiquitlated lysin residues on DCNL1 (A) Reconstitution
of DNCL1 monoubiquitylation with purified recombinant TRIAD1, neddylated CUL5–RBX2 
(N8-CUL5–RBX2), and UBCH7. Products of complete and drop-out (-) reactions were
separated on SDS-PAGE and detected by coomassie stain. Boxed band indicating mono-
ubiquitylated DCNL1 was excised and subjected to MS analysis. (B) Table and cartoon
summarizing identified Lys-diGG sites including published lysine sites. 
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