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CLY-(GS5)9 

atgggcagcagccatcatcatcatcatcacagcagcggcctggtgccgcgcggcagccatatggtgagcaagggc 

 M  G  S  S  H  H  H  H  H  H  S  S  G  L  V  P  R  G  S  H  M  V  S  K  G 

gaggagctgttcaccggggtggtgcccatcctggtcgagctggacggcgacgtaaacggccacaagttcagcgtg 

 E  E  L  F  T  G  V  V  P  I  L  V  E  L  D  G  D  V  N  G  H  K  F  S  V   

ggcgagggcgagggcgatgccacctcctacggcaagctgaccctgaagttcatctgcaccaccggcaagctgccc 

 G  E  G  E  G  D  A  T  S  Y  G  K  L  T  L  K  F  I  C  T  T  G  K  L  P   

gtgccctggcccaccctcgtgaccaccctgacctggggcgtgcagtgcttcagccgctaccccgaccacatgaag 

 V  P  W  P  T  L  V  T  T  L  T  W  G  V  Q  C  F  S  R  Y  P  D  H  M  K 

cagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagcgcaccatcttcttcaaggacgacggc 

 Q  H  D  F  F  K  S  A  M  P  E  G  Y  V  Q  E  R  T  I  F  F  K  D  D  G   

aactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgac 

 N  Y  K  T  R  A  E  V  K  F  E  G  D  T  L  V  N  R  I  E  L  K  G  I  D   

ttcaaggaggacggcaacatcctggggcacaagctggagtacaactacatcagccacaacgtctatatcaccgcc 

 F  K  E  D  G  N  I  L  G  H  K  L  E  Y  N  Y  I  S  H  N  V  Y  I  T  A   

gacaagcagaagaacggcatcaaggccaacttcaagatccgccacaacatcgaggacggcagcgtgcagctcgcc 

 D  K  Q  K  N  G  I  K  A  N  F  K  I  R  H  N  I  E  D  G  S  V  Q  L  A 

gaccactaccagcagaacacccccatcggcgacggccccgtgctgctgcccgacaaccactacctgagcacccag 

 D  H  Y  Q  Q  N  T  P  I  G  D  G  P  V  L  L  P  D  N  H  Y  L  S  T  Q   

tccgccctgagcaaagaccccaacgagaagcgcgatcacatggtcctgctggagttcgtgaccgccgccgggatc 

 S  A  L  S  K  D  P  N  E  K  R  D  H  M  V  L  L  E  F  V  T  A  A  G  I   

                               EcoRI      BamHI             BamHI              

actctcggcatggacgagctgtacaagtccggaattcgtagtggatcctcgtcaagctcaggatcctcttcgagc 

 T  L  G  M  D  E  L  Y  K  S  G  I  R  S  G  S  S  S  S  S  G  S  S  S  S   

   BamHI             BamHI             BamHI             BamHI 

tcaggatcctcgtcgagctctggatccagcagttcaagcggatcctcttcgagctctggatccagttcaagttcg 

 S  G  S  S  S  S  S  G  S  S  S  S  S  G  S  S  S  S  S  G  S  S  S  S  S 

BamHI             BamHI             BamHI             SacII 

ggatccagctcttctagtggatcctctagtagctcgggatccagttcaagcacaccgcggatggtgagcaagggc 

 G  S  S  S  S  S  G  S  S  S  S  S  G  S  S  S  S  T  P  R  M  V  S  K  G   

gaggagctgttcaccggggtggtgcccatcctggtcgagctggacggcgacgtaaacggccacaagttcagcgtg 

 E  E  L  F  T  G  V  V  P  I  L  V  E  L  D  G  D  V  N  G  H  K  F  S  V   

tccggcgagggcgagggcgatgccacctacggcaagctgaccctgaagttcatctgcaccaccggcaagctgccc 

 S  G  E  G  E  G  D  A  T  Y  G  K  L  T  L  K  F  I  C  T  T  G  K  L  P   

gtgccctggcccaccctcgtgaccaccttcggctacggcctgcagtgcttcgcccgctaccccgaccacatgaag 

 V  P  W  P  T  L  V  T  T  F  G  Y  G  L  Q  C  F  A  R  Y  P  D  H  M  K 

cagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagcgcaccatcttcttcaaggacgacggc 

 Q  H  D  F  F  K  S  A  M  P  E  G  Y  V  Q  E  R  T  I  F  F  K  D  D  G   

aactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgac 

 N  Y  K  T  R  A  E  V  K  F  E  G  D  T  L  V  N  R  I  E  L  K  G  I  D   

ttcaaggaggacggcaacatcctggggcacaagctggagtacaactacaacagccacaacgtctatatcatggcc 

 F  K  E  D  G  N  I  L  G  H  K  L  E  Y  N  Y  N  S  H  N  V  Y  I  M  A   

gacaagcagaagaacggcatcaaggtgaacttcaagatccgccacaacatcgaggacggcagcgtgcagctcgcc 

 D  K  Q  K  N  G  I  K  V  N  F  K  I  R  H  N  I  E  D  G  S  V  Q  L  A 

gaccactaccagcagaacacccccatcggcgacggccccgtgctgctgcccgacaaccactacctgagctaccag 

 D  H  Y  Q  Q  N  T  P  I  G  D  G  P  V  L  L  P  D  N  H  Y  L  S  Y  Q   

tccgccctgagcaaagaccccaacgagaagcgcgatcacatggtcctgctggagttcgtgaccgccgccgggatc 

 S  A  L  S  K  D  P  N  E  K  R  D  H  M  V  L  L  E  F  V  T  A  A  G  I 

actctcggcatggacgagctgtacaagtggagccacccgcagttcgaaaaataa 

 T  L  G  M  D  E  L  Y  K  W  S  H  P  Q  F  E  K  - 

 

His-tag  EYFP 

ECFP   Strep-tag 

Linker 

 

Supplementary Figure S1 Sequences of proteins used in this study 
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CLY-(G2S4)9 linker 

 EcoRI      BamHI             BamHI             BamHI 

ggaattcgtagtggatcctcgggatcatcaggatcctctgggagctcaggatcctcgggg 

 G  I  R  S  G  S  S  G  S  S  G  S  S  G  S  S  G  S  S  G  

 

      BamHI             BamHI             BamHIµ 

agctctggatccagcggttcaagcggatcctcagggagctctggatccagtggtagttcg 

 S  S  G  S  S  G  S  S  G  S  S  G  S  S  G  S  S  G  S  S  

 

BamHI             BamHI             BamHI          SacII 

ggatccagcggatctagtggatcctctggtagttcgggatccagtggtagcccgcgg 

 G  S  S  G  S  S  G  S  S  G  S  S  G  S  S  G  S  P  R  

 

CLY-(S6)9 linker 

 EcoRI     SacI              SacI              SacI 

ggaattcgttcgagctcatccagttcttcgagctctagttcctcatcgagctcctccagc 

 G  I  R  S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  

 

     SacI              SacI              SacI 

tcatcgagctcaagttcatcctcgagctcttcgtcatcttcgagctcttccagtagttcg 

 S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  

 

SacI             SacI              SacI               SacII 

agctctagttcgtcctcgagctcatcttcaagttcgagctccagttcatccacaccgcgg 

 S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  S  T  P  R  

 

Supplementary Figure S1 (continued) Sequences of proteins used in this study. 
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Supplementary Figure S2 Relationship between direct EYFP excitation at 514 and 420 nm. 

Fluorescence intensities for a concentration series of 100, 140, 230, 260, 310, 350 and 400 nM EYFP in 

20 mM TrisHCl pH 8.0 containing 100 mM NaCl, 20 M ET and 10 (/) glycerol, exciting  at 420 nm 

(ertical axis) or at 514 nm (horizontal axis). Emission was recorded from 523 nm to 533 nm in both 

cases.  straight line was fit through the data (Equation 2 in the main text). 

 

  

Supplementary Figure S3 Comparison of experimental FRET efficiencies with those predicted with 

Gaussian Chain models. Symbols show Eobs for all CLY proteins. Solid lines represent best fit of modelled 

〈E〉ensemble s. linker length cures with indicated alues of C∞. The purple dashed line (C∞ = 9) is the 

modelled FRET efficiency s. linker length cure for polyserine according to the Flory model
1,2

. 
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