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Table S1 Fab/EE heavy chains (chain H and A) Kabat numbering and modelled residues. Residues in white were modelled in both chains. Residues in 

light grey were not modelled in chain H. Residues in dark grey were not modelled in chains H or A.  
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Table S2 Fab/EE light chains (chain L and B) Kabat numbering and modelled residues. Residues in white were modelled in both chains. Residues in light 

grey were not modelled in chain B. The residue in pale blue was not modelled in chain L. Residues in dark grey were not modelled in chains L or B. 
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Table S3 Primers used for molecular biology and sequencing 

Primer purpose Forward primer Reverse primer 

Fab/EE sequencing  5’-GTGAGCGGATAACAATTTCAC

ACAGG 

5’-GAGAAGGAGATATACATATGAAG

TCG 

SDM for A2aR-GFP-

EE 

5’-CGACGACAGCTGAAGGGTAGT

GAATATATGCCAATGGAAGGTAG

TCAGATGGAGAGCCAG 

5’-CAGCTGTCGTCGCGCCGCCAGGA

AGATCCG 

pITy-A2aR-GFP-EE 

colony screening 

5’-GGTTTTGATTGTCTTGTTGGC 

(5’prepro) 

5’-CTACCTTCCATTGGCATATATTC  

pITy-A2aR-GFP-EE 

sequencing 

5’-CACGACTTCTTCAAGTCCG 5’prepro,5’-GCCATCCGCGGCTTGTAC

AGCTGTCCAT 

5’-GAGAGCAGGTCAGCCTCC 5’-CACCCACTGCGATGTCGG 

SDM for intimin-EE2 5’-CGGCTACTTCCGTATGAGTGGT

TGGCATGCGGCGGAATACATGCC

CATGGAAGCGGCGGATTACGATG

AACGCCCGGCAAATGGC 

5’- GCCATTTGCCGGGCGTTCATCGT

AATCCGCCGCTTCCATGGGCATGTA

TTCCGCCGCATGCCAACCACTCATA

CGGAAGTAGCCG 
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Figure S1 Fab/EE purification. Purified from the E. coli periplasm by Ni
2+

-affinity followed by 

SEC, Fab/EE elutes from an analytical gel filtration column as a single peak at the expected elution 

volume. Inset, non-reducing (NR) and reducing (R) SDS-PAGE gel of a fraction taken from the major 

peak predominantly shows a single dominant band with >95% purity ~50 kDa and 31 kDa for non-

reducing and reducing samples, respectively. 
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Figure S2 Design and purification of A2aR-GFP-EE. (a) Collier de perles diagram of the A2aR 

transmembrane regions 5-6 (TM5-6) depicting the insertion location for the EE peptide (shaded) with 

flexible linker residues. Residues homologous to those forming the Fab epitope in the Fab:GPCR co-

crystal structure of β2 adrenergic receptor (PDB code 2R4S) are shown using hatched circles. (b) 

SDS-PAGE gel with silver staining shows single band at the expected monomer size for A2aR-GFP-

EE after purification by Ni
2+

 affinity and SEC. Western blot of the same fractions using commercial 

anti-EE antibody confirms the presence of the EE peptide. The lower band represents monomer and 

the upper band dimer at the expected sizes. 
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Figure S3 Construction and purification of EE-tagged intimin. (a) Residues of WT intimin loop L4 

(yellow) were mutated to the EE epitope (blue) for intimin-EE1. Two alanine residues (black) were 

inserted on each side of the EE peptide for intimin-EE2. Numbering is as in Figure 4e-h. (b) Each 

intimin variant (WT, -EE1 and -EE2) were purified by Ni
2+

 affinity and SEC. Reducing SDS-PAGE 

shows a single band ~31 kDa for each variant.  
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Figure S4 Interactions and final 2Fo-Fc electron density for crystal contact ID2 (see Table 3). (a) 

Electron density for residues involved in crystal contact, contoured to 1σ. (b) Interactions between 

light chain (chains L and B) residues in contact ID2 depicted as dashed lines, with distances (Å) 

according to PISA analysis (Table 3). 



Acta Cryst. (2015). D71, 896-906, doi:10.1107/S1399004715001856        Supporting information, sup-8 

 

 

 

Figure S5 Interactions and final 2Fo-Fc electron density for crystal contact ID5 (see Table 3). (a) 

Electron density for residues involved in crystal contact from chains A and B, contoured to 1σ. (b) 

Interactions between the histidine-tag on the C-terminus of the light chain (chain B) and the CDR of 

the heavy chain of a symmetry related molecule (chain A). Interactions are depicted as dashed lines, 

with distances (Å) according to PISA analysis (Table 3).  


