
Fig. 5. [1H, 15N] HSQC spectrum of uniformly 15N-labeled F20L/A39V/N53P/V55L Fyn SH3 domain 
at 20°C, 800 MHz (1H frequency). Amide proton resonances are labeled according to the residue from 
which they derive, starting from Thr2 (Thr84 of full-length Gallus gallus Fyn). The constructs used 
contain additional residues N- and C-terminal to the SH3 domain itself, which give rise to several 
unassigned resonances in the random-coil region. Interestingly, a second set of amide resonances with 
intensities on the order of 10% of the main set was obtained in spectra of F20L, arising from a native-
like state in slow exchange with the major conformer, as verified by a magnetization exchange 
experiment (data not shown). Resonances from this additional excited state (marked (m) in this figure) 
do not show large relaxation dispersions but have elevated intrinsic transverse relaxation rates, 
suggesting a dimeric assembly, possibly a strand-swapped dimer as reported for the Eps8 SH3 domain 
(3), which was found to be in slow exchange with the monomer. The minor set of resonances were 
assigned and resonances affected by overlap were excluded from the CPMG analysis; note that the 
amide resonances of the two conformers are not resolved for several residues (Thr2, Tyr10, Glu11, 
Thr14, Asp17, Leu18, Ser19, Gln27 backbone and side-chain, Ile28, Glu38, Thr44, Gly45, Glu46). The 
exchange between the pair of conformers (on the order of 1/s) is too slow to compromise analysis of 
the CPMG relaxation dispersion profiles of the major state. 
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