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Table S1. Information on the E2 sequences used for the multiple sequence 
alignment in Figure S1 and the phylogenetic analysis reported in Fig1. 
 
 
Label Family Organism Protein Names Uniprot 

ID 
Sc_Ubc1_1 1 S.cerevisiae Ubc1 P21734 
Sp_Ubc1_1 1 S.pombe Ubc1 O74810 

Hs_UBE2K_1 1 H.sapiens UBE2K/E2_25k/HIP2 P61086 
Os_Ubc1_1 1 O.sativa Ubc1 Q8S1Y5 
Ce_Ubc20_1 1 C.elegans Ubc20 Q9TZ69 

     
Ce_Ubc1_2 2 C.elegans Ubc1 P52478 

Hs_UBE2A_2 2 H.sapiens UBE2A/hHR6A P49459 
Dm_UbcD6_2 2 D.melanogaster UbcD6 P25153 

At_Ubc1_2 2 A.tahaliana Ubc1 P25865 
At_Ubc3_2 2 A.tahaliana Ubc3 P42746 
Sc_Ubc2_2 2 S.cerevisiae Ubc2/Rad6 P06104 
Nh_Rad6_2 2 N.haematococca Rad6 P78717 

Sp_Ubc2 2 S.pombe Ubc2 P23566 
     

Sc_Ubc3_3 3 S.cerevisiae Ubc3/Cdc34 P14582 
Hs_Ube2R1_3 3 H.sapiens Ube2R1/Cdc34 P49427 

Ce_Ubc3_3 3 C.elegans Ubc3 Q95XN7 
Sc_Ubc7_3 3 S.cerevisiae Ubc7 Q02159 

Mm_Ube2G2_3 3 M.musculus Ube2G2 P60605 
Ce_Ubc7_3 3 C.elegans Ubc7 P34477 

Hs_Ube2G1_3 3 H.sapiens Ube2G1 P62253 
Ta_Ubc7_3 3 T.aestivum Ubc7 P25868 

Sp_Ubc15_3 3 S.pombe Ubc15 Q9Y818 
Asfv_ubcB_3 3 African swine 

fever virus 
ubcB P25869 

Ec_Ubc3_3 3 E.cuniculi Ubc3 Q8SS54 
     

Hs_UBE2E1_4 4 H.sapiens UBE2E1/UbcH6 P51965 
Sc_Ubc4_4 4 S.cerevisiae Ubc4 P15731 
Ce_Ubc2_4 4 C.elegans Ubc2/Let70 P35129 
Xl_Ubc4_4 4 X.leavis Ubc4 P62840 

Hs_Ubc2D2_4 4 H.sapieins Ubc2D2/UbcH5B P62837 
Mm_MGC58426_4 4 M.musculus MGC58426 A2AFH2 

Dm_CG5440_4 4 D.melanogaster CG5440 Q9VQ00 
Dm_CG10862_4 4 D.melanogaster CG10862 Q9I7T6 
Dm_CG2574_4 4 D.melanogaster CG2574 Q9VYN3 

     
Hs_UBE2J2_5 5 H.sapiens NCUBE2 Q8N2K1 

Sc_Ubc6_5 5 S.cerevisiae Ubc6 P33296 
Ce_Ubc15_5 5 C.elegans Ubc15/ISO A Q18931 
Pm_Sb55_5 5 P.mariana Sb55 Q65079 



At_Ubc32_5 5 A.tahaliana Ubc32 Q9LSP7 
Hs_UBE2J1_5 5 H.sapiens NCUBE1 Q9Y385 

     
Hs_UBE2H_6 6 H.sapiens UBE2H P62256 

Ce_Ubc8_6 6 C.elegans Ubc8 Q9N2W9 
At_Ubc6_6 6 A.tahaliana Ubc6 P42750 
Sc_Ubc8_6 6 S.cerevisiae Ubc8/UbcH2 P28263 
Sp_Ubc8_6 6 S.pombe Ubc8 O74810 

Dm_CG14739_6 6 D.melanogaster CG14739 Q9VGD6 
     

Sc_Ubc9_7 7 S.cerevisiae Ubc8 P50623 
Mm_Ube2I 7 M.musculus Ube2I P63280 
Hs_Ube2I 7 H.sapiens Ube2I P63279 

Sp_Ubc9_7 7 S.pombe Ubc9 P40984 
At_AHUS5_7 7 A.tahaliana AHUS5 Q42551 

     
Hs_Ube2F_8 8 H.sapiens Ube2F Q969M7 
Ce_Ubc12_8 8 C.elegans Ubc12 Q9XVK5 
Hs_Ube2M_8 8 H.sapiens Ube2M P61081 
Sp_Ubc12_8 8 S.pombe Ubc12 O74549 
At_RCE2_8 8 A.tahaliana RCE2 Q9ZU75 
Nc_Ubc_8 8 N.crassa Ubc-like Q8X018 

Sc_Ubc12_8 8 S.cerevisiae Ubc12 P52491 
     

Hs_UBE2T_9 9 H.sapiens UBE2T Q9NPD8 
Sc_Ubc13_9 9 S.cerevisiae Ubc13 P52490 

Hs_UBE2N_9 9 H.sapiens UBE2N P61088 
Lm_Ubc_9 9 L.major Ubc9 Q9NED4 

     
Hs_UBE2S_11 11 H.sapiens UBE2S Q6NXQ4 
At_UBC22_11 11 A.tahaliana UBC22 Q9FF66 
Sc_Ubc10_11 11 S.cerevisiae Ubc10 P29340 
Sp_UBC16_11 11 S.pombe UBC16 Q9P6I1 

     
Sc_Ubc11_12 12 S.cerevisiae Ubc11 P52492 
Ss_E2C_12 12 S.solidissima(clam) E2C Q95044 

Hs_UBE2C_12 12 H.sapiens UBE2C O00762 
Dm_VIHAR_12 12 D.melanogaster VIHAR Q9VTY6 

At_Ubc19_12 12 A.tahaliana Ubc19 Q9LJZ5 
     

Hs_UBE2W_13 13 H.sapiens UBE2W Q96BO2 
Ce_Ubc16_13 13 C.elegans Ubc16 Q9XWF6 
At_UBC15_13 13 A.tahaliana UBC15 P42743 

     
Hs_BIRC6_14 14 H.sapiens BIRC6 Q9NR09 
Ce_Ubc17_14 14 C.elegans Ubc17 Q11079 
At_Ubc23_14 14 A.tahaliana Ubc23 Q9ZVX1 

Hs_UBE2O_14 14 H.sapiens UBE2O Q9C0C9 



Dm_CG10254_14 14 D.melanogaster CG10254 Q9XZ32 
Hs_UBE2Z_14 14 H.sapiens UBE2Z A6NC60 

     
Hs_UBE2L6_15 15 H.sapiens UBE2L6 O14933 
Hs_UBE2L3_15 15 H.sapiens UBE2L3/UbcH7 P68036 
Ce_Ubc18_15 15 C.elegans Ubc18 Q21633 

Dm_CG17030_15 15 D.melanogaster CG17030 Q9VZ73 
Ce_Ubc24_15 15 C.elegans Ubc24 Q20617 

Dm_UbcD84_15 15 D.melanogaster UbcD84 P52486 
 



 

Table S2. Summary of our MD simulations of E2 variant and their complexes. 

E2 variant Organism/Sourc
e 

Catalytic site 
residues 

Number and 
duration of 

replicas 

Starting structure 

hHR6A Human Cys88 
 

CES/D site: 
Ser120 

4 replicates x 
160 ns each 

(total duration 
0.64  µs) 

 wild type hHR6A homology 
model using hHR6B NMR 
structure (pdb entry 1JAS1) 
as template (sequence 
identity 96%) 

hHR6A-pS120 Human Cys88 
 

CES/D site: 
pSer120 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

 phospho-Ser120 hHR6A 
homology model using 

hHR6B NMR structure (pdb 
entry 1JAS1) as template 

hHR6A-S120D Human Cys88 
 

CES/D site: 
Asp120 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

S120D hHR6A homology 
model using hHR6B NMR 
structure (pdb entry 1JAS1) 

as template 
hHR6A-S120A Human Cys88 

 
CES/D site: 

Ala120 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

S120A hHR6A homology 
model using hHR6B NMR 
structure (pdb entry 1JAS1) 

as template 
hHR6A-S120T Human Cys88 

 
CES/D site: 

Thr120 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

S120T hHR6A homology 
model using hHR6B NMR 
structure (pdb entry 1JAS1) 

as template 
hHR6A-S120E Human Cys88 

 
CES/D site: 

Glu120 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

S120E hHR6A homology 
model using hHR6B NMR 
structure (pdb entry 1JAS1) 

as template 
Rad6 S.cerevisiae Cys87 

 
CES/D site: 

Ser119 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

X-ray structure of wild-type 
Rad6 (pdb entry 1AYZ2) 

Rad6-pS120 S.cerevisiae Cys87 
 

CES/D site: 
pSer119 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

In-silico mutation starting 
from the X-ray structure of 
wild-type Rad6 (pdb entry 

1AYZ2) 
Rad6-S120D S.cerevisiae Cys87 

 
CES/D site: 

Asp119 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

In-silico mutation starting 
from the X-ray structure of 
wild-type Rad6 (pdb entry 

1AYZ2) 
Rad6-S120A S.cerevisiae Cys87 

 
CES/D site: 

Ala119 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

In-silico mutation starting 
from  the X-ray structure of 
wild-type Rad6 (pdb entry 

1AYZ2) 
hHR6B Human Cys87 

 
CES/D site: 

Ser119 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

NMR structure of wild-type 
hHR6B (pdb entry 1JAS1) 

Ubc1 S.cerevisiae Cys88 
 

CES/D site: 

4 replicates x 
160 ns each 

(total duration 

X-ray structure of wild-type 
Ubc1 (pdb entry 1FZY3) 



Ser120 0.64 µs) 
Ube2I  Human Cys93 

 
CES/D site: 

Asp127 

4 replicates x 
160 ns each 

(total duration 
0.64 µs) 

X-ray structure of wild-type 
Ube2I (pdb entry 1A3S4) 

     
Ube2I-SUB Human Cys93 

 
CES/D site: 

Asp127 

2 replicates x 
80 ns each 

(total duration 
0.16 µs) 

X-ray structure of wild-type 
Ube2I  in complex with 

RanGAP (PDB entry 
2GRN5) 

Ube2ID127S-SUB Human Cys93 
 

CES/D site: 
Ser127 

2 replicates x 
80 ns each 

(total duration 
0.16 µs) 

X-ray structure of D127S 
Ube2I variant in complex 
with RanGAP (PDB entry 

2GRR5) 
Ube2IpS127-SUB Human Cys93 

 
CES/D site: 

pSer127 

2 replicates x 
80 ns each 

(total duration 
0.16 µs) 

In-silico mutation starting 
from the X-ray structure of 
D127S Ube2I variant in 
complex with RanGAP (PDB 
entry 2GRR5) 

Ube2ID127A-SUB Human Cys93 
 

CES/D site: 
Ala127 

2 replicates x 
80 ns each 

(total duration 
0.16 µs) 

X-ray structure of D127A 
Ube2I variant in complex 
with RanGAP (PDB entry 

2GRQ5) 
Ube2ID127T-SUB Human Cys93 

 
CES/D site: 

Thr127 

2 replicates x 
80 ns each 

(total duration 
0.16 µs) 

In-silico mutation starting 
from the X-ray structure of  
wild-type Ube2I variant in 

complex with RanGAP (PDB 
entry 2GRN5) 

Ube2ID127E-SUB Human Cys93 
 

CES/D site: 
Glu127 

2 replicates x 
80 ns each 

(total duration 
0.16 µs) 

In-silico mutation starting 
from the X-ray structure of  
wild-type Ube2I variant in 

complex with RanGAP (PDB 
entry 2GRN5) 
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Table S3. Hydrogen bond and salt bridges observed in the Ube2I-RanGAP1 simulations 
between the residue at position 127 (CES/D site) and the substrate acceptor lysine (Lys524). 
The Ube2ID127A-RanGAP1 is not reported in this table since due to the hydrophobic nature of its 
side chain, an alanine residue at the CES/D site cannot be involved in electrostatic or hydrogen-
bond interactions. Hydrogen bonds have been calculated using g_hbond tool of Gromacs, whereas 
salt bridges have been calculated using PyInteraph (http://linux.btbs.unimib.it/pyinteraph/). 
Hydrogen bonds are thus defined using a angle cutoff between donor-hydrogen-acceptor atoms of 
30° and a distance cutoff of 0.35 nm between donor-acceptor atoms. Salt bridges have been defined 
with a distance cutoff of 0.45 nm between the charged groups of the two residues forming the salt 
bridge, using PyInteraph default definition. 

 

E2 variant Pair of 
interacting 

residues 

Salt-bridge population Hydrogen Bond population 

Ube2IpS127-RanGAP1 pS127-K524 100% 100% 
Ube2I-RanGAP1 D127-K524 45% 23% 

Ube2ID127E-RanGAP1 E127-K524 74% 30% 
Ube2ID127S-RanGAP1 S127-K524 / 7% 
Ube2ID127T-RanGAP1 T127-K524 / 0.4 % 
 



Figure S1. Multiple sequence alignment of E2 superfamily members used for the 
phylogenetic analysis. Identical residues (red-filled-boxes) and similar residues (red 
boxes) are indicated. 
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Sc_Ubc13_9    46 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YE G F   L     YP                    NI    G I L VL                 SP  D I ELE YLPDD  MEA KVRFLT.....KIYHP  DR.L R   D  KT.............N
Hs_UBE2N_9    46 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  FE G F   L     YP                    NV    G I L IL                 SP  G T KLE FLPEE  MAA KVRFMT.....KIYHP  DK.L R   D  KD.............K
Lm_Ubc_9    44 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YE G F   L     YP                    NV    G I L II                 SC  G L RLE FLPEE  MKP KVRFLT.....RIYHP  DK.V R   D  KD.............K
Hs_UBE2S_11    49 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YA G F   L     FP                    NV    G I V VL                 TP  G L RMK LLGKD  ASP KGYFLT.....KIFHL  GA.N E   N  K.............RD
At_UBC22_11    49 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YE G F   L     FP                    NV    G I V TL                 NP  N L RMK ALSHD  HSP KGYFMT.....KIFHP  AS.N E   N  K.............KD
Sc_Ubc10_11    59 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YE H F   I     YP                    NV    G I L IL                 TP  N Q RIL EVPSS  MNP KISFMQN....NILHC  KSAT E   N  KPE............E
Sp_UBC16_11    48 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YE G W   I     YP                    NI    G V M IL                 SP  G Q VLD HVHEG  ISP SVYFQT.....KIVHP  SWTN E   D  KT.............H
Sc_Ubc11_12    45 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YS L F   L     YP                    NV    G I L IL                 SP  G K KVS KFPQN  FHP MIKFLS.....PMWHP  D.KS N   D  K.............EK
Ss_E2C_12    44 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YE L Y   L     YP                    NV    G I L IL                 TV  S K KLT EFPSD  YKP VVKFTT.....PCWHP  D.QS N   D  K.............EN
Hs_UBE2C_12    44 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YE L Y   L     YP                    NV    G I L IL                 SV  D R KLS EFPSG  YNA TVKFLT.....PCYHP  D.TQ N   D  K.............EK
Dm_VIHAR_12    44 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YS Q Y   L     YP                    NV    G I L IL                 SV  G T RLS DFPNS  YAA VVKFLT.....SCFHP  D.LQ A   D  K.............DK
At_Ubc19_12    44 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  FE T Y   L     YP                    NV    G I L IL                 SV  G E RLS TFSND  FKS KVKFET.....CCFHP  D.LY N   D  Q.............DK
Hs_UBE2W_13    48 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YE E F   F     YP                    HV    G I L IL                 SL  G K QLL KFSSR  FDS QVMFTGEN...IPVHP  YS.N H   S  TE.............D
Ce_Ubc16_13    49 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YA E F   F     YP                    HI    G I L IL                 TL  G V MLQ TFGPQ  FNS EVMFVGET...IPAHP  YS.N H   S  SD.............D
At_UBC15_13    49 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YA E Y   V     YP                    HI    G I L IL                 SL  N T QLQ EFPEH  MEA QVVFVSP....APSHP  YS.N H   D  YD.............S
Hs_BIRC6_14    50 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YA G F   V     YP                    NL    G V L IL                 NP  N C EFD YFPQD  SSP LVNLETTGGHSVRFNP  YN.D K   S  NTWHGRPE......EK
Ce_Ubc17_14    51 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YA G F   I     YP                    NL    G I L IL                 NP  N L EFD FFPTG  FSP KCAFLTTGSGNVRFNP  YN.D K   S  GTWEGRPE......EK
At_Ubc23_14    47 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YQ G F   F     YP                    NL    G V L LL                 DP  D L FFD HLPSD  SVP SAYYHS...GGWRLNP  YE.E K   S  NTWTGRGN......EV
Hs_UBE2O_14    47 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YE G Y   I     YP                    NL    G V V LL                 TP  D L LFD QLPNI  AVP HFCYLSQ..CSGRLNP  YD.N K   S  GTWIGKGT......ER
Dm_CG10254_14   48 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YQ A F   F     YP                    NL    G V V LL                 SP  N L FFD QFGRD  KSP VCHYISY..CTDRLNP  YE.G R   S  GTWMGRDN......EV
Hs_UBE2Z_14    48 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YE G F   F     YP                    NF    G V L IL                 SP  G F LFV RCPPD  IHP RVKLMTTGNNTVRFNP  YR.N K   S  GTWTG.........PA
Hs_UBE2L6_15    44 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YH K F   I     YP                    NV    G I L II                 KP  L A NLR SFPPE  FKP MIKFTT.....KIYHP  DE.N Q   P  SSE............N
Hs_UBE2L3_15    45 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YD G F   I     YP                    NI    G V L VI                 KP  K A RIE NFPAE  FKP KITFKT.....KIYHP  DE.K Q   P  SAE............N
Ce_Ubc18_15    45 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YN G F   I     YP                    NV    G F L IV                 KP  K A KVG TFPVD  FKP KVAFET.....KIYHP  DE.E K   P  TAE............N
Dm_CG17030_15   50 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YD G Y   I     YP                    NV    G V V IL                 IP  K A KME DFPLD  FKP RIHINT.....RMYHL  NE.R Q   P  EVE............H
Ce_Ubc24_15    50 � � �
����� � 
�� � 
�� ��
 �
�� 
                     P                         C                    W  YK M F   L     YP                    NV    C L S ML                 KL  N I TLT DVNVE  FKP YLKFCH.....NVYHP  DPVT E   P  LQE............N
Dm_UbcD84_15    45 � � �������� � ��� � ��� ����������� ���                     P                         C                    W  YN G F   I     YP                    NV    G V L II                 KP  K A RIE NFPPQ  FMP KILFKT.....KIYHP  DE.K E   P  STD............N
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TT .        TTSc_Ubc1_1 � � � � � �

Sc_Ubc1_1    98 ��� � ������� � � �PV   L  AL SL    L              V                      A  IT. KS  I  QA.L QSP..EPNDPQDAE AQHYLR...D.....RESFNKT ALWTRLYAS..
Sp_Ubc1_1    99 � 	 
���
�� 	 	 	PV   M  AL SL    L              V                      A  YT. KS  I  QS.L CTP..EPSNPQDAQ AQVYLQ...N.....YQQFVRT REWTSSYAA..
Hs_UBE2K_1   102 � 	 
���
�� 	 	 	AA   L  VL SL    L              V                      A  MT. RT  L  QA.L AAA..EPDDPQDAV ANQYKQ...N.....PEMFKQT RLWAHVYAG..
Os_Ubc_1    99 � 	 
���
�� 	 	 	PA   L  AL SL    L              V                      A  LT. KT  L  QA.L SAP..APDDPQDAV AQQYLR...D.....YSTFSAT RYWTEAFAK..
Ce_Ubc20_1   102 � 	 
���
�� 	 	 	AS   L  VL SI    M              V                      A  LT. RT  L  QA.L CTP..EPKDPQDAV AKQYME...K.....PAVFKAT EYWTTKFAK..
Ce_Ubc1_2    98 � 	 
���
�� 	 	 	PT   V  IL SI    L              A                      V  YD. AA  T  QS.L DEP..NPNSPANSL AQLYQE...N.....RREYEKR QQIVEQSWLNF
Hs_UBE2A_2    98 � 	 
���
�� 	 	 	PT   V  IL SI    L              A                      V  YD. SS  T  QS.L DEP..NPNSPANSQ AQLYQE...N.....KREYEKR SAIVEQSWRDC
Dm_UbcD6_2    98 � 	 
���
�� 	 	 	PT   V  IL SI    L              A                      V  YD. SA  T  QS.L SDP..NPNSPANST AQLYKE...N.....RREYEKR KACVEQSFID.
At_Ubc1_2    98 � 	 
���
�� 	 	 	PI   V  IL SI    L              A                      V  YD. AA  T  QS.L CDP..NPNSPANSE ARMYSE...S.....KREYNRR RDVVEQSWTAD
At_Ubc3_2    98 � 	 
���
�� 	 	 	PI   V  VL SI    L              A                      V  YD. AA  T  QS.L CDP..NPDSPANAE ARLFSE...N.....KREYNRK IEIVEQSYV..
Sc_Ubc2_2    98 � 	 
���
�� 	 	 	PT   V  IL SI    F              A                      V  YD. AS  T  QS.L NDP..NPASPANVE ATLFKD...H.....KSQYVKR KETVEKSWEDD
Nh_Rad6_2    98 � 	 
���
�� 	 	 	PT   V  VL SI    L              A                      V  YD. AA  T  QS.L NDP..NTGSPANVE SNLYKD...N.....RKEYTKR RETVEKSWED.
Sp_Ubc2_2    98 � 	 
���
�� 	 	 	PT   V  IL SI    L              A                      V  YD. AA  T  QS.L NDP..NNASPANAE AQLHRE...N.....KKEYVRR RKTVEDSWES.
Sc_Ubc3_3   117 � 	 
���
�� 	 	 	PV   V  VL SI    L              A                      V  QT. ES  I  VS.L EDP..NINSPANVD AVDYRK...N.....PEQYKQR KMEVERSKQD.
Hs_Ube2R1_3   116 � 	 
���
�� 	 	 	PT   V  IL SV    L              A                      I  QN. RT  L  IS.L NEP..NTFSPANVD SVMYRK..WKESKGKDREYTDI RKQVLGTKVD.
Ce_Ubc3_3   117 � 	 
���
�� 	 	 	PT   V  IL SV    L              A                      V  QS. RT  L  IS.L NEP..NTSSPANVD SVMYRK..WKEDQ..DPEYAKI TKQVEESKKV.
Sc_Ubc7_3   112 � 	 
���
�� 	 	 	PV   V  IL SV    L              A                      V  QS. EK  L  MS.M SEP..NIESGANID CILWRD...N.....RPEFERQ KLSILKSLGF.
Mm_Ube2G2_3   111 � 	 
���
�� 	 	 	PV   V  IL SV    L              A                      A  QS. EK  L  VS.M AEP..NDESGANVD SKMWRD...D.....REQFYKI KQIVQKSLGL.
Ce_Ubc7_3   111 � 	 
���
�� 	 	 	PV   V  IL SV    L              A                      V  HT. ET  L  IS.M TDP..NFESPANVD AKMQRE...N.....YAEFKKK AQCVRRSQEE.
Hs_Ube2G1_3   113 � 	 
���
�� 	 	 	PI   V  IM SV    L              A                      V  HT. ET  I  IS.M ADP..NGDSPANVD AKEWRE...DR....NGEFKRK ARCVRKSQET.
Ta_Ubc7_3   114 � 	 
���
�� 	 	 	PV   V  IV SI    L              A                      V  HT. ES  L  IS.M SSP..NDESPANIE AKDWRE...K.....QDEFKKK RRAVRKSQEM.
Sp_Ubc15_3   113 � 	 
���
�� 	 	 	PV   P  IL SV    L              A                      V  HS. ET  I  IS.M SSP..NDESPANID AKEFRE...N.....PQEFKKR RRLVRRSIEM.
Asfv_ubcB_3   103 � 	 
���
�� 	 	 	PA   I  VL SV    L              A                      V  QK. DT  L  IS.L NEP..NPDSPANVD AKSYRKYLYKEDL...ESYPME KKTVKKSLDE.
Ec_Ubc_3   114 � 	 
���
�� 	 	 	PV   P  VI SI    L              A                      V  RT. ES  L  IT.L TSP..NCESPANVD AQHLRE...N.....EREYRKK MELAAMTLDL.
Hs_UBE2E1_4    96 � 	 
���
�� 	 	 	PA   I  VL SI    L              I                      A  LT. SK  L  CS.L TDC..NPADPLVGS ATQYMT...N.....RAEHDRM RQWTKRYAT..
Sc_Ubc4_4    96 � 	 
���
�� 	 	 	PA   L  VL SI    L              I                      A  LT. SK  L  CS.L TDA..NPDDPLVPE AHIYKT...D.....RPKYEAT REWTKKYAV..
Ce_Ubc2_4    95 � 	 
���
�� 	 	 	PA   I  VL SI    L              I                      A  LT. SK  L  CS.L CDP..NPDDPLVPE ARIYKT...D.....RERYNQL REWTQKYAM..
Xl_Ubc4_4    95 � 	 
���
�� 	 	 	PA   I  VL SI    L              I                      A  LT. SK  L  CS.L CDP..NPDDPLVPE ARIYKT...D.....REKYNRI REWTQKYAM..
Hs_Ubc2D2_4    95 � 	 
���
�� 	 	 	PA   I  VL SI    L              I                      A  LT. SK  L  CS.L CDP..NPDDPLVPE ARIYKT...D.....REKYNRI REWTQKYAM..
Mm_MGC58426_4   95 � 	 
���
�� 	 	 	PA   I  LL SI    L              I                      A  LT. SK  L  CS.L CDP..NPDDPLVPE AKVYRK...D.....LREYNRL REWTKRYAM..
Dm_CG5440_4    99 � 	 
���
�� 	 	 	PA   I  IL SI    L              I                      A  LT. SK  L  CS.L TDC..NPKDPLMAK GTEYLK...N.....RAEHDKK RLWTKR.....
Dm_CG10862_4    96 � 	 
���
�� 	 	 	PA   V  VL SI    L              V                      A  LS. SK  I  MS.L ADP..NPHDPMEVS ADVFKG...N.....RALHDKN REWTKKYAK..
Dm_CG2574_4    96 � 	 
���
�� 	 	 	PV   V  VL SI    M              I                      A  MN. AK  L  YV.L SEC..NPDDPLVMC ADQYKT...N.....RREHDKI RHWTKLFAM..
Hs_UBE2J2_5    96 � 	 
���
�� 	 	 	PA   V  IL GL    F              T                      K  WS. ST  T  LS.. MVE..KGPTLGSIE ..................SDFT RQLAVQS....
Sc_Ubc6_5    95 � 	 
���
�� 	 	 	PG   V  IL GL    F              T                      K  WS. ST  N  LS.. MTS..DEATTGSIT ..................SDHQ KTLARNS....
Ce_Ubc15_5    96 � 	 
���
�� 	 	 	PG   V  IL GL    F              G                      Q  WT. SA  I  HS.. MNE..NSPAAGSIA ..................TPQD RMYAAAS....
Pm_Sb55_5    96 � 	 
���
�� 	 	 	PM   V  IL GL    F              T                      K  WS. SS  T  LS.. MMD..NSPTTGSVS ..................TVAD QRLAKAS....
At_Ubc32_5    98 � 	 
���
�� 	 	 	PS   V  AL AL    F              Y                      R  WS. RT  V  IA.. MPT.SPNGALGSVD ..................PKDE RTLAIKS....
Hs_UBE2J1_5    95 � 	 
���
�� 	 	 	PS   I  AL AI    F              Y                      R  WS. RT  L  IG.. MPT.KGEGAIGSLD ..................TPEE RALAKKSQDF.
Hs_UBE2H_6    97 � 	 
���
�� 	 	 	AL   L  IF SF    L              A                      I  YD. TN  E  LPQL AYP..NPIDPLNGD AAMYLH...R.....PEEYKQK KEYIQKYAT..
Ce_Ubc8_6    98 � 	 
���
�� 	 	 	AL   L  IF TF    L              A                      C  YD. TN  D  LPQL TYP..NAADPLNGE ARLYIH...K.....PEEYRRT REYVMRFASEH
At_Ubc6_6    95 � 	 
���
�� 	 	 	PM   L  VF SF    L              A                      V  FD. IN  E  LPQL LYP..NPSDPFNGE ASLLMR...D.....RAAYELK KEYCEKYAKP.
Sc_Ubc8_6    95 � 	 
���
�� 	 	 	PL   L  IV WM    L              A                      I  YD. IN  E  IPGL KEP..NGSDPLNNE ATLQLR...D.....KKLYEEK KEYIDKYATKE
Sp_Ubc8_6    95 � 	 
���
�� 	 	 	PM   M  IF VF    L              A                      V  FD. IN  E  LPQL RYP..NASDPLNGE AALLLR...E.....PNTYYAK RDYIARYA...
Dm_CG14739_6    99 � 	 
���
�� 	 	 	SS   L  IF TF    L              A                      V  YD. VN  E  LPQL RYP..NPHDSLNHR AAIMKH...S.....EQLFREH ILCMKTYAMPA
Sc_Ubc9_7   105 � 	 
���
�� 	 	 	PA   L  IV GV    L              A                      V  IT. KQ  L  QD.L DSP..NPNSPAQEP WRSFSR...N.....KAEYDKK LLQAKQYSK..
Mm_Ube2I_7   105 � 	 
���
�� 	 	 	PA   I  IL GI    L              A                      V  IT. KQ  L  QE.L NEP..NIQDPAQAE YTIYCQ...N.....RVEYEKR RAQAKKFAPS.
Hs_Ube2I_7   105 � 	 
���
�� 	 	 	PA   I  IL GI    L              A                      V  IT. KQ  L  QE.L NEP..NIQDPAQAE YTIYCQ...N.....RVEYEKR RAQAKKFAPS.
Sp_Ubc9_7   105 � 	 
���
�� 	 	 	PA   I  IL GI    L              A                      V  IT. KQ  L  QD.L DDP..NIASPAQTE YTMFKK...D.....KVEYEKR RAQARENAP..
At_AHUS5_7   106 � 	 
���
�� 	 	 	PA   V  IL GI    L              G                      V  IT. KQ  V  QD.L DTP..NPADPAQTD YHLFCQ...D.....PVEYKKR KLQSKQYPALV
Hs_Ube2F_8   104 � 	 
���
�� 	 	 	PT   L  VV GL    F              A                      V  RT. KD  W  NS.L TDLL.NFDDPLNIE AEHHLR...D.....KEDFRNK DDYIKRYAR..
Ce_Ubc12_8   108 � 	 
���
�� 	 	 	PT   L  VV GL    F              A                      V  RN. TD  H  VS.L NDLM.DFNDALNIQ AQMWSQ...N.....RESFNHR REYISRYC...
Hs_Ube2M_8    96 � 	 
���
�� 	 	 	PV   I  II GL    F              A                      V  LT. NS  Y  QY.L LEP..NPEDPLNKE AEVLQN...N.....RRLFEQN QRSMRGGYIG.
Sp_Ubc12_8    95 � 	 
���
�� 	 	 	PV   L  IL GL    F              A                      V  LN. NS  V  QF.L LSP..NAEDPLNKE AADLHK...D.....PQGFASR RTAMKGGLVN.
At_RCE2_8    97 � 	 
���
�� 	 	 	PV   I  VI GL    F              A                      V  LN. NT  Y  FH.L TEP..NYEDPLNHE AAVLRD...N.....PKTFEYN RRAMMGGQVG.
Nc_Ubc_8    96 � 	 
���
�� 	 	 	PV   L  VI GL    F              A                      V  LN. NA  V  QF.L LEP..NASDPLNKE AEDLRS...N.....REGFKRN RTAMSGGTVK.
Sc_Ubc12_8   102 � 	 
���
�� 	 	 	PA   L  II GL    F              A                      V  LD. QS  T  LF.L LEP..NPNDPLNKD AKLLCE...G.....EKEFAEA RLTMSGGSIE.
Hs_UBE2T_9   100 � 	 
���
�� 	 	 	PS   I  VL SI    M              I                      A  LN. AT  T  QL.L SEP..NPDDPLMAD SSEFKY...N.....KPAFLKN RQWTEKHARQK
Sc_Ubc13_9    97 � 	 
���
�� 	 	 	PA   I  VL SI    L              V                      A  LQ. RT  L  QA.L ASP..NPNDPLAND AEDWIK...N.....EQGAKAK REWTKLYAK..
Hs_UBE2N_9    97 � 	 
���
�� 	 	 	PA   I  VL SI    L              V                      A  LQ. RT  L  QA.L SAP..NPDDPLAND AEQWKT...N.....EAQAIET RAWTRLYAM..
Lm_Ubc_9    95 � 	 
���
�� 	 	 	PA   I  VL SI    M              V                      A  LL. NK  L  QI.L SSP..NPDDPLAND AEHWKE...D.....EASALQT REWTRKYAK..
Hs_UBE2S_11   100 � 	 
���
�� 	 	 	AE   I  VL TI    L              A                      A  LG. RH  L  RC.L IHP..NPESALNEE GRLLLE...N.....SEEYAAR RLLTEIHGG..
At_UBC22_11   100 � 	 
���
�� 	 	 	PS   L  VL VV    L              A                      A  LG. RH  S  RC.L IEP..FPESALNEQ GKMLLE...N.....YDEYARH RLYTGIHAK..
Sc_Ubc10_11   113 � 	 
���
�� 	 	 	PV   L  CV AV    L              I                      V  WD. LH  H  WR.L REP..VCDSPLDVD GNIIRCG..D.....MSAYQGI KYFLAERER..
Sp_UBC16_11   100 � 	 
���
�� 	 	 	PA   L  AC AI    L              A                      V  WS. QS  L  IS.L SNY..DASSPLNVD AKLLRTG..D.....KTAYNSL RCTTYLYAK..
Sc_Ubc11_12    96 � 	 
���
�� 	 	 	AV   V  IL SL    L              A                      V  YN. ET  L  QS.L GEP..NNRSPLNAV AELWDA...D.....MEEYRKK LACYEEIDD..
Ss_E2C_12    95 � 	 
���
�� 	 	 	AS   V  IL SL    L              A                      L  YD. RT  L  QS.L GEP..NNASPLNAQ ADMWS....N.....QTEYKKV HEKYKTAQS..
Hs_UBE2C_12    95 � 	 
���
�� 	 	 	AL   V  IL SI    L              A                      L  YD. RT  L  QS.L GEP..NIDSPLNTH AELWK....N.....PTAFKKY QETYSKQVT..
Dm_VIHAR_12    95 � 	 
���
�� 	 	 	AL   V  IL SI    L              A                      L  YD. RT  L  QS.L GEP..NNESPLNAQ AMMWN....D.....QKEYKKY DAFYEKHKD..
At_Ubc19_12    95 � 	 
���
�� 	 	 	SA   V  IL SI    L              A                      V  YD. RT  L  QS.L GEP..NISSPLNNQ AQLWS....N.....QEEYRKM EKLYKPLNA..
Hs_UBE2W_13   101 � 	 
���
�� 	 	 	PA   V  VC SI    L              F                      K  LS. QS  L  IS.M SSCK.EKRRPPDNS YVRTCN..........KNPKKT WWYHDDTC...
Ce_Ubc16_13   102 � 	 
���
�� 	 	 	PA   V  VC SI    L              I                      R  LS. QS  L  LS.M SSSK.EKKHPIDDA YVRTCS..........KNPSKT WWFHDDSV...
At_UBC15_13   101 � 	 
���
�� 	 	 	PA   V  VC SI    L              R                      R  MT. NS  I  LS.M SSSP.AKQRPADND YVKNCKN........GRSPKET WWFHDDKV...
Hs_BIRC6_14   113 � 	 
���
�� 	 	 	PQ   F  VL SV    L              S                      I  TSS LQ  V  QSLI VAEP.YFNEPGYER RGTPSGT.QS.....SREYDGN RQATVKWAM..
Ce_Ubc17_14   114 � 	 
���
�� 	 	 	PY   L  VL SI    .              Q                      K  CS. MQ  V  QEVI EKHLWLKREAILK. AQAWID..NV.....SNDFGDD MSKRKDVFA..
At_Ubc23_14   107 � 	 
���
�� 	 	 	PK   I  VL SL    L              Q                      T  SSS LQ  V  QGLV NSKP.YFNEAGYDK VGTAEGE.KN.....SLGYNEN FLLNCKTMM..
Hs_UBE2O_14   108 � 	 
���
�� 	 	 	SK   L  VL SI    L              D                      A  SS. LQ  I  QGLI VNEP.YYNEAGFDS RGLQEGY.EN.....SRCYNEM LIRVVQSMT..
Dm_CG10254_14  109 � 	 
���
�� 	 	 	PS   M  VL SI    L              Q                      A  ST. LQ  V  QGLI VDEP.YYNEAGYEK RGTQLGN.EN.....SRVYNEM IIKIAQSTV..
Hs_UBE2Z_14   108 � 	 
���
�� 	 	 	PA   I  VL SI    .              E                      I  QS. SS  I  QSLM TENP.YHNEPGFEQ RHPG.....D.....SKNYNEC RHETIRVAV..
Hs_UBE2L6_15    96 � 	 
���
�� 	 	 	PC   T  VL AL    V              L                      A  TK. CQ  E  NV.L NRP..NIREPLRMD ADLLTQ...N.....PELFRKN EEFTLRFGVD.
Hs_UBE2L3_15    97 � 	 
���
�� 	 	 	PA   T  VI SL    V              L                      A  TK. DQ  Q  IA.L NDP..QPEHPLRAD AEEYSK...D.....RKKFCKN EEFTKKYGE..
Ce_Ubc18_15    97 � 	 
���
�� 	 	 	PA   T  VM AL    I              V                      A  TK. EQ  M  LS.L NEP..EPSHPIRAD AEEFQK...D.....HKKFMKT EEHTRKHAE..
Dm_CG17030_15  102 � 	 
���
�� 	 	 	PT   I  VL VL    I              M                      A  TR. DQ  Q  LA.T NDP..QPENAWHIE AGEYRN...D.....PVRFFKM DAWVQKYSE..
Ce_Ubc24_15   103 � 	 
���
�� 	 	 	PE   M  VL NL    L              A                      S  TT. ED  L  IV.L NEP..DLSRPVNID AHDYIH...N.....KVEFVKK TELAKKW....
Dm_UbcD84_15    97 �� � ����� � � �PT   T  VL AL    V              L                      A  TR. EQ  Q  VA.I HNP..EPEHPLRSD AEEFVR...E.....HKKFMKT EEFTKKNAE..

α2 α3 α4



Figure S2. Proteins of the E2 superfamily that only conserve the E2 fold but do 
not conserve the catalytic cysteine do not show a conserved CES/D site. An 
extract of the multiple sequence alignment of UEVs E2 families (family 10 and 16) 
with Ubc2 (Rad6) of family 2 (a serine at the CES/D site in bold) and Ubc1 of family 
1 (a aspartate at the CES/D site in bold) as a reference. 
 
 

Sc_Ubc2_2         -----ASPANVEAATLFKDHKSQYVKRVKETVE  
Sc_Ubc1_1         -----NDPQDAEVAQHYLRDRESFNKTAALWTR 
Hs_UBE2V1_10      ---LMMSKENMKLPQ--PPEGQCYSN-------  
Hs_UBE2V2_10      ---LMMSKENMKLPQ--PPEGQTYNN------- 
Mm_UBE2V1_10      ---LMMSKENMKLPQ--PPEGQCYSN-------  
Mm_UBE2V2_10      ---LMMSKENMKLPQ--PPEGQTYNN------- 
Dm_Uev1A_10       ---IMTMKENLKLAQ--PPEGSCF--------- 
Ce_Uev1_10        ---MMMAKENLKLQQ--PAEGAMF---------  
Sc_MMS2_10        ---EMATPANKKLRQ--PKEGETF---------  
Sp_MMS2_10        ---EMASSSNRKLPQ--PPEGSTFF--------  
At_Uev1C_10       ---EMAASHNRKLVQ--PPEG-TFF--------  
Hs_AKTIP_16       VVDSVKVCTARLFDQ--PKIEDPYAISFSPWNP  
Mm_AKTIP_16       VVDSVKVCTARLFDQ--PKIEDPYAISFSPWNP  
Dm_AKTIP2_16      VQEQAILSRNLIYDR--PPTEDPHYIIVEPYCA  
Dm_AKTIP1_16      VQENIKESKEHIFDT--PPTEDPHYIVFEKFQQ  
Ce_Ubc19_16       AKECVEASRSMVYDELAEQEHDPNGIRLLPWDA  
At_ELCL_16        SAREVETEGLLSLQSDLKRREEEINNGFKEMVI 
 



Figure S3. Multiple sequence alignment by ClustalW to define the corresponding 
residues of the different E2 enzymes for PCA analysis. 
 
 
 
hHR6A           MSTPARRRLMRDFKRLQEDPPAGVSGAPSEN-----NIMVWNAVIFGPEGTPFEDGTFKL 55 
hHR6B           MSTPARRRLMRDFKRLQEDPPVGVSGAPSEN-----NIMQWNAVIFGPEGTPFEDGTFKL 55 
RAD6            -STPARRRLMRDFKRMKEDAPPGVSASPLPD-----NVMVWNAMIIGPADTPYEDGTFRL 54 
UBE2I           MSGIALSRLAQERKAWRKDHPFGFVAVPTKNPDGTMNLMNWECAIPGKKGTPWEGGLFKL 60 
UBC1            ---SRAKRIMKEIQAVKDDPAAHITLEFVSES----DIHHLKGTFLGPPGTPYEGGKFVV 53 
                       *: :: :  :.* .  .      :     ::   :  : *  .**:*.* * : 
 
hHR6A           TIEFTEEYPNKPPTVRFVSKMFHPNVY-ADGSICLDILQN--RWSPTYDVSSILTSIQSL 112 
hHR6B           VIEFSEEYPNKPPTVRFLSKMFHPNVY-ADGSICLDILQN--RWSPTYDVSSILTSIQSL 112 
RAD6            LLEFDEEYPNKPPHVKFLSEMFHPNVY-ANGEICLDILQN--RWTPTYDVASILTSIQSL 111 
UBE2I           RMLFKDDYPSSPPKCKFEPPLFHPNVY-PSGTVCLSILEEDKDWRPAITIKQILLGIQEL 119 
UBC1            DIEVPMEYPFKPPKMQFDTKVYHPNISSVTGAICLDILKN--AWSPVITLKSALISLQAL 111 
                 : .  :** .**  :* . ::***:    * :**.**::   * *.  : . * .:* * 
 
hHR6A           LDEPNPNSPANSQAAQLYQENKREYEKRVSAIVEQSWRDC-- 152 
hHR6B           LDEPNPNSPANSQAAQLYQENKREYEKRVSAIVEQSWNDS-- 152 
RAD6            FNDPNPASPANVEAATLFKDHKSQYVKRVKETVEKSWEDDMD 153 
UBE2I           LNEPNIQDPAQAEAYTIYCQNRVEYEKRVRAQAKKFAPS--- 158 
UBC1            LQSPEPNDPQDAEVAQHYLRDRESFNKTAALWTRLYAS---- 149 
                ::.*:  .* : :.   :  .: .: * .   .. 

~                                                     
 
 
 



Figure S4. Snapshots from the MD simulations of the wild type, mutant and 
phosphorylated Ube2I-RanGAP1 complexes. In all the structures, the residue at the 127 
site (CES/D site) is shown on the left, the catalytic cysteine in yellow, and the Glu98 on the 
right. RanGAP1 and the E2 enzyme are shown as grey and pink cartoons, respectively. The 
Ube2ID127A-RanGAP1 is not reported here since it provides results similar to the Ube2ID127T-
RanGAP1 simulation. 
 
 

 
 
 



Figure S5. Main-chain RMSD over the simulation time of each hHR6A MD 
replicates  reported in Table S2. A) wild-type hHR6A B) S120A hHR6A C) S120D 
hHR6A D) pS120 hHR6A E) S120E hHR6A F) S120T hHR6A  
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Figure S6. Main-chain RMSD over the simulation time of each Rad6, hHR6B, 
Ubc1 and Ube2I MD replicates reported in Table S2. A) wild-type Rad6 B) S120A 
Rad6 C) S120D Rad6 D) pS120 Rad6 E) hHR6B F) Ubc1 G) Ube2I  
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Figure S7. Main-chain RMSD over the simulation time of each Ube2I-RanGap1 
MD replicates reported in Table S2. A) wild-type complex B) D127A complex C) 
D127S complex D) pS127 complex E) D127E complex F) D127T complex. We 
should notice that in these simulations most of the complex residues have been 
restrained at their atomic positions using and harmonical potential (see Methods). 
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