
Center for Free-Electron Laser Science
CFEL is a scientific cooperation of the three organizations: 

DESY – Max Planck Society – University of Hamburg

Multiwavelength anomalous 
diffraction at high x-ray intensity
Sang-Kil Son,1 Henry N. Chapman,1,2 and Robin Santra1,2

1 Center for Free-Electron Laser Science, DESY, Hamburg, Germany
2 Department of Physics, University of Hamburg, Hamburg, Germany
————————————————————————————
Ultrafast Dynamic Imaging of Matter, Banff, Alberta, Canada
July 1–3, 2012



Sang-Kil Son  |  MAD at high x-ray intensity  |  July 3, 2012 |       / 16     
Center for Free-Electron Laser Science
CFEL is a scientific cooperation of the three organizations: 

DESY – Max Planck Society – University of Hamburg

X-ray scattering

> Elastic x-ray scattering form factor

> Carbon at synchrotron radiation: 12 keV, 106 photons on 10µm × 10µm
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Why X-ray free-electron laser

3

~108 molecules in a 
µm-sized crystal

high x-ray fluence from XFEL
(×106 more than synchrotron radiation)
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Femtosecond X-ray nanocrystallography

> Growing high-quality 
crystals is one of major 
bottlenecks in x-ray 
crystallography.

> Unprecedented high x-ray 
fluence from XFEL

> Enough signals from nano-
sized crystals and single 
molecules

> Single-shot molecular 
imaging: revolutionary 
impact on structural biology
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oversample the molecular transform, providing a potential route to
phasing of the pattern17,18.

In conventional crystallography, the ‘full’ Bragg reflection is deter-
mined to high precision, for example by integrating counts as the
crystal is rotated such that these reflections pass through the diffrac-
tion condition. By indexing individual patterns and then summing
counts in all partial reflections for each index, we performed a
Monte Carlo integration over the reciprocal-space volume of the
Bragg reflection and the distribution of crystal shapes and orientations
and variations in the X-ray pulse fluence. The result of this procedure
converges to the square of the structure factor moduli18. We found that
over 13% of diffraction patterns with ten or more spots could be
consistently indexed using the programs MOSFLM19 and DirAx20

(Methods). Merged intensities at 70-fs pulse duration are presented
as a precession-style image of the [001]-zone axis in Fig. 3b (see also
Supplementary Figs 3 and 4). We tested the reliability of this approach
by comparing the LCLS merged data with data collected at 100 K with
12.4-keV synchrotron radiation from a single crystal of photosystem I
cryopreserved in 2 M sucrose. These data sets show good agreement,
with a difference metric, Riso, of 22.1% computed over the entire reso-
lution range and of less than 13% in the middle resolution shells; see
Supplementary Table 1 for detailed statistics.

To complete our proof of principle, we conducted a rigid-body
refinement of the published photosystem I structure (Protein Data
Bank ID, 1JB0) against the nanocrystal structure factors, yielding
R/Rfree 5 0.25/0.23. A representative region of the 2mFo 2 DFc elec-
tron density map at 8.5 Å (Methods) from the LCLS data set is shown
in Fig. 3c. This map shows the details expected at this resolution,
including transmembrane helices, membrane extrinsic features and
some loop structures. For comparison, the electron density refined
from the 12.4-keV, single-crystal data set truncated to a resolution of
8.5 Å is given in Fig. 3d.

The dose of 700 MGy corresponds to a K-shell photoabsorption of
3% of all carbon atoms in the protein. This energy is subsequently

released by photoionization and Auger decay, followed by a cascade
of lower-energy electrons caused by secondary ionizations, taking
place on the 10–100-fs timescale21. Using a model of the plasma
dynamics22,23, we calculated that by the end of a 100-fs pulse each atom
of the crystal was ionized once, on average, and that motion of nuclei
had begun. This is expected to give rise to a decrease in Bragg ampli-
tudes, similar to an increase in a Debye–Waller temperature factor24.
We studied the effects of the initial ionization damage on the diffrac-
tion of photosystem I nanocrystals by collecting a series of data sets at
pulse durations of 10, 70 and 200 fs. The 10-fs pulses were produced
with lower pulse energy: ,10% of the total number of photons of the
longer pulses13, or a 70-MGy dose. Plots of the scattering strength of
the crystals versus resolution, generated by selecting and summing
Bragg spots from more than 66,000 patterns for each of the three pulse
durations measured, are shown in Fig. 4. The 10- and 70-fs traces are
very similar, indicating that these pulses are short enough to overcome
radiation damage at the observed resolution, 8.5 Å. For 200-fs pulses,
there is a decrease in scattering strength at resolutions beyond 25 Å,
indicating disordering on this longer timescale. The highest-resolution
Bragg peaks for the 200-fs pulses were not broadened or shifted relative
to the short-duration data sets, which indicates there was no strain or
expansion of the lattice, respectively.

Our next step is to improve resolution by using shorter-wavelength
X-rays. Resolution may ultimately be limited by X-ray pulse fluence,
the ultrafast radiation damage and the intrinsic disorder within the
nanocrystals themselves. Recent experiments21 at LCLS indicate a brief
saturation of the X-ray photoabsorption of atoms in a tightly focused
pulse, resulting in a decrease in photoionization damage on a 20-fs
timescale without a reduction in the scattering cross-sections that give
rise to the diffraction pattern22. Planned beamlines at LCLS aim to
achieve up to a 105-fold increase in pulse irradiance by tighter focusing,
allowing data collection with low-fluence, 10-fs pulses or pulses of even
shorter duration25. This provides a route to further reducing radiation
damage and may allow measurements on even smaller nanocrystals,
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Figure 3 | Diffraction intensities and electron density of photosystem I.
a, Diffraction pattern recorded on the front pnCCDs with a single 70-fs pulse
after background subtraction and correction of saturated pixels. Some peaks are
labelled with their Miller indices. The resolution in the lower detector corner is
8.5 Å. b, Precession-style pattern of the [001] zone for photosystem I, obtained
from merging femtosecond nanocrystal data from over 15,000 nanocrystal

patterns, displayed on the linear colour scale shown on the right. c, d, Region of
the 2mFo 2 DFc electron density map at 1.0s (purple mesh), calculated from
the 70-fs data (c) and from conventional synchrotron data truncated at a
resolution of 8.5 Å and collected at a temperature of 100 K (d) (Methods). The
refined model is depicted in yellow.
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Phase problem

> Phase problem: a fundamental obstacle in constructing an electronic 
density map from x-ray diffraction

> Phases are essential for 
structural determination, 
but they are lost in 
measurement. 
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Multiwavelength Anomalous Diffraction

> Dispersion correction:

> MAD phasing: The Karle-Hendrickson equation provides a simple way 
for phasing from the contrast at two or more wavelengths.
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similarity in folding and Cu coordination to other members of the
plastocyanin family. Other metalloprotein candidates for MAD
phasing include heme proteins, iron-sulfur proteins, and an ever
increasing group of zinc proteins.

Light metal centers can often be replaced by heavier ones.
Notably, the replacement of the group II ions Ca2' and Mg2+ by
lanthanides yields very strong anomalous scattering at the L,,, edges.
Our recent structural analysis of the calcium-dependent carbohy-
drate recognition domain from an animal lectin, mannose-binding
protein, illustrates this well. A recombinant fragment of this protein
was crystallized as a dimer with Ho3' ions replacing the two Ca2+
sites in each protomer. Data were collected at three wavelengths on
the spherical drift chamber detector at LURE (31). As expected
from the lanthanide white line features shown in Fig. 1B, the
measured signals were extraordinarily strong (Table 2). As a result,
phases were determined with sufficient accuracy that the model fitted
to the MAD-phased map gave an initial R value of 0.359 for all
observations to 2.5 A spacings (22). Because of an imperfection in
wavelength control in this experiment, the ability to refine scattering
factors was crucial. MAD experiments with lanthanide replacements
or replacements of transition metals by heavier L,,,-edge scatterers,
such as replacement of zinc by mercury, can prove very powerful.
Another category ofreplacement that can be very effective is in the

replacement of a natural ligand or cofactor by an analogous deriva-
tized ligand. This strategy has often been effective in MIR experi-
ments; for MAD the range of labeling elements can be extended to
the lighter K-edge scatterers. The structure analysis of streptavidin
as its selenobiotinyl complex is an example (Fig. 5A). In this case,
the data were measured on a single counter diffractometer on a
tunable beam line (32) at the Photon Factory in Japan. Streptavidin
is a tetramer and the asymmetric unit of the crystal contained
one-half of the molecule. The polypeptide chain was traced inde-
pendently for the two protomers in a MAD-phased map at 3.3 A
resolution (25), but the fitting was done after molecular averaging
with probabilistic phase combination (23). Brominated organic
ligands could be quite generally useful for this class of MAD
experiments.

Perhaps the greatest opportunity for future MAD experiments lies
in the use of conventional heavy-atom derivatives. All of the
commonly used substituting elements have L,,, edges in a readily
accessible region near 1 A wavelengths. The one MAD experiment
that has been done with conventional heavy atoms was not per-
formed on a synchrotron. MAD data from a Pt derivative of the

Fig. 5. Illustrations of novel structures deter-
mined directly and exclusively by the MAD meth-
od. (A) Tetramer of core streptavidin, with pro-
tein bonds drawn in blue. The selenobiotin
groups used for MAD phasing are shown in red.
(B) Ribonuclease H from Escherichia coli, which
was solved by use of selenomethionine labels. The
molecular surface and most atomic bonds are
drawn in yellow, those for catalytic site residues
are drawn in red, and a sulfate ion is in green.
[Reprinted from (21) with permission © AAAS]

D1D2 fragment ofCD4 were measured on a multiwire area detector
with characteristic lines from a Au anode that bracket the LI,, edge
of Pt. These data were combined with MIR phases to yield an
interpretable map. Had it been possible to conduct this experiment
on a suitable synchrotron beam line, more definitive initial phasing
could have been expected. Since isomorphism is not required, MAD
phasing of heavy-atom derivatives both increases the accuracy of
phases and extends the range ofuseful derivatives. Potential disorder
at heavy-atom sites remains a problem.
The final category of MAD applications is an exciting one by

virtue of its potential for generality. Brominated nucleic acid bases
can usefully label nucleic acids without appreciably perturbing their
structures. Our analysis of the complex of the antitumor drug
chromomycin with a duplex of octanucleotides in which one
thymine was replaced by 5-bromouracil illustrates this. The struc-
ture of this complex was solved from imaging phosphor data
measured at the Photon Factory in Japan (32, 33). The DNA
structure was directly interpretable (20), and phase combination
between the MAD probability distributions (23) and those from a
partially refined model were used to complete the drug structure.

In the case of proteins, the incorporation of selenomethionine in
place of methionine residues provides a general vehicle for incorpo-
rating MAD labels into proteins (34). The analysis of ribonuclease
H (Fig. 5B) is a successful example of this approach. The recombi-
nant protein was grown in bacteria with complete incorporation of
selenomethionine, and the structure was solved from imaging-
phosphor data measured at the Photon Factory in Japan (32, 33). In
this case the phases were accurate enough to permit an initial
interpretation into maps at 2.2 A resolution (21). Higher energy
resolution would have given even stronger signals (Fig. 1C and
Table 2). The extension to larger proteins with many Se sites poses
an exciting challenge for future applications.

Prospects
The MAD method can fairly be said to have emerged with vitality

from its long gestation. A lack of readily available, satisfactory
instrumentation has certainly impeded practical realization of the
promise of MAD phasing in macromolecular structure determina-
non. Even now, these experiments remain rather complex relative to
the routine measurements of conventional crystallography. Never-
theless, impressive results have already been obtained in a number of
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0.0

Wavelength (A)
Fig. 1. Anomalous scattering factor spectra for selected elements. (A)
Calculated spectra (37) for certain isolated atoms. For each element, the
imaginary component (f") is drawn in the upper curve and the real
component (f') is in the lower curve. Origins for the five elements are
displaced vertically as indicated. The figure is adapted from (14). (B)
Experimental values derived from an x-ray absorption spectrum of Eu-

Anomalous scattering is intimately associated with the resonant
absorption of x-rays that occurs when the frequency of the incident
radiation approaches the frequency of oscillations in a bound
electronic orbital (see Box 1). This anomalous dispersion (frequency
dependence) of scattering is, as the resonance phenomenon sug-
gests, most pronounced in the immediate vicinity of the absorption
edge. The resonances associated with K and L,,, absorptions are of
greatest interest for MAD experiments, and these must ofcourse be
within the accessible x-ray spectrum to be useful. The anomalous
scattering profiles for isolated atoms of a few elements are shown in
Fig. 1A. These examples illustrate a number of points: (i) Edge
positions for a given orbital occur at systematically increasing energy
(shorter wavelength) as the atomic number increases. (ii) Apart
from the energy of transition, all K edges are essentially alike and all
L edges are alike. (iii) L,,, edges, which are associated with the six
2p electrons, have anomalous scattering factor magnitudes on the
order of three times greater than those for K edges, which are
associated with the two is electrons. As shown in Fig. 1, B and C,
the anomalous scattering profiles that are actually observed from
molecules are typically more strongly featured than the calculated
ones for isolated atoms. These resonant "white-line" features, which
correspond to transitions to unoccupied molecular orbitals, can be
threefold greater than those expected from isolated atoms (8, 9).
An accessible spectral range for MAD experiments can be consid-

ered to be the window from -0.3 to ~3.0 A in wavelength (4 to 40
keV in energy). This range includes the K edges from atomic
number Z = 20 (Ca) to Z = 58 (Ce) and L,,, edges from Z = 51
(Sb) to Z = 92 (U). Thus, all elements at least as heavy as calcium
are possible candidates for MAD experiments. Diffraction experi-
ments have also been conducted at the S K edge (X = 5.02 A), but
these require vacuum chambers and very thin samples (10). Even
experiments at the Ca K edge would be compromised by absorp-
tion. Experience at the high-energy extreme is very limited, but such
experiments should be readily feasible. All elements normally used as
heavy atoms in MIR plus many that are too light for use as MIR
derivatives are all well suited for MAD experiments. Such elements
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0)
c
w

0.960.99 0.98 0.97
Wavelength (A)

(PhAcAc)3 (Ph, phenyl, and Ac, acetyl). The resonances from left to right are
associated with the L,,,, L11, and L, transitions. The L,,, maximum in f"
occurs at 6982.2 eV, which corresponds to 1.7757 A in wavelength. The
figure is adapted from (8). (C) Experimental values derived from an x-ray
absorption spectrum of selenomethionyl thioredoxin from Escherichia coli.
Reproduced from (34).

either occur naturally in macromolecules or can be introduced in a
variety of ways (Table 1).

X-ray Sources
MAD experiments require sources capable of producing x-rays at

various suitable wavelengths. With conventional x-ray tubes the
options are limited primarily to the characteristic lines from usable
target materials. Nevertheless, a pioneering demonstration of feasi-
bility was performed on Chironomus hemoglobin by using two x-ray
tubes (11), and instruments have been developed to use multiple
lines from mixed targets or L emissions (12). Indeed, MAD data
measured from a Pt derivative with Au L-line x-rays were used
together with MIR data to determine the structure of a CD4
fragment (13).
The bremsstrahlung continuum from x-ray tubes is another

possible source for MAD experiments, and wavelengths selected
from the continuum emitted by a Mo anode were used to solve the
structure of selenolanthionine (14), a small molecule. The
bremsstrahlung intensity is much weaker than that in characteristic
lines, but it can be optimized by using a high-Z anode material such
as Au.
Although MAD experiments are possible at conventional "home"

sources, the sporadic availability of characteristic emissions and the
relative weakness of the bremsstrahlung (Fig. 2) are limitations. On
the other hand, the spectral brightness of synchrotron radiation
(Fig. 2) is well suited for MAD work. The bending-magnet
radiation from several existing sources (CHESS at Cornell, NSLS at
Brookhaven, SSRL at Stanford, the Photon Factory in Tsukuba,
LURE in Orsay, DESY in Hamburg, and SRS at Daresbury) can
provide adequate flux for many experiments. Wigglers give en-
hanced flux and extend the spectrum to higher energy and can make
third-generation, low-energy sources suitable (such as ALS at
Berkeley, MAX-II in Lund, SRRC in Hsinchu). Undulators on the
high-energy, low-emittance sources that are under construction
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MAD with synchrotron radiation

> MAD has been a well-established phasing method with synchrotron 
radiation since late 80’s.

7

Table 1. Anomalous dispersion terms and RrYM values at the four x-ray
wavelengths used in data collection.

Rsym -{E yII- IIi l}I { SIi}
hkl i hkl i

where the second summation is over all redundant and all space-group
symmetry-equivalent measurements at a given hkl. The Rsym values under (1)
were obtained when the data were processed with a conventional model for
coincidence loss as a function of detector count rate. The values under (2)
resulted from the empirical scaling procedure described in (12). All Rsym
values are for the data to 2.5 A resolution.

Maxi-fi
r

Rsym mum UniqueX-ray energy (elec- (elec- count reflec-
(wavelength) rate tionsU trons) trons) (1) (2) (kHz)
10.0301 keV -1.61 3.27 0.120 0.046 68 14109

(1.2359 A)
9.0022 keV -6.17 4.17 0.107 0.045 66 10830
(1.3771 A)
8.9900 keV -8.11 2.54 0.097 0.045 66 10781
(1.3790 A)
8.0414 keV -2.55 0.60 0.055 0.043 57 7746
(1.5416 A)

teins are obvious candidates for the technique; even proteins
without metal atoms in their native state may be made amenable to
MAD phase assignment by chemical modification or by co-crystalli-
zation with an anomalous scatterer (2). Many of the difficulties
inherent in isomorphous replacement methods are thus bypassed:
data are collected from a single crystal form, a laborious search for
derivatives is unnecessary, and the question of imperfect isomor-
phism does not arise. The phasing power of the MAD technique
actually increases for higher resolution data, since the magnitude of
the anomalous dispersion scattering does not decrease with scatter-
ing angle. The application ofMAD phasing has been made techni-
cally feasible through the use of intense polychromatic synchrotron
radiation together with accurate data collection from multiwire
electronic area detectors.
The MAD phasing technique appeared particularly well suited to

solving a difficult and long-standing problem. In 1971 and 1974,
two groups of investigators independently reported the occurrence
of a basic copper-containing protein in cucumbers (3, 4). In view of
the occurrence of the protein in several plant sources (5, 6), the
names "cusacyanin" and "plantacyanin" were proposed. As the
protein has spectroscopic and redox properties that show that it
belongs to the class of blue copper proteins, we refer to it merely as
CBP, "cucumber basic blue protein." We crystallized CBP in 1976,
and preliminary crystallographic data were recorded (7). Only one
heavy-atom isomorphous derivative was successfully prepared (with
mercuric acetate), and then only from crystals of the native protein
cross-linked with glutaraldehyde. A map calculated by single iso-
morphous replacement techniques defied interpretation. Our at-
tempts to solve the structure by molecular replacement with models
based on the known structure of another blue copper protein,
plastocyanin, also failed. However, the structure was readily solved
with MAD phasing.

Because MAD phasing for protein structure analysis is so new,
too few experiments have been completed to determine how large
an anomalous dispersion signal is required to solve a protein
structure of a given size [although we have studied this question
theoretically (1)]. The phasing power of the MAD technique is
greater when the signal is large, as is the case at the L absorption
edges of the lanthanides (8). The large signal at the Tb LI,, edge (f'
-28 electrons, and f" --20 electrons) was exploited by Kahn et al.
in the determination of the Opsanus tau parvalbumin structure (9).

The substitution of Tb3+ at the two Ca2+ binding sites in this
protein (molecular weight, Mr 10,100) introduced a large anoma-
lous dispersion signal. In contrast, the magnitudes off' and f" are
typically less than 10 electrons at the K absorption edges of the
transition elements. Thus it is significant that in the present work
the signal from a single Cu atom in the native CBP (Mr 10,100) was
sufficient for structure determination with MAD phasing (Table 1)
(10).
Experimental. Crystals of CBP were grown by hanging-drop

vapor diffusion against 40 percent polyethylene glycol-6000 in
0.1M phosphate buffer (pH 6.0). The x-ray energies for data
collection were chosen after characterization of the energy depen-
dence ofthe anomalous dispersion terms f' and f" exhibited by the
sample crystals in the x-ray region that spans the CuK absorption
edge. For this purpose, the x-ray fluorescence from a single, oriented
crystal of CBP was measured as a function of the incident x-ray
energy with a scintillation counter positioned in the horizontal plane
and within 2 cm ofthe sample crystal at 90 degrees to the 95 percent
horizontally polarized incident beam. Figure 1 shows the variations
in f' and f" observed near the CuK absorption edge. Two ofthe x-
ray energies used for the data collection were chosen to lie at the
absorption edge: one at the point of maximum f", and one at the
point of maximum negative f'. The remaining two energies were
chosen approximately 1 keV above and below the edge (the latter
specifically at the CuKY line). Bragg intensities were measured from
two crystals ofCBP with dimensions 0.37mm by 0.37 mm by 0.13
mm and 0.37mm by 0.37 mm by 0.08 to 0.12 mm, respectively, by
using the area detector facility built specifically for exploiting the
MAD phasing technique at the Stanford Synchrotron Radiation
Laboratory (SSRL) (11, 12). To the extent possible, the diffraction
geometry was chosen so that Bijvoet pairs ofreflections (F+ and F-)
were measured simultaneously on different portions of the detector
(13). The 85,374 integrated Bragg intensities were partitioned into
140 bins, each bin corresponding to a rotation of the sample crystal
by about 8 degrees at a single energy. A linear scale factor was
assigned to each bin to minimize the overall Rsym, and the redun-
dant and symmetry-equivalent observations were averaged to yield a
consensus value of F+ and F- for each reflection at each energy
(Table 1).
The data used for the MAD phase assignment comprised 3550

independent reflections (99 percent ofthe accessible data) measured

4 -

-0

8600 8800 9000 9200 9400
Energy (eV)

Fig. 1. Energy dependence of the anomalous dispersion termsff andf' in
the region ofthe CuK absorption edge. Values off ' and f' are in electrons.
Experimental values for f" (heavy line) were obtained from x-ray fluores-
cence from a single crystal of CBP; ideal f" values (thin line) for atomic Cu
are from (58). Experimental values for f are derived by numerical integra-
tion from the f" spectrum with the Kramers-Kroenig relation; ideal f'
values (thin line) are from Honl theory (59). Derivation ofthe experimental
f" and f' values was performed with an in-house program DISCO (60).
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Fig. 3 (top). Stereoview of the CBP molecule, showing the Ca
atoms of the polypeptide backbone, the side chains of the Cu-
binding residues (His39, Cys79, His84, and Met89), and the cys-
tine disulfide bridge between Cys52 and Cys85. Fig. 4 (bot-
tom). Stereoview of the Cu site in CBP. The exposed imidazole
ring edge of His84 is surrounded by the side chains ofPhe'3, Met38,
Phe81, Pro82, and Ser87; that of His39 by the side chains of Thr'2
Phe13, Asn35, and Met38. The side chain ofTrp" is seen below that
of Met89.

Cucumber basic protein

Cucumber basic protein

is not coordinated to the Cu atom. Between the end of strand 4 and
the beginning of strand 5 are two tums of helix. The second turn of
helix finishes at a third Cys residue, Cys52. A disulfide bridge joins
Cys52 to Cys85. With respect to the Cu site, the disulfide bridge lies
on the distal side of the double loop in the polypeptide backbone:
neither of the S atoms is within bonding distance of the Cu atom.
The Cu atom is located beneath the surface at one end of the

molecule (Fig. 4). The donor atoms are Nb(His39), Sy(Cys79),
NB(His84), and Sb(Met89). The coordination is distorted from a
tetrahedral geometry, but further refinement is required before the
bond lengths and bond angles at the Cu atom can be stated with
confidence. At this stage there is no evidence for a fifth Cu-ligand
bond or close Cu-polypeptide contact. Both ofthe His ligands have
their distal (Cb-Nc) imidazole ring edges exposed to the solvent,
the immediate environment of His being more hydrophobic than
that ofHis39 (Fig. 4). The accessibility surfaces ofthe two imidazole
rings appear to be contiguous. On the side of the Cu site remote
from the solvent, the side-chain methyl group of Met89 lies in
contact with the aromatic side-chain group of Trp".

Structural comparisons with other blue copper proteins.
Three blue Cu proteins-plastocyanin, azurin, and pseudoazurin-
have previously been characterized crystallographically. In each the
Cu atom is coordinated by the Nb(imidazole) atoms of two His
residues, the Sy(thiolate) atom of a Cys residue, and the
Sb(thioether) atom of a Met residue (20-25). Refinements of the
structures of plastocyanin and azurin have shown that the Cu-
S(Met) bonds are abnormally long (2.9 and 3.1 A) (21, 24) and that
the Cu atom in azurin makes an additional close contact (3.1 A)
with a backbone O(peptide) atom (24). Although the Cu-S(Met)
bonds are obviously weak, they seem to play a crucial role in tuning
the reduction potentials of the blue Cu site (26, 27).
The present work shows that the distorted tetrahedral NNSS'

coordination in CBP is analogous to that found at the Cu sites of
plastocyanin and azurin, lending further support to the hypothesis
12 AUGUST I988

that the high redox potentials of the proteins (CBP, 317 mV;
plastocyanins, from -360 to 370 mV; azurins, from -280 to 320
mV) have a common structural origin (26, 27). The folds of the
polypeptide backbones of the three proteins are, however, distinctly
different (Fig. 5). In azurin, strands 4 and 5 of the polypeptide
backbone are part of the 1 sandwich; connecting the ends of these
strands, a flap comprising about 30 residues and including three
turns of helix hangs off the main body of the molecule (23). In
plastocyanin, strand 5 is too irregular to be part of the 1 sandwich
(20, 21). In CBP, the P-sandwich structure is further depleted by a
bend and twist in strands 4 and 5 that place these strands at a large
angle from the other strands. These observations support a sugges-
tion by Adman that there are several subcategories of blue Cu-
protein structure (28). From the viewpoint of crystallographic
methodology, the remarkable difference between the tertiary struc-
tures of CBP and plastocyanin explains why molecular replacement
methods failed for solving the CBP structure when a search model
based on plastocyanin was used.
The CBP structure confirms or explains the results of several

antecedent spectroscopic studies. Three of the Cu-binding residues,
a Met and two His residues, were predicted from 'H nuclear
magnetic resonance (NMR) redox titrations (29). The fourth, a Cys,
was to be expected from the intense charge-transfer band at -600
nm (30, 31). The locations of the His and Met ligands in the
molecule could be inferred from sequence homology with plasto-
cyanin and azurin in the vicinity of the Cu site (29). The prediction
ofthe Cu-binding Cys residue in CBP was less certain because ofthe
presence of two additional Cys residues that have no equivalent in
the other two proteins. The proximity of TrpII to the Cu site is
consistent with the observation that the quantum yield of a 340-nm
fluorescence band typical ofTrp is much higher in apo-CBP than in
Cu(I)- and Cu(II)-CBP (4). The observed close contact between the
side chain ofMet89 and the aromatic group ofTrp" accounts for the
large upfield shift of the e-CH3 resonance ofMet89 in the 'H NMR
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New theory for new experiment

8

Can we use the MAD phasing with XFEL?

phase problem ➔ MAD
growing high-quality crystals ➔ XFEL
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Electronic damage to heavy atoms

9
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Son, Chapman & Santra, PRL 107, 218102 (2011).
 (8 keV, 5×1012 photons/µm2, 10 fs FWHM)
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XATOM: x-ray and atomic physics toolkit

> X-ray-induced atomic processes for any given element and configuration

> Rate equation model to simulate ionization and relaxation dynamics

10

Son, Young & Santra, 
PRA 83, 033402 (2011).
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Prior speculations regarding MAD at XFEL

> Unavoidable electronic damage, especially to heavy atoms

> Dramatic change of anomalous scattering for high charge states

> Stochastic electronic damage to heavy atoms would destroy coherent 
scattering signals in nanocrystals

> MAD would not be an applicable route for phasing at XFEL...?

> We demonstrate the existence of a Karle-Hendrickson-type equation in 
the high-intensity regime.

> We show that MAD not only works, but also the extensive electronic 
rearrangements at high x-ray intensity provide a new path to phasing.

11

Son, Chapman & Santra, PRL 107, 218102 (2011).
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Scattering intensity including elec. damage
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> All changes among NH heavy atoms are included.
> P: protein, H: heavy atoms; only heavy atoms scatter anomalously and 

undergo damage dynamics during an x-ray pulse.
> Heavy atoms are ionized independently.
> Only one species of heavy atoms is considered.
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Son, Chapman & Santra, PRL 107, 218102 (2011).



> MAD coefficients:
→ measured or calculated with time evolution of config. populations

> 3 unknowns: 
→ solvable with measurements at 3 different wavelengths.
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Generalized Karle-Hendrickson equation

13

a(Q,!), b(Q,!), c(Q,!), and ã(Q,!)

Son, Chapman & Santra, PRL 107, 218102 (2011).
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MAD coefficients

14

Fe in an x-ray pulse of 2×1012 photons and 10 fs FWHM > calculated by XATOM

> bleaching effect: 
minimum deepened and 
edge broadened

> MAD works: enhanced 
contrast at different 
wavelengths

> alternative phasing 
method similar to SIR 
(single isomorphic 
replacement) or RIP 
(radiation-damage 
induced phasing)

Son, Chapman & Santra, 
PRL 107, 218102 (2011).
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Conclusion

> MAD phasing method in extreme conditions of ionizing radiations

> Combination of ultrafast electronic dynamics at the atomic level 
and imaging of macromolecules by intense x-ray pulses

> Existence of a generalized Karle-Hendrickson equation for the 
MAD method at high x-ray intensity

> Bleaching effect on the scattering strength to be beneficial to the 
phasing method

> A new opportunity for solving the phase problem in femtosecond 
nanocrystallography with XFELs
                                          ➔ A breakthrough in structural biology

15
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Take-home message
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FEL goes MAD.


