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Report:

We solved the structure of Arabidopsis threonine synthase using MAD method. However,
the PLP cofactor (which is bound through a Schiff base to an aminoacid of the protein)
does not show up in the electron density map. We have proof that it is bound to the
protein, and we have proof of degradations due to X-ray damage.

In order to try the best we could, we soaked the crystals with PLP and NaBH4 which
performs a covalent bond with PLP.

In addition, one crystal was soaked with a substrate analogue. After this, we did a trial
with free radical scavengers, mannitol or thiourea.

Three data sets were collected to 2.4Å resolution, neither of which showed the presence
of ordered PLP in the active site.

Those crystals are P1 space group, and a minimum of 180° data is needed to get a
complete set. Electron density maps calculated on partial data show some full aminoacid
side chains (in particular in the active site), which are broken or only partial when more
data is added. However, the PLP never shows up even in partial maps. Mass spectrometry
measurements on crystals are in progress.



Tests

Crystal tests of cdsp34 protein ( 30 kDa, present in potato chloroplasts). The crystals,
frozen at 100K,  diffracted  at 19 Å resolution on ID14-EH3 (tests done on april 13th

2000).


