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atgggcagcagccatcatcatcatcatcacagcagcggcctggtgeccgegeggcageccatatggtgagcaaggge
M G S S H H H H H H S S GG L VvV P R G S H M V S5 K G
gaggagctgttcaccggggtggtgcccatcctggtcgagctggacggcgacgtaaacggccacaagttcagegtyg
E E L ¥ T G V V P I L V E L D G D V N G H K F S V
ggcgagggcgagggcgatgccacctcecctacggcaagctgaccctgaagttcatctgcaccaccggcaagectgecce
G £ 6 E 66D AT S Y G K L T L K F I C T T G K L P
gtgccctggcccaccctecgtgaccaccctgacctggggegtgcagtgecttcagecgectacceccgaccacatgaag
v p W p T L Vv T T L T W G V @ C F S R Y P D H M K
cagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagegcaccatecttcecttcaaggacgacggce
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
aactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagcectgaagggcatcgac
N Y K T R A E V K ¥ E 6 D T L VvV N R I E L K G I D
ttcaaggaggacggcaacatcctggggcacaagctggagtacaactacatcagccacaacgtctatatcaccgcec
¥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
gacaagcagaagaacggcatcaaggccaacttcaagatccgccacaacatcgaggacggcagcgtgcagectecgcece
b K ¢ K N 6 T K A N F K I R H N I E D G S V O L A
gaccactaccagcagaacacccccatcggcgacggccccgtgetgectgeccgacaaccactacctgagecacccag
pb H vy o oo N T P I G D G P V L L P DN H Y L S T O
tccgccctgagcaaagaccccaacgagaagcgcgatcacatggtectgetggagttecgtgaccgecgecgggatce
s AL s K b P N E K R D H M V L L E F V T A A G I
EcoRI BamHI BamHI
actctcggcatggacgagctgtacaagtccggaattegtagtggatectecgtcaagectcaggatectecttegage
r .. ¢ M D E L Y K s 66 I R S G s s s S s G s s S s
BamHI BamHI BamHI BamHI
tcaggatcctcgtcgagctctggatccagcagttcaagecggatcctettecgagectctggatccagttcaagtteg
s 6 s s s s s G s s s s s GG s s s s s G s s s s s
BamHI BamHI BamHI SacII
ggatccagctcttctagtggatcctctagtagctcgggatccagttcaagcacaccgcggatggtgagcaagggce
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
gaggagctgttcaccggggtggtgcccatcctggtcgagctggacggcgacgtaaacggccacaagttcagegtyg
E E L ¥ T G V V P I L VvV E L D G D V N G H K F S V
tccggcgagggcgagggcgatgccacctacggcaagctgaccctgaagttcatctgcaccaccggcaagctgece
s G & G E 6 D AT Y G K L T L K F I C T T G K L P
gtgccctggcecccaccctecgtgaccaccttecggectacggectgcagtgecttecgececgectacceccgaccacatgaag
v p W P T L Vv T T F G Y G L Q C F A R Y P D H M K
cagcacgacttcttcaagtccgccatgcccgaaggctacgtccaggagecgcaccatcttcecttcaaggacgacggce
 H D F F K S A M P E G Y V g E R T I F F K D D G
aactacaagacccgcgccgaggtgaagttcgagggcgacaccctggtgaaccgcatcgagctgaagggcatcgac
N Y K T R A E V K ¥F E 6 D T L VvV N R I E L K G I D
ttcaaggaggacggcaacatcctggggcacaagctggagtacaactacaacagccacaacgtctatatcatggece
F K E D 6 N I L G H K L E ¥ N Y N S H N V Y I M A
gacaagcagaagaacggcatcaaggtgaacttcaagatccgccacaacatcgaggacggcagcgtgcagctecgec
b K ¢ K N 6 T K v N F K I R H N I E D G S V QO L A
gaccactaccagcagaacacccccatcggcgacggcecccgtgcectgcectgeccgacaaccactacctgagcectaccag
b H vy o 0 N T P I G D G P V L L P DN H Y L S Y Q
tccgccecctgagcaaagaccccaacgagaagcgcgatcacatggtectgetggagttegtgaccgecgecgggate
s A L s K b p NE K RDHM V L L E F V T A A G I
actctcggcatggacgagctgtacaagtggagccacccgcagttcgaaaaataa
T L. & M D E L Y K W S H P QO F E K -

His-tag EYFP
ECEFP Strep-tag
Linker

Supplementary Figure S1 Sequences of proteins used in this study
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EcoRI BamHI BamHI BamHI
ggaattcgtagtggatcctcgggatcatcaggatcctctgggagctcaggatcectcgggg
G I R S G s S G s S G S s G s s G s S G

BamHI BamHI BamHIu
agctctggatccagcggttcaagcggatcctcagggagctctggatccagtggtagttcg
s s 6 s s 6 s s 6 s s GG s s GG s s G S S

BamHI BamHI BamHI SacII
ggatccagcggatctagtggatcctctggtagttcgggatccagtggtageccecgegg
G s s G s s G s s G s s GG S S G S P R

CLY-(Sg)9 linker

EcoRI SacTl SacTl Sacl
ggaattcgttcgagctcatccagttcttcgagctctagttcctcatcgagectecteccage
G I R s s s s s s s s s S S S S S S S S

SacTl SacTl SacTl
tcatcgagctcaagttcatcctcgagctcecttegtcatcttcgagetcttccagtagtteyg
s s s s s s s s s s s s s s s s s S S S
SacI SacI SacI SacII

agctctagttcgtcctcgagctcatcttcaagttcgagctccagttcatccacaccgecgg
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 TrisHCI pH 8.0 containing 100 mM NaCl, 20 @M EDTA and 10% (v/v) glycerol, exciting at 420 nm
(vertical axis) or at 514 nm (horizontal axis). Emission was recorded from 523 nm to 533 nm in both
cases. A straight line was fit through the data (Equation 2 in the main text).
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Supplementary Figure S3 Comparison of experimental FRET efficiencies with those predicted with
Gaussian Chain models. Symbols show E, for all CLY proteins. Solid lines represent best fit of modelled
(E)ensembre VS- linker length curves with indicated values of C... The purple dashed line (C. = 9) is the
modelled FRET efficiency vs. linker length curve for polyserine according to the Flory model™?.
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