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Abstract Method 1H,1°N-HSCQ
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substrate complexes. By growing bacteria in >N labeled | test for host response to glyphosate. Cultures were induced with = .7 . I
media and In the presence of glyphosate, a shikimate 1 mM IPTG (1.93 mL/L) when cultures reached an optical density = L
Inhibitor, we were able to eliminate production of the of 1.0, and protein production was halted after 1 hour. After 1 126 { * . X8 )
/.6-kDa protein sac/7d. When fed unlabeled hour the amount of recoverable protein drastically declined due to T S
Phenylalanine(F), Tyrosine(Y), and Tryptophan(W), the the toxic effect of the protein binding to host DNA. When a - I
expression host produced normal levels of sac7d with sample was needed for NMR, the M9 salts were supplemented 70 0y psn? - 0
<30% labeling of the aromatic residues. with >NH,CI. Cells were lysed by sonication and then centrifuged .
R " 3t15000qg. The supernatant was heated to 75°C for 15 minutes to 15 - .
Introduction remove other proteins from solution. The clarified supernatant ’ v
The protocol in this research used the DNA-binding was dialyzed in a phospha_t_e buffer and puriﬁed_ via FPLC l.JSiﬂg a % 120 >
orotein sac7d from the hyperthermophilic archaeon Q-Sepharose column. Purified s_amples were dialyzed against DI F ©
Sulfolobus acidocaldarius; it was expressed in the E. water and concentrated for use in *H,”N-HSQC. T B \
coli strain Rosetta(DE3). The 66 residues of sac7d W24 T e ’
contain 5 aromatic amino acids. The solution NMR e
structure has been well resolved and its thermophilic - - 90 85 . 80 75 70
nature simplifies the process of purification. Glyphosate o PR
s a widely used shikimate inhibitor which will prevent =S L DI e S I S e e P
the In vivo production of aromatic amino acids and any L A 4 colored for emphasis [Tryptophan (red), Tyrosine(blue), Phenylalanine (magenta)].
proteins with aromatic residues. Feeding F, Y, and W, to & &
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