S3: DNA primers for mutagenesis of Guy’s 13 light chain (#5-8). Complementary forward and reverse primer pairs for generating each mutant are shown, with amino acid translations shown below the nucleotide sequences. Mutated amino acid residues are shown in bold and their positions relative to the protease cleavage site are shown by P2, P1, P1’, P2’ etc. Mutations were designed to incorporate diagnostic restriction enzyme cleavage sites (underlined, and see Table S1).
5. LC5 mutant (Lys103Ser).
VH_Guys13LC#5.1
5’–cgttcggaggggggacTaGTctggaaataaaacgggc–3’
     F  G  G  G  T  S  L  E  I  K  R  A ►  
                    P2 
VH_Guys13LC#5.2
5’-gcccgttttatttccagACtAgtcccccctccgaacg-3’
  ◄ A  R  K  I  E  L  S  T  G  G  G  F
                      P2

6. LC6 mutant (Glu105Gln).     
VH_Guys13LC#6.1
5’–ggaggggggaccaagctgCaGataaaacgggctgatgctg–3’
   G  G  G  T  K  L  Q  I  K  R  A  D  A  A ►
                     P1’
VH_Guys13LC#6.2
5’-cagcatcagcccgttttatCtGcagcttggtcccccctcc-3’
 ◄ A  A  D  A  R  K  I  Q  L  K  T  G  G  G
                        P1’

7. LC7 mutant (Lys103Ser/Glu105Gln).
VH_Guys13LC#7.1
5’–ggaggggggaccaGTctgCaGataaaacgggctgatgctg–3’
   G  G  G  T  S  L  Q  I  K  R  A  D  A  A ►
               P2    P1’
VH_Guys13LC#7.2
5’-cagcatcagcccgttttatCtGcagACtggtcccccctcc-3’
 ◄ A  A  D  A  R  K  I  Q  L  S  T  G  G  G
                        P1’   P2

8. LC8 mutant (Ile106Leu).
VH_Guys13LC#8.1
5’–ggggggaccaagctggaGCtCaaacgggctgatgctg–3’
   G  G  T  K  L  E  L  K  R  A  D  A  A ►
                     P2’
VH_Guys13LC#8.2
5’-cagcatcagcccgtttGaGCtccagcttggtcccccc-3’
 ◄ A  A  D  A  R  K  L  E  L  K  T  G  G
[bookmark: _GoBack]                     P2
