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ABSTRACT: The magnetic compass sensor in night-migratory Chicken Cryptochrome 4a
=4

songbirds is thought to be a flavin-tryptophan radical pair formed (%) - Ty © )!
by blue-light excitation of the protein cryptochrome-4a (Cry4a) - > et e
localized in photoreceptor cells in the birds’ retinas. The effects of
applied magnetic fields on the photochemistry of purified Cry4a
from the migratory European robin are well characterized, but it is
less clear what, if anything, distinguishes the magnetic responses of
the Cry4a proteins from migratory and nonmigratory species. We
present here a detailed study of the magnetic sensitivity of Cry4a from the nonmigratory chicken. The wild-type protein is compared
with two mutants in which either Arg317 or Glu320, both close to the tryptophan radical, were replaced by the amino acids Cys and
Lys, respectively, found in Cry4a from robins and other night-migratory passerines. These sites had previously been identified as
probably facilitating the evolution of an optimized magnetic sensor for nocturnal orientation in songbirds. Neither of these mutations
was found to affect the reaction kinetics or magnetic sensitivity of the radical pairs, suggesting that any differences in Cry4a between
robin and chicken must stem from their ability to transmit magnetic information, for example via protein—protein interactions. In
contrast, a Trp — Phe mutation at the end of the tryptophan-tetrad electron transfer chain in both cryptochromes led to a large
increase in magnetic sensitivity, suggesting different sensing and signaling roles for the third and fourth tryptophans.
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H INTRODUCTION Observations of magnetic field-sensitive, RPM-driven, light-
induced reactions in the cryptochrome/photolyase family of
proteins, such as AtCryl, E. coli photolyase (EcPL) and
Drosophila melanogaster Cry (DmCry) have added significant
weight to the cryptochrome hypothesis.lg_21 However, it was
not until 2021 that the magnetic field sensitivity of a
cryptochrome from a migratory animal, the European robin
(Erithacus rubecula, Er), was demonstrated.'® A detailed
spectroscopic study of ErCry4a and two Cry4a proteins from
nonmigratory species, pigeon (Columba livia, Cl) and chlcken
(Gallus gallus, Gg), drew several important conclusions.®

Discovered by Kaptein and Oosterhoff, the radical pair
mechanism (RPM) governs the magnetic field-sensitive
reaction dynamics of certain chemical reactions, namely
those proceeding via short-lived radical pair intermediates.'
Crucially, it was proposed by Schulten et al. in 1978 that avian
magnetoreception, the ability of certain birds to use the Earth’s
magnetic fleld for their annual migration, might have its origin
in RPM-driven, light-induced reactions, now believed to occur
within proteins located in the birds’ eyes.””” More than a
decade after Schulten’s original proposal, cryptochromes (Cry)
were discovered, first in the model plant Arabidopsis thaliana (i) All three wild-type (WT) avian Cry4a’s form photo-
(At) and later in most kingdoms of life, including animals.*~"" generated spin-correlated radical pairs (SCRPs) via
As blue-light-sensitive flavoproteins, cryptochromes are closely
related both structurally and genetically to their ancestors, the
DNA photolyases (PL).*"'" Their discovery sparked great Received:  October 7, 2024
interest from zoologists and physical scientists alike, resulting Revised:  May 20, 2025
in an array of behavioral animal studies®'*™"" and in vitro AccePted: May 22, 2025
spectroscopic studies on the purified proteins, testing the so- Published: June 30, 2025
called cryptochrome hypothes1s of magnetoreception within

the RPM framework."®
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sequential electron transfer between the flavin adenine
dinucleotide (FAD) cofactor and tryptophan (W)
residues (see Figure 1).

(i) In ErCry4a WT, electron transfer proceeds along a
tetrad of tryptophan residues (which we shall label W,
Wg, W, and Wy, in order of increasing distance from the
FAD cofactor).

(ili) The kinetics and yields of the radical pair reaction in all
three proteins are sensitive to applied magnetic fields in
vitro.

(iv) In ErCry4a, replacement of the fourth tryptophan
(W369, Wp) by a redox-inactive phenylalanine (F)
leads to significantly enhanced magnetosensitivity.

(v) The magnetic field sensitivity of ErCry4a WT seems to
differ from that observed for CICry4a WT and GgCry4a
WT.

Having studied in detail the spectroscopic and magnetic
characteristics of ErCry4a and several of its mutants, = the
purpose of the work presented here is to provide an equally
detailed, and hence, comparative study of a cryptochrome from
a nonmigratory bird, namely the chicken. We expressed and
studied mutant proteins which provide crucial links between
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Figure 1. a) Photoreaction scheme proposed for avian crypto-
chromes. RP1 (orange) formed in an initial singlet state by electron
transfer (ET) between FAD (blue in panel b)) and neighboring
tryptophan residues (purple in panel b)) can undergo hyperfine
driven spin mixing into the triplet state. This mixing is sensitive to an
external magnetic field (B,). Both spin states of RP1 can undergo a
deprotonation reaction of the tryptophan radical cation (TrpH®*) to
yield a radical pair (RP2, purple) which lacks spin correlation.
Recombination of RP1 to the ground state by back-electron transfer is
only possible from the singlet state. Magnetic field effects on the
efficiency of singlet—triplet mixing (gray dashed arrows) thus impact
the quantum yield of RP2 and hence FADH® as well as FADy. The
magnetic field effect on the latter is detected by field-sensitive
fluorescence (green curly arrow) from the 'FAD* excited state. Long-
lived FADH® and Trp® radicals return to their ground states by
independent oxidation and reduction reactions, respectively. The rate
constants for FADH® oxidation and Trp® reduction are kg and ky,
respectively. b) Homology model structure (Swiss-model)** ™ of
GgCry4a, with residues 317 and 320 exchanged for their counterparts
in ErCry4a, R317C and E320K, and residue 369 exchange for
phenylalanine, W369F. The model is based on the crystal structure
obtained for CICry4a, with the C-terminus removed (PDB entry
6PU0).** The moieties involved in the electron transfer chain (FAD
and tryptophans) are shown in light blue and purple, respectively.
Note that only single point mutants, where the mutation is introduced
at either position 317, 320 or 369, were studied in this work. c)
Structures of the amino acids tryptophan, phenylalanine, cysteine and
lysine. d) Structure of FAD.

migratory and nonmigratory birds in an attempt to identify any
mutations resulting in different spectroscopic, kinetic or
magnetic properties. We have also further developed our
experimental procedures to allow for efficient recycling of long-
lived radicals using the more biologically relevant oxidant,
molecular oxygen (see Section SM.3—7 in the Supporting
Information) instead of potassium ferricyanide used in
previous work.'®*!

The starting point of any such study must be a close
inspection of the different species’ Cry4a sequences, noting any
differences involving or neighboring the electron transfer
chain."" The tetrad of tryptophans, which provides the electron
transfer chain in ErCry4a and CICry4a,'®*® is conserved widely
across avian species, but not in all. Both the robin and pigeon
are known from behavioral experiments to use the Earth’s
magnetic field.¥'>'>*”** Chickens, by contrast are neither
migratory nor homing birds. Herein, we verify the identity of
the electron transfer chain that leads to the formation of
SCRPs in GgCry4a.

A detailed phylogenetic analysis of 363 bird genomes, by
Langebrake et al,, indicated positive selection for cysteine (C)
and lysine (K) residues at positions 317 and 320, res?ectively,
in the Cry4a secluence of migratory passerines.1 From
homology models'® of the CICry4a crystal structure,”” these
residues are thought to be in close proximity to the two distal
tryptophans, W318 and W369 (W and W) of the electron
transfer chain.'®*® Given the apparent importance of both
tryptophan residues to the spin chemistry of these proteins
(see points (i) to (v) above), a study of the roles of these
cysteine and lysine residues in the photochemistry of Cry4a is
clearly of interest. To further illustrate the evolutionary
conservation of these residues, the amino acid sequences of
the Cry4a WT proteins from two night-migratory passerines
(ErCry4a and Sylvia atricapilla, SaCry4a), and two non-
migratory, nonpasserine birds (GgCry4a and CICry4a) are
provided in the Supporting Information (Figure S2), with the
latter two both lacking the conserved residues (C, K) found in
the migratory passerines.

Here, we study in detail the effects of single-point mutations
of GgCry4a, with the arginine (R) and glutamic acid (E)
residues in positions 317 and 320 exchanged for their
respective counterparts from ErCry4a (C and K, respectively).
Additionally, we also explore the effect of exchanging the
fourth tryptophan residue (W369, Wy,) for a redox inactive
phenylalanine (F). Figure 1b-d provides a summary of the
mutations, nomenclature, and amino acids discussed in this
paper. For this study, we chose to make GgCry4a “more robin-
like” (by means of the R317C and E320K mutations) instead
of starting with ErCry4a and making it “more chicken-like”
(C317R and K320E) because the higher expression yields of
the chicken protein allowed a greater range of high-quality
measurements than would have been possible with robin

Cry4a.

B RESULTS

All the proteins used in this study were expressed and purified
using the procedure for GgCry4a WT in Xu et al,'” except for
some improvements made later and described in the
Supporting Information (SM.1 and Table S1). The protocol
for expressing and purifying GgCry4a W369F (WpF) has been
described in Golesworthy et al.*® Full details for expression of
GgCry4a R317C and E320K, produced for the first time for
this study, are included in the Supporting Information (SM.1
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and Table S1). Before any spectroscopic measurements a) —WT b) i
—R317C [

commenced, the diluted protein samples were investigated
using native mass spectrometry (SM.2 for experimental details)
which confirmed that the proteins were present almost
exclusively in their monomeric states and contained the FAD
cofactor (Figure S3). Vibrational fine-structure in the UV—
visible spectrum in the 300—500 nm region (Figure S4)
confirmed that the FAD cofactor was bound within the
protein. The absence of any features above 500 nm along with
the spectral positions of the vibrational maxima furthermore
demonstrated that the proteins contained only the fully
oxidized form (FADoy) of the FAD cofactor.

Electron Paramagnetic Resonance. The first blue-light
photosensitive proteins to demonstrate any magnetic field
sensitivity were AtCryl and EcPL.'”*° These proteins differ
from avian Crys in that the electron transfer cascade, which
leads to the formation of a magnetically sensitive SCRP
(termed RP1), proceeds alon§ a triad, rather than a tetrad, of
tryptophan residues.'®****>%*¢ However, the identity of RP1
is the same in all proteins, comprising a flavin semiquinone
radical (FAD®") and a tryptophan radical cation (TrpH®*) as
shown in Figure 19292537 photoinduced electron transfer to
FAD in DmCry, ErCry4a, and CICry4a proceeds along a tetrad
of tryptophans, extending the electron transfer cascade to
Wy #***® Electron Paramagnetic Resonance (EPR) played
the pivotal role in identifying the terminal radical pair in all five
proteins. It has been exploited here again to characterize the
SCRP in GgCry4a and its mutants. Experimental and technical
details can be found in the Supporting Information (SM.3 and
Figure SS).

Briefly, we have applied two EPR techniques common in the
study of SCRPs: transient EPR (TrEPR) and out-of-phase
electron sg)in echo envelope modulation (out-of-phase
ESEEM).**~*' Together, they provide information on
radical—radical distances and the identities, spin polarization,
and spin correlation of the radicals.

The TrEPR spectra of SCRPs (see SM.3) show distinctive
antiphase (e.g., emission—absorption, e-a) line-shapes and have
been recorded for a number of cryptochromes as well as for
EcPL.'®?*?%*"7* Additional features contain information on
the interaction of the electron spins with the magnetic field,
with each other and with nuclear spins in the two
radicals."******* Upon blue-light photoexcitation of
GgCry4a WT, a TrEPR spectrum is obtained whose prevailing
antiphase line-shape confirms the formation of a singlet-born
SCRP with the fine structure arising from electron—nuclear
spin hyperfine couplings (Figure 2a, purple). The spectra
obtained for the two mutants, R317C and E320K, are also
shown in Figure 2a and, within signal-to-noise, are
indistinguishable from that of the WT protein. In contrast,
the TrEPR spectrum of the W369F (WpF) mutant, lacking the
Wy, residue, is distinctly different (Figure 2b). The antiphase
signature, characteristic of a SCRP, is still observed but the
splittings are now less well resolved. The different spectrum
provides a first indication that mutation of W369 (Wp) to F
interrupts the redox chain significantly, as previously observed
for DmCry W394F, ErCry4a W369F, and CICry4a
W369E. 182426

We have simulated the TrEPR data (Figure S8), following
the treatment outlined in ref 46 and the full set of simulation
parameters is provided in the Supporting Information (Table
S2). The g-factors and hyperfine couplings used for these
simulations correspond well with those published elsewhere for
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Figure 2. a) X-band (9.75 GHz) TrEPR spectra obtained for
GgCry4a WT (purple), GgCry4a R317C (red) and GgCry4a E320K
(green) averaged over 0.5—1 s after a 450 nm laser flash. b) Same as
a) for GgCry4a W369F. The positive and negative signals in all four
spectra arise from absorptive (a) and emissive (e) transitions,
respectively. c) Out-of-phase ESEEM traces obtained for GgCry4a
WT (purple), GgCry4a R317C (red) and GgCry4a E320K (green) at
Q-band frequency (34 GHz). d) Same as c) for GgCry4a W369F. All
EPR data shown here were acquired in the presence of 5 mM
K;Fe(CN)yg, to promote flavin reoxidation. This was found to have a
negligible impact on the TrEPR and out-of-phase ESEEM traces
obtained (detailed comparisons in the presence and absence of
K;Fe(CN)j; for both the TrEPR and out-of-phase ESEEM data are
shown in Figure S6 and Figure S7, respectively).

FAD and tryptophan radicals.”**® Note that the value of the

dipolar coupling, D, was fixed during the simulation to the
value obtained from the out-of-phase ESEEM experiments.

The simulations of the TrEPR spectra of GgCry4a WT and
all three mutants are consistent with the formation of a
FAD* —TrpH®*" SCRP upon blue-light photoexcitation
(Figure S8). While the simulation parameters for the three
proteins with an unperturbed tryptophan tetrad are identical
(Table S2), the W369F (WpF) mutant returns a significantly
larger dipolar (through-space) coupling, D, between the
FAD®™ and TrpH*' radicals. The r~* dependence of D on
the inter-radical separation, r, (in addition to the simulation
parameters in Table S2) suggests a shortening of the electron
transfer chain in W369F (r ~ 17 A) compared to the WT (r ~
21 A) and R317C and E320K mutants. The difference in the
fine structure of the TrEPR spectra of GgCry4a WT and
W369F is, therefore, mainly attributed to a broadening of the
spectrum due to this increase in the inter-radical dipolar
coupling (D), in addition to a change in the relative orientation
of the radicals, based on our simulations (see Figure S8 and
Table S2). A truncated electron transfer cascade in GgCry4a
W369F mirrors the TrEPR results in DmCry W394F, ErCry4a
W369F, and CICry4a W369F.' %%

Full clarification of the identity of the terminal electron
donor is provided by the gold standard technique for the
determination of inter-radical distances in SCRPs, out-of-phase
ESEEM. Figure 2c¢ shows the out-of-phase ESEEM data
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obtained for GgCry4a WT, R317C, and E320K (purple, red,
and green traces, respectively). The traces are, within signal-to-
noise, identical, exhibiting clear modulations whose frequency
is determined by the interactions between the two electron
spins (SM.3). Full details of the out-of-phase ESEEM
simulations in Figure 2¢ and 2d is provided in the Supporting
Information (SM.3 and Figure S9), but Table 1 summarises
the crucial parameters extracted here: the strengths of the
dipolar coupling, D, and the resulting radical separations
related by D (MHz) = —7.8 X 10*/[r (A)]®. For all three
proteins containing the full tryptophan tetrad, we obtain
radical—radical separations of 21 + 0.1 A.

For comparison, center-to-center separations between FAD
and each W residue in the tetrad, as well as a neighboring
tyrosine (Y), were extracted from a homology model of
GgCry4a WT, based on the crystal structure of ClCry4a (Table
53).3’4 It is clear that electron transfer in GgCry4a WT, R317C,
and E320K, occurs along the entire tryptophan tetrad, as in
DmCry WT, CICry4a WT and ErCry4a WT, and in contrast to
the triad of tryptophan residues in AtCryl and EcPL."***~>%%

Finally, Figure 2d shows the out-of-phase ESEEM trace for
GgCry4a W369F. The higher modulation frequency is the
result of a larger dipolar coupling from the shorter radical
separation (18 A) consistent with a radical pair containing
FAD and W318 (W, see Table S3).

Transient Absorption Spectroscopy. Having established
the identity of the RP1 radicals (Figure 1) in all four proteins,
transient absorption (TA) spectroscopy was employed to trace
the kinetics of various species produced by monitoring AA (=
A, — Agg) as a function of the pump—probe delay time (see
SM.4). A, and Agg are the absorbance of the sample in the
presence and absence (ground state absorbance) of a 450 nm
photoexcitation beam, respectively.

The four panels in Figure 3 depict the time evolution of the
wavelength-resolved AA spectra of the four proteins following
laser flash illumination at time ¢ = 0. Three dominating features
are common to the spectral profiles of all four proteins (see
also Figure S10a): (1) The negative ground state bleach
(GSB) between 400 and 500 nm, matching the absorption
profile of FADgx (with vibronic fine-structure indicating
protein-bound FAD); (2) Positive AA signals indicative of
the formation (and subsequent decay) of TrpH** and FAD*~
radicals (RP1), identified by their characteristic absorbance
bands below 400 nm (FAD®") and above S00 nm (initially
mostly TrpH®', with a minor contribution from FAD®"),
respectively (cf. Figure S1). These radicals form on a
femtosecond time scale beyond the time resolution of the
spectrometer.”” (3) The subsequent decay of absorption

Table 1. Dipolar (D) Coupling Constants Obtained from
Least-Squares Fitting to the Out-of-Phase ESEEM Traces
Shown in Figure 2¢ and 2d“

Protein D/MHz r/A
GgCry4a WT —8.37 + 0.06 21.04 + 0.0S
GgCry4a R317C —8.46 + 0.07 20.97 + 0.06
GgCry4a E320K —8.51 + 0.07 20.93 + 0.06
GgCry4a W369F —13.95 + 0.14 17.75 + 0.06

“The inter-radical separations were calculated assuming the validity of
the point-dipole approximation (see SM.3). The exponential
damping, quantified by relaxation time, T, and the exchange
couplings, J, are provided in Table S4. .
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Figure 3. Wavelength-resolved transient absorption spectra, AA(4), at
different times following the 450 nm laser pulse at t = 0, for the air-
equilibrated GgCry4a WT (a), GgCry4a R317C (b), GgCry4a E320K
(c), and GgCry4a W369F (d) proteins. All spectra were averaged over
the time-windows given in the corresponding legend. Above panel
(a), a rough guide is provided indicating which species in the
photoreaction scheme (Figure 1) contribute most to the spectra at a
given wavelength. The feature between 500 and 650 nm is ascribed to
absorption by FAD*™ and TrpH®* (see Figure S1). The signals at
wavelengths beyond 650 nm are assigned to singlet ('EAD*, 750—800
nm) and triplet ((FAD*, 650—720 nm) excited states of FAD with the
former decaying more rapidly than the latter. We believe these signals
derive from a small fraction of misfolded protein in which electron
transfer along the Trp-tetrad is significantly slower than in the native
state, allowing 'FAD* and, after intersystem crossing, *FAD* to be
detected. Similar signals were observed for European robin Cry4a by
Xu et al. (ref 18, Figure SS). The assignment of the 650—720 nm
signal to *FAD¥, rather than a radical intermediate, is supported by
the absence of a magnetic field effect between 700 and 800 nm in
GgCry4a W369F (see Figure S11).

signals on a submicrosecond time scale along with recovery in
the GSB region are consistent with the recombination of
radical pairs.

The time evolution of the GgCry4a W369F spectrum
(Figure 3d) is markedly different from the others and shows a
longer-lived (t > 100 ns) component in the S00—600 nm
region, which is a clear indication of Trp® formation by
deprotonation of the TrpH*" radical. This results in the spin-
uncorrelated radical pair, RP2 (see Figure 1)."****” This
feature is not observed in the TA spectra of the three proteins
that have an intact electron transfer chain. The comparatively
slow ground state recovery and radical absorbance decay above
500 nm in GgCry4a W369F, is thus a direct consequence of its
efficient RP2 formation which, due to TrpH®** deprotonation,
cannot recombine directly to the ground state.

The temporal evolution of the AA signals for all four
proteins, averaged over 500—550 nm, is shown in Figure 4a
(and, with a logarithmic time-axis, in Figure S10b). The kinetic
profiles in this wavelength region predominantly reflect the
decay pathways of FAD®™ and Trp®/TrpH®*, and can be
reliably fitted with a biexponential model for all four proteins
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Figure 4. a) Normalized AA(t, B, = 0) following the 450 nm laser
pulse at ¢t = 0, for air-equilibrated GgCry4a WT (purple), GgCry4a
W369F (blue), GgCry4a R317C (red), and GgCry4a E320K (green)
proteins, wavelength-averaged over 500—550 nm. The AA in this
region is dominated by the absorbance of FAD®, TrpH®', and Trp°.
The dashed lines are kinetic fits to the data set of the same color.
Fitting parameters are provided in Table 2. b) AA(t) traces of air-
equilibrated GgCry4a W369F, averaged over S00—650 nm, obtained
in the absence (blue) and presence (black) of a 25 mT external
magnetic field. The AAA(%, B,) obtained from these data using eq 1 is
shown in gray, below the AA(t) data. A monoexponential fit to the
data including a constant offset (blue dashed line) yields a rise-time of
116 + 16 ns for the development of the MFE. Further experimental
details can be found in SM.4.

plus a constant offset to account for the formation of long-lived
photoproducts (Table 2).

The faster (~2 ns) components (7;) should be interpreted
with some caution as they approach the time resolution of the
spectrometer. Nonetheless, they are similar in all four proteins
and are assigned to the recombination of FAD®™ and the
TrpH®" at site 372 (Wjg). This is plausible as the efficiency of
the electron transfer steps forming the terminal radical pair in
ErCry4a WT has recently been shown to decrease as charge
separation proceeds along the tryptophan tetrad.*” The
equivalent decay in the ErCry4a W318F (W.F) mutant, also
exhibited a dominant lifetime of 2.5 ns.'®

The longer kinetic decay component (z,) can be assigned to
FAD®" and TrpH®' recombination involving the terminal
tryptophan in each protein. As expected from the data in
Figure 3d, 7, is significantly larger in GgCry4a W369F
compared to the other three proteins. The higher yield of
species living beyond 1 us reflects the efficient formation of
RP2 in the GgCry4a W369F mutant.

The time constants for the decay of FAD®*™ and TrpH"* as
well as the FADgy recovery in GgCry4 W369F may be
estimated from the 370—400 nm, 600—650 nm, and 450—480
nm spectral regions, respectively (Figure S12a—c). This allows

Table 2. Lifetimes Obtained for All Four Proteins from
Kinetic Fitting of the AA Decay Curves, Averaged over
500—550 nm, Shown in Figure 4a”

Protein 7,/ns 7,/ns
GgCry4a WT 1.5 £ 05 60 + 4.9
GgCry4a R317C 20+ 0.5 64 + 52
GgCry4a E320K 19 £ 05 40 £ 2.4
GgCry4a W369F 1.7 £ 05 299 + 15

“All kinetic decays were fitted to bi-exponentials, including a constant
offset to account for long-lived photoproducts. The uncertainty in 7,
is dominated by the pump pulse duration (1 ns) and that of 7, is
calculated from the error in the fit (see SM.3 for further details).

an estimate of the FAD®™ lifetime (7, psp*-), the recovery time
of the GSB (7, gap,,), and lifetime of W318 (W)

deprotonation (7, TrpH“). All kinetic traces can be fitted to a
biexponential decay plus a constant offset (Table SS). The
short (~2 ns) and long (275 ns, 193 ns, 270 ns, respectively)
time constants agree well with those in Table 2. As both
recombination and deprotonation time scales agree reasonably
with the rate of GSB recovery, it appears that deprotonation of
TrpH®*" and recombination of RP1 occur on similar time
scales, and we assign the 299 ns component in Table 2 to a
combination of these processes. These assignments are
corroborated by the individual species’ kinetics of GgCry4
W369F (Figure S13) which clearly show the formation of Trp®
from TrpH*®* in conjunction with a partial decay in FAD*~ and
GSB recovery, all on a time scale of ca. 200 ns (7, in Table S6).

Transient absorption spectroscopy has also been applied to
study the field sensitivity of the radical pair dynamics. TA
spectra were recorded in both the absence (AA(t, By = 0)) and
presence (AA(t, By)) of a static magnetic field, with the field
effect quantified as,

AAA(t) = AA(t, By) — AA(t, B, = 0) (1)

As the proteins used in this work form singlet-born radical
pairs (Figure 1) the application of fields greater than ~1 mT
(the effective hyperfine coupling) impedes singlet—triplet
mixing, leading to an enhanced recombination yield and
yield and lower radical concentrations.** ™ AAA(f) is,
therefore, negative for a singlet-born radical pair.'”*%*

Figure 4b shows the time-resolved AA(t, B, = 25 mT)
(blue) and AA(t, 0 mT) (black) traces for GgCry4a W369F,
averaged over 500—650 nm as well as their difference
(AAA(t), gray). Three features of these temporal profiles are
noteworthy. First, the application of a 25 mT field indeed leads
to a significant decrease in the radical absorption over time.
Second, this suppression in radical concentration develops
after the sharp initial drop (7;) in radical absorbance, and on a
time scale comparable to 7, (7yps= 116 + 16 ns). This is not
surprising as the fields applied here (25 mT, corresponding to
700 MHz electron Larmor frequency) have insufficient time to
affect spin-mixing processes on the shorter (z; ~ 2 ns) time
scale. Third, the field effect plateaus after ca. 400 ns indicating
formation of a photoproduct downstream of RP1 with a
lifetime exceeding 1 us (RP2).

No field effects were observed by TA in the proteins with
intact tryptophan tetrads. This is explained by the fact that the
majority (>80%) of the radicals produced in these proteins
decay within S ns, and the recombination of the terminal
tryptophan (Wp,) radical is also fast (40 ns). To characterize
the field effects, we have utilized other optical techniques with
superior sensitivity.

Broadband Cavity-Enhanced Absorption Spectrosco-
py. We have developed broadband cavity-enhanced absorption
spectroscopy (BBCEAS) to measure spectrally resolved
magnetic field effects as low as 1% (AAA ~ 1 uOD).”"" A
sample contained within an optical cavity is continually excited
at 455 nm and changes in the absorbance monitored using a
pseudocontinuous broadband supercontinuum probe beam.
Field effects are measured with on/off magnetic fields.
BBCEAS boasts a much-improved sensitivity over TA for
accumulation of data on longer-lived photoproducts. As in TA
spectroscopy, the AA and AAA signals quantify the effects of
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photoexcitation and applied magnetic fields on the crypto-
chrome samples, respectively.'*”’

Figure 5a shows the evolution of the AA spectrum for
GgCry4a WT, under constant illumination conditions. The
GSB and radical absorbance both increase over the first 10 s of
illumination as the photostationary equilibrium of the system is
driven toward the photoproduct(s). Global spectral fitting of
the kinetics (see Figure Sa inset and SM.8) confirm that the
dominant absorbers on this time scale in the 500—750 nm
region are the FADH® and Trp® radicals that comprise RP2.
The species-resolved accumulation kinetics in Figure 5b shed
light on the subsequent fate of the radicals: FAD®™ protonation
on a ~1 s time scale leads to steady accumulation of FADH®
over the illumination period, while the Trp® concentration rises
quickly before reaching a steady-state for ¢ > 1 s. Similar
behavior is observed in all four proteins studied (see Figure
S14).

Figure 6a shows the wavelength-resolved, time-averaged
AAA spectra (By = 30 mT) of all four proteins as recorded by
BBCEAS. All exhibit negative MFEs across the 500—750 nm
wavelength region confirming the formation of singlet-born
SCRPs in each case. Under the O,-reoxidising conditions
employed here, all AAA spectra were dominated by FADH®
with a smaller Trp* contribution (see Figure S15).>' > On
this longer time scale, the 30 mT magnetic field has the largest
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Figure 5. a) AA spectra obtained by BBCEAS for GgCry4a WT at the
different time windows indicated in the legend. The yellow and light
green dashed lines give the wavelengths at which the kinetics profiles
are extracted in b). Dashed black arrows indicate the time evolution of
the spectra. As in Figure 3a, a rough guide is provided indicating
which species in the photoreaction scheme (Figure 1) contribute
most to the spectra at a given wavelength. Inset: Spectral fit (teal
dashed line) obtained by global analysis (see SM.8) of the BBCEAS
AA spectra for GgCry4a WT (same as Figure Sa), using the literature
spectra of FADy, FAD*", FADH®, and Trp*® as basis spectra. b) AA
accumulation kinetics of FADH® at S00 nm (yellow) and Trp® at 530
nm (light green) extracted by global fitting of the AA spectra (see
inset and dashed lines) over the duration of the illumination period.
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Figure 6. a) AAA spectra obtained by BBCEAS on all four proteins,
averaged over 10 s, using an applied magnetic field strength of 30 mT
and a field switching period of 200 ms. b) Magnetically altered
reaction yield curves (solid circles), obtained by BBCEAS as in a),
with varied applied magnetic field strength. The data were fit to a
single Lorentzian (solid lines). c) Time evolution of the fluorescence
intensity of GgCry4a WT, obtained by CM, averaged over the entire
field of view (100 X 100 um?), following onset of illumination (448
nm) at t = 0. A magnetic field with a period of 191.8 s was switched
between 0 and 17 mT during the acquisition leading to modulations
(see inset) in the fluorescence intensity during the field-on (red
fluorescence segments) and field-off (blue fluorescence segments)
periods. The applied magnetic field (B,) is shown schematically above
the data, again with field-on and field-off periods denoted by red and
blue. d) Time-averaged %¥MFE for all four proteins, obtained by CM,
calculated using eq 2, from background subtracted data (Figure S16).
The black dashed lines are single-exponential fits to the mean %MFE
over both the field-on and field-oft periods. The time constants
(tempe) reported in Table 3 were obtained from these fits.

effect on the concentration of the neutral flavin radical,
FADH?®, formed by protonation of FAD®™ following electron
transfer.

The GgCry4a WT, R317C, and E320K proteins all exhibit
very similar MFEs (AAAsq_g30nm & —4 pOD). The field
effect on the W369F mutant, is substantially larger
(AAAg_630 am ~ —16 pOD), consistent with the differences
between ErCry4a WT and ErCry4a W369F reported
previously.'®**

Figure 6b shows the wavelength-averaged (500—630 nm)
AAA signal for all four proteins as a function of the strength of
the applied static magnetic field. All four species exhibit a
Lorentzian-like dependence on By, characteristic of hyperfine
coupling-driven singlet—triplet mixing in a SCRP. These
magnetically altered reaction yield (MARY) curves are
commonly characterized by their half width at half-maximum,
a parameter known as B ,. Broadly, this parameter reflects the
extent of hyperfine coupling within the SCRP via the Weller
formula, which, for an FAD-Trp SCRP, predicts a B/, of
approximately 3 mT.”* Wong et al. have estimated an
improved lower bound for B, 2 in cryptochromes under our
in vitro conditions of 2.46 mT.”" All four species exhibit similar
values of By, (% 4 mT, Table S6). This is consistent with an
FAD*™/TrpH*®" SCRP with some spin relaxation impacting the
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dynamics during the radical pair lifetime, leading to a larger
B,), than the idealized values mentioned above.’**> In
summary, the sensitivity of BBCEAS helps confirm the
formation of magnetically sensitive radical pairs in all four
proteins with very similar B;,, values. Furthermore, mutations
near the tryptophan chain have little detectable effect on the
size of the MFE and removal of Wy leads to a significant
increase in the size of the field effect, mirroring earlier results
for ErCry4a.'®

Confocal Microscopy. While EPR and the direct
absorption techniques above probe the photoproducts (right-
hand side of the photoreaction scheme in Figure 1a), Confocal
Microscopy (CM) yields complementary information on the
fluorescence of the flavin excited state. Photoexcitation of FAD
is followed by rapid (< ns) intramolecular electron transfer
along the tryptophan chain resulting in a very small
fluorescence quantum yield.***” However, pseudocontinuous
photoexcitation of the sample accumulates ground state
FADy that has undergone repeated RP singlet—triplet mixing
cycles. Any magnetic field effect on RP1 directly impacts the
FAD fluorescence intensity.”* *° Combined with sensitive
fluorescence detection, this makes CM a powerful method for
studying MFEs on cryptochromes.’>°"

Following the approach described in ref 60, protein samples
were subject to continuous 448 nm (raster-scanned) laser
excitation (see SM.6). An external magnetic field was switched
on and off repeatedly during the acquisition to probe the MFE
on the sample fluorescence. Importantly, increased RP1
recombination arising from an applied magnetic field increases
the concentration of ground state FADox and, hence, the
observed fluorescence. This approach to field-effect detection
of a flavoprotein was first demonstrated with AtCryl1.>*~%
Figure 6¢ depicts the CM-detected fluorescence intensity of
GgCry4a WT, averaged over the entire field of view, as a
function of time following the onset of 448 nm photo-
illumination at ¢ = 0. The fluorescence intensity exhibits an
initial sharp drop ascribed to photobleaching of the FADx
cofactor. It then slowly increases again as a result of two
processes: photoinduced degradation and diffusion of fresh
protein into the field-of-view, with the former process
dominating at long times.”**” The former process results in
the release of unbound FAD, which, lacking a nearby electron
donor, exhibits a much increased fluorescence quantum yield
(ca. ten times higher relative to protein-bound FAD)."*®
Superimposed on the time evolution described above is a
shallow modulation of the fluorescence intensity, in synchrony
with the switching of an applied static field (Figure 6c, top)
between 17 mT (red) and 0 mT (blue).

The background fluorescence was subtracted (Figure S16a-
b) to obtain a %MFE, defined as

Ix(By) — Ie(B, = 0)

%MFE =
IF(BO = 0)

X 100

)

where I(B,) and Iz(B, = 0) are the fluorescence intensities in
the presence and absence of a magnetic field, respectively.
Close inspection of Figure 6¢ reveals a consistent increase of
the fluorescence intensity with an applied magnetic field.
Averaging of several “field on—off” cycles (Figure S16c) gives
insight into the dynamics of the field effect evolution. Figure
6d shows the time-averaged %MFE data for all four proteins.
As expected for singlet-born radical pairs, the applied magnetic
field hinders singlet—triplet mixing leading to more singlet
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recombination to the ground state and an increase in
fluorescence. The %MFE of all four Cry4a proteins displays
a delayed response to the application of a magnetic field. This
is characteristic of enhanced magnetic field effects (eMFEs),
leading to biphasic kinetics of the MFE; a prompt fluorescence
(increase) upon magnetic field application followed by a slow
rise to a constant value. eMFEs were first studied in the
solution phase in ref 58 but have since been reported in both
fluorophore-doped protein crystals®” and human cells®® (note
that the failure of ref 64 to reproduce the latter has been
rebutted by the authors of the original study in ref 65). This is,
however, the first example of eMFEs in an avian cryptochrome.
These eMFEs are similar to those previously reported for
AtCryl and are consistent with kg > ky (see Figure 1).°"

The eMFEs of all four proteins can be fit well by a single
exponential function with a time constant, 7. (Table 3),
which is the same for the field-on and field-off steps. All four
eMFEs saturate by ca. 50 s after magnetic field switching, with
a reproducibly faster 7.y for GgCry4a W369F relative to the
other three proteins, which are very similar to one another.

The three proteins containing a complete tryptophan tetrad
exhibit the same %MFEs within signal-to-noise. GgCry4a
W369F (Figure 6d, blue), by contrast exhibits a significantly
more pronounced field sensitivity, paralleling the results from
BBCEAS and TA. The trends in the relative magnitudes of the
MFEs of all four samples studied in this work are, therefore,
reproducible between all spectroscopic techniques employed
here, probing complementary parts of the photocycle.

Continuous Blue-Light Illlumination. All the methods
described thus far rely on the recovery of the system back to
the ground state before re-excitation of the flavin leading to
formation of the magnetosensitive radical pair, RP1. To test
the samples for their behavior under long-term illumination,
we exposed the proteins to 1 min of light of 450 nm (ca. 25 W
m™?) and followed their recovery using UV—visible spectros-
copy. Figure 7a (purple line) shows the UV—visible spectrum
of GgCry4a WT after 1 min illumination. The pronounced
500—700 nm absorption reflects the generation of the stable
protonated flavin semiquinone (FADH®).'%*°

This assignment is confirmed by a global analysis fit (black
dashed line, see SM.8) obtained assuming a single first-order
recovery from FADH® (dashed blue spectrum) to FADqy
(solid teal spectrum). The blue and teal spectra are decay
associated spectra (DAS) obtained by the global analysis
procedure. As with other avian cryptochromes, these systems
are 1gfzi?sciently photoreduced under moderate light inten-
sity. ™

Figure 7b shows the recovery kinetics of FADH?®, obtained
at 298 K (25 °C) by averaging over the 605—61S5 nm region.
The relative FADH® radical yield is larger in GgCry4a WT
(purple) and R317C (red) than in W369F (blue) or E320K
(green). This suggests that the replacement of Wy by

Table 3. Time Constants Obtained by Fitting an
Exponential to the Delayed Component of the %MFE
Determined by CM for All Four Proteins

Protein ToMEE/S
GgCry4a WT 21.0 = 04
GgCry4a R317C 233 + 03
GgCry4a E320K 233 £ 0.5
GgCry4a W369F 17.7 £ 0.2
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Figure 7. a) UV—visible spectrum of GgCry4a WT (purple) after 1
min illumination at 450 nm. The spectrum was successfully modeled
by global analysis (black dashed line) assuming a single first-order
recovery (see SM. 8). The normalized decay associated spectra (DAS)
obtained from kinetic fitting are consistent with recovery from
FADH® (blue dashed spectrum) to FADgx (teal spectrum). b)
Recovery kinetics of FADH®, averaged over 605—61S nm, for
GgCry4a WT (purple), GgCry4a W369F (blue), GgCry4a R317C
(red), and GgCry4a E320K (green), with photoexcitation ceasing at ¢
= 0. The kinetics are normalized to the absorbance maximum of
FADx at 450 nm, prior to sample illumination. Single exponential fits
to each kinetic trace are given by dashed lines of the same color as the
data.

phenylalanine and the presence of K320 affects the efficiency
of formation and/or lifetime (see Table 4) of the semiquinone
radical. This observation is consistent with other measure-
ments on single-point mutants of DmCry, producing long-lived
FAD®", due to differences in the redox states stabilized by
these proteins.37’66 In the DmCry measurements, mutations to
the tryptophan chain as well as residues neighboring the
terminal tryptophan decreased both the rate of photoreduction
under steady-state conditions and the overall photoreduction
yield 253766

The lifetimes obtained by kinetic fitting of the FADH®
recovery data to a single exponential including constant offsets
(Table 4, and Figure 7b) agree well with those obtained by
global analysis (Table S7). The fastest recoveries were
observed for GgCry4a W369F and GgCry4a E320K (7, =
33 min and 7, = 43 min, respectively). The time scale on
which these proteins recover is in general agreement with
those obtained in ref 17, with differences due to the choice of
buffer and illumination conditions (see SM.7).

B DISCUSSION

The focus of this study was a comparative, spectroscopic
investigation of four Cry4a avian cryptochromes, namely wild-
type GgCry4a and three of its mutants, each with a single-point
mutation. These were W369F, in which Wy, is replaced by a
phenylalanine, and R317C and E320K, both chosen after
sequence comparison had highlighted amino acid positions
317 and 320 as distinct between migratory (C317 and K320)
and nonmigratory birds, such as the chicken (R317 and

Table 4. Time Constants (7,..) Obtained by
Monoexponential Fitting of the Decay of FADH® Generated
by Continuous Blue-Light Illumination, Shown in Figure 7b

Protein T,o/Mmin
GgCry4a WT 61.4 + 021
GgCry4a R317C 63.9 + 0.15
GgCry4a E320K 42.8 + 0.32
GgCry4a W369F 32.6 + 0.15

E320)."" The most notable observations of our comprehensive
study are:

1. All Four Proteins Form Spin-Correlated Radical
Pairs. The TrEPR data of all four proteins (Figure 2) show the
typical (fingerprint) antiphase structure characteristic for
SCRPs. Furthermore, these spectra are consistent with an
FAD*™ TrpH*®" radical pair (RP1), with differences between
the spectra of GgCry4a WT/R317C/E320K relative to
GgCry4a W369F attributed to different relative orientations
of the FAD®™ and TrpH"* radicals. The inter-radical separation
between FAD®™ and the terminal TrpH®" is markedly shorter
in GgCry4a W369F than the other proteins, as confirmed by
out-of-phase ESEEM measurements.'>** This demonstrates
that electron transfer in wild-type GgCry4a proceeds along the
whole tetrad of tryptophans as in DmCry, CICry4a, and
ErCry4a.'®?%**72° EPR also confirms that the inter-radical
separation and coupling parameters (ID| = 8—13 MHz, | % 0
MHz) are sufficiently small in all four proteins to allow
efficient singlet—triplet interconversion at the field strengths
employed here leading to magnetic field effects on the radical
recombination yields and kinetics.

2. Shortening of the Electron Transfer Chain
Increases the Lifetime of the Radical Pair, RP1. TA
spectroscopy (Figure 3 and Table 2, 7,) indicates that the
radical pair lifetime of RP1 in the (W369F) mutant protein
with its triad of tryptophan residues exceeds that of the
proteins with the full tetrad, in vitro. This result seems
counterintuitive, given the shorter inter-radical distance of the
terminal FAD®~ TrpH®* radical pair which leads to faster
radical recombination. One explanation for this unexpected
result is that the back electron transfer, which returns RP1 to
the ground state, is in the Marcus inverted 1region.67 Thus in
GgCry4a W369F the radical recombination is slowed by an
increase in the driving force for back-electron transfer or a
significant decrease in the reorganization energy (due e.g. to a
change in the solvation of the tryptophan radical). Few studies
of electron transfer in cryptochromes have been reported, but
detailed ultrafast investigations of related flavoproteins
(including EcPL and AtCry3) have found that all back electron
transfer processes involvin§ the tryptophan triad are in the
Marcus inverted region.”®® This work supports an analogous
process in avian Cry4a.

3. Shortening of the Electron Transfer Chain
Increases the Effect of Applied Magnetic Fields on
the Radical Kinetics and Yields. In agreement with
previous results on ErCry4a W369F, shortening of the
tryptophan chain to three residues in GgCry4a W369F
increases the protein’s magnetic field sensitivity in vitro, as
measured by all the spectroscopy methods employed here.'®
As observed previously for EcPL, this results from similar time
scales of protonation and terminal tryptophan recombination
(Figure 4a, Figure S12) in GgCry4a W369F, resulting in larger
MFEs than the other three proteins (Figure 4b, Figure 6a,d).”’
The similar deprotonation time scales in GgCry4a W369F and
DmCry W394F mutants (both lacking their Wp, with W318
(W¢) acting as the terminal donor) supports the kinetic
assignments of the TA spectra (Figure S12, Table §5).”* The
rate of deprotonation is, however, an order of magnitude
shorter than the reported RP2 formation rate in EcPL (with its
tryptophan triad).””*>** However, the study on EcPL used
higher glycerol concentration than the work conducted here,
which could, in part, account for the prolonged lifetime of
TrpH®*. It may also indicate that TrpH** at residue 318 (W)
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in avian Cry4a’s is more liable to deprotonation than the
corresponding 306 (W) position in EcPL.

In contrast to AtCryl and EcPL* no clear evidence was
found here for Low Field Effects (in which the sign of the MFE
is inverted when the magnetic field is weaker than the effective
hyperfine interaction).” The same is true for ErCry4a.'®
Compared to ref 20, the measurements reported here were
performed under conditions closer to those expected in vivo,
specifically higher temperature (278 K vs 250 K), which may
have prevented the emergence of a sign change. It is possible
that a strong Low Field Effect only occurs when the protein is
aligned by complexation to membrane proteins in photo-
receptor cells in the retina.*’

4. Mutations of Amino Acid Positions 317 and 320
Do Not Impact Significantly on Radical Pair Kinetics or
Magnetic Field Effects; Minor Changes Are Observed
for FADH* Reoxidation. All spectroscopies employed here
confirm that mutation of neither R317 nor E320 to cysteine
and lysine, respectively, has significant impact on either the
radical pair kinetics or the magnetic field effects in vitro.

In continuous illumination experiments, minor differences in
the FADH® lifetime are observed for the E320K mutant
compared to the WT and R317C (Figure 7b). This could be
due to the proximity of the lysine to the Wy altering the
reduction potential of Trp®, such that it is less easily reduced,
thus promoting bimolecular recombination of FADH® with
Trp°®. Support for such a mechanism comes from the fact that
lysine residues modify the redox chemistry of iron—sulfur
clusters in E. coli fumarate reductase.”’ Further work on this
hypothesis is presently ongoing but is outside the scope of this
paper.

In W369F at 298 K (25 °C), FADH" recovers more rapidly
than in the WT following 1 min photoillumination (Figure 7b,
Table 4). Additionally, a smaller 7, relative to the other
three proteins is observed by CM. This is perhaps expected,
given that the environment of the Trp® is significantly
perturbed in this mutant and that 7. is determined by the
lifetimes of the flavin and tryptophan radicals. The 7y values
obtained here are significantly longer than those reported for
AtCryl using a wide-field microscopy.”® We attribute this to
raster scanning of the excitation laser employed in CM,
slowing the MFE kinetics. It is noteworthy that a prolonged
Tvrg 1S also observed for AtCryl in CM (Figure S17).

The faster recovery of W369F in both CM and continuous
illumination experiments can be explained by concomitant
recovery of FADH® and Trp®, with any solvent mediated
recovery of Trp® suppressed, as W318 (W) is less solvent
exposed than W369 (Wp). The shorter 7,ypp provides an
additional explanation for the much larger MFE observed in
GgCry4a W369F by BBCEAS. While the field switching time
employed in BBCEAS is too fast to resolve eMFEs, the time
evolution of the MFE over the 100 ms field-on time still
contributes to the overall BBCEAS AAA signature. A faster
Tawre In this system leads to an amplification of the MFE,
relative to the other three proteins.

5. Oxygen Efficiently Recycles Cry4a Proteins under
Continuous or Repeated Light Exposure. Our results
provide the first demonstration that photoreduced Cry4a’s can
be effectively recycled by molecular oxygen in vitro (see SM.3—
7 for details) and that MFEs can be detected without adding
oxidizing agents, e.g. ferricyanide. The exact reoxidation
mechanism is currently unknown. Studies of AtCryl have
suggested superoxide (O,°”) as a possible reaction partner for

FADH?®, generating hydrogen peroxide as a biproduct of flavin
oxidation,”” consistent with similar models proposed for
flavoenzymes, including monooxygenases.””’* A test of this
hypothesis could involve addition of peroxide scavengers to
samples of Cry4a exposed to different O, concentrations and/
or varied duration and intensity of light exposure. Such
measurements have been conducted on DmCry using in vitro
fluorescence assays confirming the generation of reactive
oxygen species upon blue-light illumination.”” However, it is
unlikely that the superoxide radicals would contribute to the
spin dynamics of the systems due to rapid spin-relaxation of
any resulting radical pair, driven by spin—orbit coupling in
0,*~.® Kattnig and colleagues’””® have proposed a mecha-
nism that could circumvent this issue via a paramagnetic
scavenger that could react spin-selectively with one of the
components of a flavin-superoxide radical pair. Probably the
best way to test this idea would be to attach a stable radical to
the protein with appropriate redox prc;gerties at a position
predicted by spin dynamics simulations.”””®

B CONCLUSION

Despite their evolutionary conservation, the cysteine and lysine
residues in positions 317 and 320 in ErCry4a have little impact
on either the spin dynamics or radical pair kinetics when
introduced into GgCry4a. Any differences in the magnetic
sensitivity of robin and chicken Cry4a's (and, more generally,
between Cry4a proteins from migratory and nonmigratory
birds) must therefore lie in their magnetic signaling, rather than
sensing, properties. Positions 317 and 320 are both solvent-
exposed and so could facilitate the binding of Cry4a to
intracellular signaling Eartners, some of which have been
provisionally identified.””*" More information regarding the
entire signal transduction process will be required to reach
definite conclusions on the role of these sequence differences.
The lysine residue does affect recovery times of FADH®, and
flavin redox states such as FADH® and FADH™ are known to
act as biologically relevant states in AtCryl/AtCry2 and EcPL,
respectively. This residue could be used to tune the flavin
lifetime for this purpose.”’ Other residues may be involved in
light-induced structural rearrangements, e.g. in the C-terminal
domain.”

Mutation of the fourth tryptophan to a phenylalanine
(GgCry4a W369F) has a dramatic effect in all spectroscopic
studies employed here. EPR demonstrates a shortening of the
electron transport chain in W369F compared to the WT and
confirms that RP1 is FAD®™ paired with the fourth (Wp)
tryptophan in the WT protein. Furthermore, all the techniques
used here find an increase in the protein’s magnetic-field
sensitivity for the W369F mutant. The same result was
observed for ErCry4a,18 and suggests that, while nature has
seemingly optimized the avian magnetic compass to use four
tryptophan residues, this is at the expense of the magnetic
sensitivity, at least in vitro. This may point to a role for the
solvent-exposed tryptophan residue, Wp, in signaling, with
suggestions that Cry4a may stabilize a composite radical pair,
in which the magnetic sensitivity is optimized through the
spin-dependent reactions of W318 (W) and signaling
involving W369 (Wp,). These possibilities have been discussed
in detail in refs. 18 and 83. More detailed experimental
investigations, including temperature-dependent out-of-phase
ESEEM studies and single-point mutations (e.g., tryptophan to
tyrosine) which could perturb the energetics of the equilibrium
would be required to confirm such a hypothesis.
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Finally, we believe our work represents an important step
forward, providing a new gold standard for spectroscopic
investigations of Cry4a proteins under more biologically
relevant conditions, avoiding the harsh oxidizing conditions

. S\ 1821,66
employed (such as the use of potassium ferricyanide).
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