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HDX: hydrogen/deuterium exchange
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S. Nakazawa et al. Anal. Biochem., 420, 61-67, 2012
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HDX/ Y5 A—4
KRR 2L
D.. D. D,, Ds
Human insulin 20.3 3.9 1.5 3.0
Lispro 24.5 7.3 2.6 2.5
Glulisine 24.7 7.2 2.6 2.8
Glargine 18.0 2.0 1.8 4.2
19.9 3.3 1.6 2.5
NPH 16.4 1.0 1.8 3.6
NPL 16.9 1.3 2.0 1.8

D.,= D, - Dysexp(—k) = D;exp(—k,t) — D,-exp(—k,l)
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| /
intact insulin 10 mM NH,OAc1:1 volume of 250 mM TCEP-HCI*,

/99.99% D,0, 5°C pH 2.5 S A)L T+ RiEEDIRT
pH 7.0
Digestion == _ LC/MS - |V
Pepsin column, — 40 pl/min, 0.1% HCOOH, Ve [V J
0.3% HCOOH, 0°C, 2 min o __ 8-30% CH5CN, 5 min ‘1'
NRTZ2(CEKDB gradient, 0°C A
H_éﬁ)zll_“: . retention time —
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BIKZRENDIRTE

*TCEP: tris(2-carboxyethyl)phosphine
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S. Nakazawa et al. Biochim. Biophys. Acta, 1834, 1210-1214, 2013
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S. Yamada,
Diabetes Metab. Syndr. Obes,
2,111-115, 20009.
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