
of the first six N-ter mi nal res i dues of the two strains. Most
of these res i dues are deeply bur ied in the an ti body-bind ing
groove and es tab lish ex ten sive con tacts.

Us ing the pep tide as a guide, a dock ing com plex of a
whole pro te ase mono mer was gen er ated, which sug gests
that mAb 1696 in hib its the HIV PR by fa vour ing the dis so -
ci a tion of the ac tive homodimer. A dissociative mech a nism 
of pro te ase in hi bi tion by 1696 is con sis tent with the
stoichiometry of the in hi bi tion com plex, as de rived from
the in hi bi tion ki netic stud ies [3]. 
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Car bonic anhydrase IX (CA IX) is a cell sur face pro tein,
strongly as so ci ated with cer tain types of hu man car ci no -
mas. The pre dicted pro tein of cloned CA IX cDNA con -
sists of the sig nal pep tide, proteoglycan-re lated se quence,
car bonic anhydrase do main, trasmembrane seg ment and a
short intracellular tail (1, 2). Un til now, mo lec u lar ba sis of
in volve ment of CA IX in carcinogenesis has re mained un -
clear. CA IX is a cell ad he sion mol e cule, its car bonic
anhydrase (CA) is enzymaticaly ac tive. Struc tural study of
a CA IX-bind ing monoclonal an ti body (mAb) M75,
complexed with its epitope pep tide may con trib ute to ward
elu ci da tion of the role of CA IX. To achieve this goal, two
par al lel ap proaches were cho sen: anal y sis of Fab frag ment, 
or of a smaller scFv frag ment, both con tain ing the com plete 
an ti gen bind ing site pres ent in mAb M75.

Monoclonal an ti body M75 was ob tained (3) and
proved to re act ex cel lently with na tive and denaturated CA
IX. Us ing syn thetic oligopeptides,  the epitope of mAb
M75 was lo cal ized  in the proteoglycan do main of CA IX,
in the re gion of a tan dem re peat and iden ti fied  as amino ac -
ids PGEEDLP (4). The Fab frag ment was ob tained by
papain cleav age. We ob tained crys tals of free Fab M75 and 

Fab M75 complexed with two dif fer ent epitope pep tides.
The data set for Fab M75 was col lected and the struc ture
solv ing is un der way.

An other ap proach is to pre pare  sc Fv frag ment of this
an ti body (de scribed in the con tri bu tion of Vlastimil Král,
Mi lan Fábry, Magda Hoøejší, Jan Zavada, Juraj Sedláèek:
Mo lec u lar clon ing, E. coli ex pres sion and pu ri fi ca tion of
scFv an ti body frag ments of di ag nos tic/ther a peu tic in ter est.
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In ex per i ments of pro tein crys tal li za tion very of ten spheru -
lites, microcrystals and nee dles ap pear as a re sult of not
hav ing op ti mal crys tal li za tion con di tions. Op ti mi za tion of
con di tions is of ten guided by a sense of pro tein, how ever,
the o ret i cal knowl edge and prac ti cal ex pe ri ences are in ev i -
ta ble. It is well known that the best con di tions for grow ing
crys tals dif fer from crys tal nu cle ation con di tions. Sep a ra -
tion of these two pro cesses in or der to ob tain well dif fract -
ing crys tals will be pre sented. The im por tance of pro tein
pu rity and ho mo ge ne ity in grow ing crys tals will be
stressed and pro ce dures im prov ing crys tal qual ity will be
dis cussed. One of the top ics will con cern prac ti cal as pects
for prep a ra tion of pro tein crys tals for data col lec tion at
room and cryo genic tem per a ture. All these points will be
doc u mented by our ex pe ri ences with crys tal li za tion of a
num ber of pro teins, their mu tants and com plexes.
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