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                Supplementary Materials of “The extremely slow-exchanging core and
   acid-denatured state of Green Fluorescent Protein”
   Jie-rong Huang, Shang-Te Danny Hsu, John Christodoulou, and Sophie E.
   Jackson
   S1.
   
   Measurable H/D exchange peaks at pH 7.4, 37 °C, with from 0.0 M to 1.0
   M [GdmCl]. Figures are separated by their secondary structure. Only A
   is linearly fitted and with standard errors plotted (almost smaller
   than the symbols). The standard errors and linear fitting lines of
   other Figures are in the similar range and omitted for clarity. A (1):
   V12 (squares), L18 (triangles), D19 (reverse triangles), G20
   (diamonds), and D21 (circles). B ( 2): F27 (squares), V29
   (triangles), G31 (reverse triangles), E32 (diamonds), and G33
   (circles). C (3): T43 (squares), K45 (triangles), and I47 (reverse
   triangles). D (4): E95 (squares), R96 (triangles), T97 (reverse
   triangles), and I98 (diamonds). E (5): F100 (squares), D103
   (triangles), G104 (reverse triangles), N105 (diamonds), T108
   (circles), R109 (crosses), and F114 (daggers). F ( 6): L119
   (squares), R122 (triangles), E124 (reverse triangles), L125
   (diamonds), K126 (circles), and G127 (crosses). G (7 and 8): I161
   (squares), K162 (triangles), and H169 (reverse triangles). H (9):
   A179 (squares), H181 (triangles), Y182 (reverse triangles), Q184
   (diamonds), and T186 (circles). I (10 and 11): H199 (squares), S202
   (triangles), V224 (reverse triangles), T225 (diamonds), and A226
   (circles).
   S2.
   
   Peak intensity over time for the very slow-exchanging amide groups at
   0.5 M GdmCl, pH 8.5, 37 C. A: Ile14; B: Leu15; C: Tyr92; D: Tyr106;
   E: Val112; F: Lys113; G: Asn120; H: The simulated peak intensity
   versus time for an amide group with an exchange rate constant, kex
   from 10-7 to 10-10 s-1 (note: the curves of kex = 10-9 s-1 and 10-10 s-1are
   too close to distinguish at this time scale (12 weeks)).
   S3.
   
   Comparison of 1-D proton spectra. Left: native state. Middle: refolded
   after 40 minutes acid-denatured and H/D exchange. Right: refolded
   after 80 minutes acid-denatured and H/D exchange. A significant number
   of cross-peaks were observed to disappear from the amide proton
   region, while the aliphatic and aromatic region of the spectra
   remained identical.
   S4.
   
   Refolding spectra (acquired in a 500 MHz spectrometer) with different
   incubation times under acid-denaturing conditions. A: Denatured for 5
   minutes then refolded (black). The native state spectrum (green) was
   acquired using a 700 MHz spectrometer. B: Denatured for 20 minutes
   then refolded. C: Denatured for 40 minutes then refolded. D: Denatured
   for 80 minutes then refolded. The insert is the estimated exchanging
   profile of the amide proton with the slowest intrinsic rate constant
   (8.67 × 10−4 s−1) under the conditions used.
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