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24. CRYSTALLOGRAPHIC DATABASES

24.4.4. BMCD implementation — web interface

The BMCD is a web-accessible resource available to the crystal-
lographic community through the website at http://wwwbmcd.nist.
gov:8080/bmcd/bmed.html. The current version of the BMCD
includes 3547 crystal entries from 2526 biological macromolecules.
The web interface provides an easy mechanism for browsing
through the data contained in the BMCD. The user can examine the
complete list of macromolecule names and tabulations of the
number of macromolecules and crystal forms for each source,
prosthetic group, space group, chemical addition and crystallization
method. In addition, the listing of complete references is available
along with a set of general references concerning all aspects of
crystal growth.

The web interface offers a number of ways to query the database.
For example, the results of precomputed queries are available
through the tabulations of chemical additives, space groups,
crystallization methods and prosthetic groups mentioned above.
The tables provide links to lists of macromolecules and crystal
forms that match the database query for these parameters. Allowing
the user to enter specific parameter values that must be matched
provides another method of searching the database. Examples of
this include querying for macromolecules based on their molecular
weight. A user may also search for crystal forms of macromolecules
that crystallize at a particular temperature, macromolecule
concentration and pH. A range of values or a single value of one
or all of the parameters may be used to limit the search. For
references, queries for specific authors, keywords and journal
information are allowed.

24.4.5. Reproducing published crystallization procedures

The BMCD contains the information needed to reproduce the
crystallization conditions for a biological macromolecule reported
in the literature. This is an activity performed by many laboratories
engaged in protein engineering, rational drug design, protein
stability and other studies of proteins whose structures have been
previously determined. The crystallization of sequence variants,
chemically modified derivatives, or ligand—biological macromole-
cule complexes can sometimes be considered problems that fit into
this category. Usually, the reported crystallization conditions of the
native macromolecule are the starting points for initiating the
crystallization trials. The crystallization of the biological macro-
molecule may be simple to reproduce, but differences in the
isolation and purification procedures, reagents, and crystallization

Macromolecule -- subtilisin BPN' : prodomain (M1IMT)

Molecule Name : subtilisin BPN' : prodomain
Alias Names :
Genus: Bacillus
Species: amyliloquefaciens
Common Name: recombinant
EC Number : 3.4.21.14
Catalytic Reaction : hydrolysis of proteins and peptide amides
Total Molecular Weight: 36500 Total No. Subunits: 2
1. Subunit Molecular Weight: 28000; Subunit Number: 1
2. Subunit Molecular Weight: 8500; Subunit Number: 1
Prosthetic Group :
Remarks : During biosynthesis of subtilisin, the 77 amino acid prodomain is autocatatalytically
cleaved.

Total Number of Crystal Entries: 2
1. Crystal C2CJ: A=71.9, B=96.7, C=48.9, alpha=90, beta=90, gamma=90

2. Crystal C2CK: A=74.1, B=77.85, C=57.65, alpha=90, beta=90, gamma=90

Fig. 24.4.3.1. A representative example of a biological macromolecule,
subtilisin BPN': prodomain, entry MIMT in the BMCD.

methodology of different laboratories can dramatically influence
the results. The crystallization conditions in the database should be
considered a good starting point for the search or optimization that
will require experiments that vary pH, macromolecule and reagent
concentrations, and temperature, along with the crystallization
method.

The crystals for one of the isozymes of glutathione S-transferase
of rat liver grown from conditions reported in the literature (Sesay et
al., 1987) are used to illustrate these points. The original
crystallization conditions were for an enzyme isolated from rat
liver (entries MOP3 and C13R). However, the enzyme used in the
crystallization trials was cloned and expressed in Escherichia coli.
The crystals of the natural enzyme were grown in 3 to 5 days from
vapour-diffusion experiments at 4 °C, with droplets containing a
protein concentration of 11.3 mg ml~!, 0.46% B-octylglucoside,
30-37% saturated ammonium sulfate and 0.1 M phosphate buffer,
pH 6.9 equilibrated against well solutions containing 60-74%
ammonium sulfate.

The recombinant enzyme required an optimization of these
conditions to produce large single crystals (Ji et al., 1994). The
recombinant protein crystallized best at 4.0 °C, with droplets
containing a protein concentration of 12 mg ml™!, 0.2%
B-octylglucoside, 20-25% saturated ammonium sulfate, 1 mM
EDTA and 0.025 M TrisHCI, pH 8.0 equilibrated against well
solutions containing 40-50% ammonium sulfate. Both crystal-
lization protocols required the presence of 1 mM (9R,10R)-9-S-
glutathionyl-10-hydroxy-9,10-dihydrophenanthrene, a product in-
hibitor. The recombinant enzyme, 3-octylglucoside and ammonium
concentrations were adjusted. The pH was varied, with the largest
crystals being found at pH 8.0. Thus, TrisHCI was substituted for
the phosphate buffer. EDTA was also included as an additive; its

Crystallization Data for Molecule - subtilisin BPN' : prodomain

Crystal Data (C2CK).
Molecular Name: subtilisin BPN'; prod
Unit cell dimension

A | B C |Alpha bem'[ga_mm_a_ Z]
74.1[77.85/57.6500  Joo foo  l4]
Space group:

P2<1>2<1>2 - Orthorhombic
Crystal Density: 0
Diffraction limit (Angstroms): 2
Diffraction life time (Hours): ()
Crystal dimensions in mm: (.1 x 0.5 x 0.5

Crystallization Data.

|Macromolecule concentration range |0 |0 img/ml |
[ Temperature range ) 0P C
) pH value H.610]
Crystal growth time 0 0[Day

Chemical additions in the reservoir:
|Chemical Additive [Range|Unit |
{zgmmnnium sulfate |2 _E} ™M |
0.1 0 M |

Naote: In the above tables, 0 indicates that no data is available.

|S::diu m acetate

Reference for Crystal - C2CK.

Reference (R2NE).

Reference Title: "The prosegment-subtilisin BPN' complex:crystal structure of a specific
‘foldase”.”

Author Names: Gallagher, T; Gilliland, GL: Wang, L; Bryan, P:

Reference Source: Structure 3, 907- 914, 1995,

Reference also for: Crystal C2CJ |

Other Information Related to the Crystal.
Protein Data Bank: 1SPB
NDB:

Fig. 24.4.3.2. A representative example of a crystal entry C2CK for the
subtilsin BPN'": prodomain, entry MIMT in the BMCD.
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Fig. 24.4.5.1. Crystal of recombinant rat liver glutathione S-transferase (Ji
et al., 1994) grown from optimized conditions based on the data in
BMCD entries MOP3 and C13R.

absence or presence did not affect the crystallization. Crystals of the
recombinant enzyme grew within 5 to 10 days (Fig. 24.4.5.1).

24.4.6. Crystallization screens

With the introduction of the fast screen by Jancarik & Kim (1991),
almost all attempts to crystallize a protein begin with experiments
based on a screen of one form or another. The first screen was based
on the ideas put forth by Carter & Carter (1979) in their discussion
of the use of incomplete factorial experiments to limit the search,
the experience of the investigators themselves, and the experience
of others. A number of screens have been developed and even
commercialized (e.g. Cudney et al., 1994). The first screens were
quite general and applicable to a wide range of biological
macromolecules, but fast screens based on specific classes of
molecules such as RNA soon developed (Scott et al., 1995).

Purified Macromolecule/Complex

v

Concentrate and
Dialyze

Run crystals

24.4. THE BIOLOGICAL MACROMOLECULE CRYSTALLIZATION DATABASE

The BMCD is an ideal tool for facilitating the development of
screens for general or specific classes of macromolecules. For
example, if it were desired to produce a screen for endonucleases, a
quick search of the PDB would provide the information in Table
24.4.6.1. An examination of the crystallization conditions of the
endonucleases reveals that crystals are grown using a protein
concentration ranging from 2.5 to 12.9mg ml~', ammonium
sulfate, sodium phosphate, or polyethylene glycol 400 to 8000 as
precipitants at 4 to 20 °C between pH 4.5 and 8.3. A variety of
buffers and standard biochemical additives are also used. From an
examination of these parameters, a small subset of the crystal-
lization experiments comprising an endonuclease screen could be
developed.

24.4.7. A general crystallization procedure

The use of the BMCD has been incorporated into more general
procedures required for the crystallization of a biological
macromolecule that has never been crystallized (Gilliland, 1988;
Gilliland & Bickham, 1990; Gilliland et al., 1994, 1996). One such
general procedure is shown in Fig. 24.4.7.1. The example below
illustrates how the data in the BMCD were used to develop this
general procedure for soluble proteins. The BMCD can be used to
develop analogous procedures for other classes of biological
macromolecules. Briefly, in this procedure the purified biological
macromolecule is concentrated (if possible) to 10 to 25 mg ml™!
and dialysed into 0.005 to 0.025 M buffer at a neutral pH or at a pH
required to maintain solubility of the biopolymer. Other stabilizing
agents such as EDTA and/or dithiothreitol may be included at low
concentrations to stabilize the biological macromolecule during the
crystallization trials.

Once the protein has been prepared, commercial or customized
fast screens are carried out using vapour-diffusion experiments. If
crystals are obtained, X-ray diffraction studies are initiated, but
frequently small or poor-quality crystals are observed. Experiments

that systematically vary the crystallization
parameters (pH, ionic strength, tempera-
ture efc.) are then carried out. Micro- or
macroseeding may also be required to
optimize crystal growth (McPherson,
1982, 1999).

If the fast screens produce no crystals, a
more systematic approach can be under-
taken that is based on the data contained in

Fast Screens

no or poor crystals small/poor crystals

the BMCD. An analysis of the BMCD data
reveals that out of the large number of
reagents used as precipitating agents, a
small set accounts for the majority of the

Select Precipitants Seeding and
Titrate at pH 4.0, 6.0, 8.0 optimization

crystals observed. The pH range for all
crystals is quite large, but most proteins

A

crystallize between pH 3.0 and 9.0. Even

Vag:;::gu;i: n Epo:?noerr?tI:ft‘Estl:e: tor’ Micro- and macro- Optimize pH, temp.,
at pH 4.0, 6.0, 8.0 at pH 4.0, 6.0, 8.0 seeding reagent conc., etc.

though temperature can be an important
factor, crystallization experiments are
usually set up at room (~20 °C) or cold-

[ | [

T room (6 °C) temperatures. Protein concen-

Crystals? Crystal

Quality?

Improved

tration varies quite markedly, but it appears
that investigators typically use
>10 mg ml™ .

After examining the data in the BMCD,
the precipitating agents, ammonium sul-
fate, polyethylene glycol 8000, 2-methyl-

v

crystals

Fig. 24.4.7.1. A general crystallization strategy based on the data contained

2,4-pentanediol and sodium-potassium
phosphate might be selected for the initial
crystallization attempts, and experiments

in the BMCD. might be restricted to a pH range of 3.0 to

671

references


http://it.iucr.org/Fa/ch24o4v0001/references/


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (None)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.3
  /CompressObjects /Off
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJDFFile false
  /CreateJobTicket false
  /DefaultRenderingIntent /Perceptual
  /DetectBlends true
  /ColorConversionStrategy /sRGB
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /SyntheticBoldness 1.00
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 524288
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveEPSInfo true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts false
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 150
  /ColorImageDepth -1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages false
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /ColorImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasGrayImages false
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 150
  /GrayImageDepth -1
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /GrayImageDict <<
    /QFactor 0.76
    /HSamples [2 1 1 2] /VSamples [2 1 1 2]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 15
  >>
  /AntiAliasMonoImages false
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 600
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputCondition ()
  /PDFXRegistryName (http://www.color.org)
  /PDFXTrapped /False

  /DetectCurves 0.100000
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /PreserveDICMYKValues true
  /PreserveFlatness true
  /CropColorImages true
  /ColorImageMinResolution 150
  /ColorImageMinResolutionPolicy /OK
  /ColorImageMinDownsampleDepth 1
  /CropGrayImages true
  /GrayImageMinResolution 150
  /GrayImageMinResolutionPolicy /OK
  /GrayImageMinDownsampleDepth 2
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /CheckCompliance [
    /None
  ]
  /PDFXOutputConditionIdentifier ()
  /Description <<
    /ENU ()
  >>
>> setdistillerparams
<<
  /HWResolution [300 300]
  /PageSize [641.000 859.000]
>> setpagedevice


