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Table S1 Design and thermal stability of collagen Ol mutation model peptides.

Peptide name Peptide sequence” Tm (°C)’
T1-898 Ac-GPO-GAO-GAO-GAO-GPVIGPA-GAR-GPO-GPO-GPO-GPO-GY-CONH, 3%
Gly—Ala

e
T1-898[G16A] Ac-GPO-GAO-GAO-GAO-GPVJAPA-GAR-GPO-GPO-GPO-GPO-GY-CONH, 155

Gly—Ser
§
T1-898[G16S] Ac-GPO-GAO-QAO—GAO-GPy-PA-GAR-GPO-GPO—QPO-GPO-GY-CONHZ 14.5

GPOT1-898[G16S] Ac—GPO—GPO—QPO-GPO-GPY—PA-GAR—GPO-GPO-QPO—GPO—GY—CONHZ 28

Gly—Arg

§
T1-898[G16R] Ac—GPO-GAO-QAO-GAO-QPV—IEIPA—GAR-GPO-GPO—QPO-GPO-GY-CONHz 7

GPOT1-898[G16R] Ac-GPO—GPO—QPO—GPO-GPy—PA-GAR-QPO-GPO—GPO-GPO-GY-CONHz 5
GAATI1-898[G16R] Ac-GPO—GPO-QPO—GAO-GAA-@PA-GAR—QPO—GPO-GPO—GPO—GY—CONHZ 13
Gly—Asp

§
T1-898[G16D] Ac—GPO-GAO-QAO—GAO—QPV—@PA—GAR-GPO—GPO-QPO-GPO—GY-CONHz <3

"I5N labeled residues are underlined and bolded. Glycine substitutions are boxed.
T, determined from CD thermal transition, as described in Materials and Methods.
*Hyde et al, 2006 (1).

Bryan et al, 2011 (2).



Table S2 Translational diffusion coefficients of *°N-labeled residues in model peptides in
the disordered states. Diffusion coefficients at 0°C (Dgec), diffusion coefficients at 0°C
normalized to values at 40°C (Dyormalized,0°c), and diffusion coefficients at 40°C (D4pec) are shown
in the units of 10'm?s™". The experiments are performed at 5S00MHz NMR for all peptides except
600MHz for GPOT1-898[G16S]. Dgoc for GPOT1-898[G16S] is obtained at 5°C instead of 0°C,
as the peptide has weak disordered peaks at low temperature and satisfactory data could be
achieved only at 5°C. Disordered resonances of G13 and G28 in peptides T1-898[G16R] and T1-
898[G16D] are overlapped.

Dnormaliz i Error

Peptide Residue Do-c . Error Dao-c Error

: ed, 0°C :
G7 6.12 | 0.78 19.52 | 2.49 20.79 | 0.22
T1-898 | A18 | 714 | 066 | 2277 | 210 | 2004 | 042 |
G288 | 651 | 013 | 20.76 | 041 | 21.73 | 0.63 |
G7 569 | 0.34 18.14 | 1.08 20.54 | 0.23
T1-898[G16A] | A16 | . 479 1 031 | 1527 | 099 | 2012 | 016 |
- G28 | 635 | 038 | 2025 | 121 | 2057 | 009 |
G7 448 | 035 | 1429 | 112 | 1854 | 0.20
rigosiGles] | V15 | 477 1 019 | 1521 | 061 | 2033 | 019 |
A18 454 : 0.8 14.48 | 0.57 18.25 : 0.27
- G28 | 612 | 024 | 1952 | 077 | 1951 | 020 |
G7 635 | 064 | 1674 | 167 | 16.60 | 0.21
GPOTL- | V15 | | 611 | 031 | 1610 | 081 | 1640 | 0.7 |
898[G16S] | A18 | 658 | 034 | 17.35 | 0.90 | 1560 | 0.18 |
G2 | 578 | 032 | 1522 | 084 | 1590 | 0.12 |
G7 354 | 0.08 11.29 | 0.26 19.02 | 0.20
T1-898[G16R] | G13 | 370 | 003 | 11.80 | 0.0 | 1956 | 0.08 |
G28 | 370 | 003 | 11.80 | 010 | 1956 | 0.08 |
G7 331 | 0.06 10.55 | 0.19 20.91 0.17
T1-898[G16D] | G13 | 371 | 008 | 11.83 | 026 | 21.25 | 008 |
G628 | 371 | 008 | 1183 | 026 | 2125 | 008 |




CD and NMR characterization of T1-898[G16D]

Peptide T1-898[G16D] modeling a Gly to Asp mutation shows very poor thermal stability
compared to the control T1-898 and other mutant peptides (Table S1). Peptide T1-898[G16D]
could not form fully folded triple helix structure, since the triple helical resonance of G13 is not
observed in the HSQC spectrum (Fig. S1A). The triple helical resonances for G7 and G28 are
present and have the same chemical shifts as G7 and G28 in other T1-898 series peptides (Fig.
1). It suggests that peptide T1-898[G16D] did not fold through the substitution site to form a
fully folded trimer, even though the two ends could be in a triple helical conformation. The
peptide might be partially folded at only one end (C or N terminus) or it might be able to form a
conformation of two folded ends and an unfolded middle region. Normalized diffusion
coefficients Dyoec of all residues are very low and close to the trimer diffusion coefficients (Fig.
S1B), indicating that the peptide may predominately form partially folded trimers at the C-
terminus (PFT-C), at the N-terminus (PFT-N) or with a break in the middle (PFT-M). However,
the measurements of Dyjooc may be less accurate for peptide T1-898[G16D] due to overlapping
of the disordered resonances.

Experiments were performed to determine if the charge repulsion of the side chain of the
Asp substitution destabilizes the peptides. The pKa of the side chain acidic group of Asp is 3.86
and hence the peptide T1-898[G16D] was studied at pH 3.5. The ellipticity value of the peptide
at pH 3.5 is slightly higher than that in PBS at pH 7. However the observed Ty, of the peptide at
pH 3.5 is 6° C, which is not a big rise compared to the same peptide in PBS at pH 7 (Fig. S1C). It
indicates that charges do not affect the molecular features of the peptide significantly.
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Figure S1 Effect of Gly to Asp substitution on equilibrium conformations of peptide T1-898. 'H-
N HSQC spectra of T1-898[G16D] (A): the peaks corresponding to the disordered and triple
helical states are denoted with a superscript D or T, respectively. Minor disordered resonances
arise due to cis-trans isomerization in the unfolded state of the Pro/Hyp-rich chains (3).
Histogram of the residue-specific translational diffusion coefficients of '"N-labeled residues in
disordered states for peptide T1-898[G16D] (B): diffusion coefficients at 0°C are normalized to
those at 40°C. The black dashed line represent the normalized diffusion coefficients for unfolded
monomer (theoretically with value of 1) and native trimer (with a value of 0.58 for G28 in



peptide T1-898[G16A]), respectively. CD melting transition of T1-898[G16D] (m) in 20mM
PBS buffer, pH 7 and T1-898[G16D] at pH 3.5 (0) (C).
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