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The M2 proton channel of influenza A is a drug target that is essential
for the reproduction of the flu virus. It is also a model system for the
study of selective, unidirectional proton transport across a membrane.
Ordered water molecules arranged in “wires” inside the channel pore
have been proposed to play a role in both the conduction of protons
to the four gating His37 residues and the stabilization of multiple
positive charges within the channel. To visualize the solvent in the
pore of the channel at room temperature while minimizing the effects
of radiation damage, data were collected to a resolution of 1.4 A using
an X-ray free-electron laser (XFEL) at three different pH conditions: pH
5.5, pH 6.5, and pH 8.0. Data were collected on the Inward,., state,
which is an intermediate that accumulates at high protonation of
the His37 tetrad. At pH 5.5, a continuous hydrogen-bonded net-
work of water molecules spans the vertical length of the channel,
consistent with a Grotthuss mechanism model for proton transport
to the His37 tetrad. This ordered solvent at pH 5.5 could act to
stabilize the positive charges that build up on the gating His37
tetrad during the proton conduction cycle. The number of ordered
pore waters decreases at pH 6.5 and 8.0, where the Inwardgpen
state is less stable. These studies provide a graphical view of
the response of water to a change in charge within a restricted
channel environment.
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Water molecules in transmembrane protein pores partici-
pate in the transport of protons across the membrane bi-
layer. This process has been extensively studied experimentally and
through computational simulations, particularly in small channels
such as gramicidin A and influenza A M2. The movement of ions
through channels is coupled to the diffusion of water through the
pore, but protons are transported at a rate that is faster than the
diffusion of H;O™ (1, 2). Instead of diffusing through channels,
protons move concertedly across networks of hydrogen-bonded
waters through what is known as the Grotthuss mechanism (3-5).
This mechanism of proton transport was initially discovered by the
behavior of water in solution, and it has also been proposed to
occur within membrane proteins containing water-filled pores (6—
9). The matrix 2 (M2) protein of influenza A is one of the smallest
proton-selective channels found in nature. This makes it an ideal
system for studying the involvement of water in the selective
transport of protons across the membrane.

www.pnas.org/cgi/doi/10.1073/pnas.1705624114

The M2 protein of influenza A is a tetramer made up of four
97-residue-long monomers. M2 is multifunctional, with different
functions lying in different regions of the sequence. Residues 1-
22 make up a conserved N-terminal domain that assists the in-
corporation of M2 into the virion (10) and is absent in influenza
B viruses. The transmembrane domain of M2 (residues 22-46) is
necessary for tetramerization (11) and forms a proton-selective
channel (12-15) that is the target of the adamantane class of drugs,
amantadine and rimantadine (11, 16-18). The transmembrane
domain of the M2 proton channel (M2TM) (residues 22-46) is the
smallest construct of M2 that retains the functionally important
conductance features of the full-length protein (16, 17). When
constructs of varying length are expressed and biosynthetically
inserted into cell membranes, there is no experimentally significant
difference in their proton conduction properties so long as the full
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transmembrane conduction domain (M2TM) is included (16, 17,
19, 20). The regions C-terminal to the TM helices play different
important functional roles. An amphiphilic helix formed by resi-
dues 46-60 induces membrane curvature and is involved in viral
budding and scission (21-23), and an intrinsically disordered
C-terminal tail (residues 62-97) interacts with the matrix 1 protein
during the packing and budding of new virus particles (24, 25).

The proton-selective, pH-sensitive gate of the M2 channel
consists of residues His37 and Trp41 (26, 27). Four gating his-
tidine residues face the pore of the channel; each His within the
gate can be protonated, so the gating His tetrad can have a total
charge of 0 to +4, with the charge states existing in equilibrium at
a given pH (Fig. S1, Top). The pK, values for adding successive
protons to the His tetrad have been experimentally determined
using solid-state NMR of samples in phospholipid bilayers (28-32).
Although there is some variation of the reported pK, values
depending on the type of lipid mimetic used, the first two pro-
tonation events occur with a pK, > 6, resulting in a +2 to +3 charge
on the gating His tetrad at the pH range of an acidifying endosome.
Electrophysiological studies of M2 conductance vs. pH report that
a saturation of proton conductance within physiologically relevant
pH values occurs at pH ~ 5.5 (12, 27, 33-35). Both of the exper-
imentally determined pK, values for the protonation of the third
gating His residue occur near the midpoint of this saturation curve.
Proton conduction is hypothesized to occur as the gating His tetrad
cycles from a +2 to a +3 charge state.

Multiple conformations of the M2 conductance domain, which
reflect distinct intermediates in the conduction cycle, have been
structurally observed by X-ray crystallography (35-38). In one
conformation, the C terminus of the channel is splayed open
(Inwardpen); in the other, the C terminus adopts a more constricted
conformation (Inwardoseq). A conformation with hybrid charac-
teristics has also been determined (35). The Inwardgseq State
has also been characterized by solution NMR (39, 40) and solid-state
NMR (41, 42) studies under high pH conditions. The Inwardjoseq
conformation can transition to the Inward,p., conformation by
straightening a kink in the TM helix near Gly34 (40, 43, 44). This
conformational transition provides a pathway for proton transfer
past the Trp41 gate into the viral interior. In NMR studies at low
pH, both conformations are observed in equilibrium with one an-
other (40, 43, 44). Molecular dynamics simulations suggest that the
Inward,pen, and Inwardjoseq conformations are in equilibrium, with
the channel becoming more open at the C terminus as positive
charges accumulate on the His37 gate (45-48).

A recent electrophysiological study (49) using inside-out macro-
patches of Xenopus laevis oocytes at cytosolic pH values of 5.5, 7.5,
and 8.2 has demonstrated the interconversion of the Inwardgoseq
and the Inward,pe, conformations in a transporter-like mechanism
(Fig. S1, Bottom). This mechanism also explains the high asymmetry
of proton conductance with respect to the proton gradient and the
sign of the transmembrane potential (49). Protons flowing toward
the interior of the virus enter via the Inwardg,..q state and diffuse to
the His37 tetrad, which is likely in a +2 state when the pH,,, is near
that of the acidifying endosome (pH 5-6). A permeating proton
diffuses through the pore and binds to His37, increasing the total
charge of the His37 tetrad to a +3 state. This triggers the formation
of the Inward,,c, state and ultimately the release of the proton into
the interior of the virus. Following transfer of the proton into the
viral interior, the protein remains in a metastable Inward,,., state,
which must be converted to the Inwardyesq State in a “recycling
step.” This recycling step can limit the rate of proton conduction
under some conditions.

Here, we examine solvent ordering of water in the pore of M2
within crystals containing only the Inward,,., conformation. By
collecting structural data at different pH conditions, we probe the
structure of the pore’s water network while varying the charge on
the gating His37 tetrad. This allows us to access multiple pro-
tonation states of His37 in the Inward,p., state representing the
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conformation of the His37 tetrad before and following the release
of a proton into the viral interior. By trapping the Inward,pen
conformation in the crystal lattice, we evaluate the structure of the
underprotonated form of His37, which occurs only as a metastable
intermediate in membranes. Previously, we reported structures of
the M2TM solvent network in this Inward,,e,, conformation at low
and high pH (37), using a conventional synchrotron X-ray source
under cryogenic conditions. The 1.10-A resolution high- and low-
PpH cryogenic structures showed that the waters within the channel
form a continuous hydrogen-bonding network under both pH
conditions. This network could contribute to the stabilization of
positive charges in the pore. This structure also supports a Grot-
thuss mechanism for proton transport, which has been proposed as
a possible method of proton transport by quantum mechanical and
molecular dynamics simulations and on the M2 channel (36, 48,
50-52). However, these 1.10-A structures were collected under
cryogenic conditions that could artificially increase the degree of
ordering of the water. Indeed, less order was observed at higher
temperature (37), but the diffraction was limited by rapid radiation
damage near room temperature. Therefore, the actual arrange-
ment of solvent within the M2 channel pore remained ambiguous.
Here, we have used data collection at an X-ray free-electron
laser (XFEL) to circumvent these limitations. In XFEL experi-
ments, the energy of the intense X-ray pulses used is large enough
to destroy the sample through the effects of radiation damage (53).
However, diffraction occurs on a timescale that is faster than the
rate at which radiation damage disrupts the crystal lattice and
destroys the sample, effectively giving “diffraction before de-
struction” (54-56). This allows for data collection at ambient
temperature while minimizing the effects of radiation damage on
the data. The resulting XFEL datasets provide high-resolution
insights into the involvement of ordered waters in proton trans-
port and the stabilization of positive charges in the M2 channel.

Results and Discussion

Comparison of Low-pH XFEL Structure to Synchrotron Structures. The
XFEL structure of M2TM at low pH can be compared with our
previous structures collected under the same pH condition using

Cryo Synchrotron r.t. XFEL r.t. Synchrotron

Fig. 1. Low-pH (pH 5.5) structures of M2TM under cryogenic synchrotron
(4QKC, Left), room temperature XFEL (5J00, Center), and room temperature
(r.t.) synchrotron (4QKM, Right) diffraction conditions. (Top) The front helix
of each tetramer has been removed; waters are modeled as spheres, with
red spheres representing full-occupancy waters and light and dark blue
spheres as half-occupancy waters in alternate-occupancy networks A and B.
Waters within hydrogen-bonding distance of each other are connected by
sticks. The number of ordered waters decreases moving from Left to Right
across the figure. (Bottom) Electron density for the pore solvent network
(blue mesh) is shown to a contour of 0.5 . The largest amount of ordered
density is present in the cryogenic synchrotron data collection condition. The
volume and shape of the solvent density for the room temperature struc-
tures collected using XFEL and synchrotron sources are similar.
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Cryo Synchrotron r.t. XFEL r.t. Synchrotron

Fig. 2. High-pH (pH 8.0) structures of M2TM under cryogenic synchrotron
(4QK7, Left), room temperature (r.t.) XFEL (5TTC, Center), and room tem-
perature synchrotron (4QKL, Right) diffraction conditions. Waters are shown
as spheres (red, full occupancy; light and dark blue, half-occupancy); po-
tential hydrogen bonds are shown as sticks. (Top) The largest number of
ordered waters is found in the cryogenic synchrotron diffraction condition;
fewer ordered waters are present at room temperature. (Bottom) Electron
density for the pore solvent network (blue mesh) is shown to a contour of
0.5 6. The largest amount of ordered solvent electron density is observed
under cryogenic diffraction conditions; the volume and shape of the solvent
density for the two room temperature conditions are similar.

a synchrotron radiation source (Fig. 1). Within the low-pH con-
dition, the previously determined cryogenic synchrotron structure
shows the largest number of ordered waters (Table S1) and also
the most extensive hydrogen-bonding network, with continuous hy-
drogen bonds extending throughout the channel from Ser31 to the
gating His37 residues. However, the solvent network from the room
temperature synchrotron structure contains fewer ordered waters
and almost no possible hydrogen bonds to connect those waters.
The room temperature XFEL data reveals an intermediate degree
of solvent ordering. Fewer ordered waters are observed than in the
cryogenic structure. However, unlike the room temperature syn-
chrotron structure, the XFEL data reveal a continuous hydrogen-
bonding network that spans the vertical length of the channel pore.

The room temperature data from both XFEL and synchrotron
sources have pore solvent electron density with a similar shape. In
both density maps, there are three layers of solvent density arranged
in a pyramid-like shape. This pattern differs from the density ob-
served in the cryogenic synchrotron structure, which contains a
larger volume of electron density from ordered solvent. The top-
most layer of waters near Ser31 consists of a single full-occupancy
water at the center of the channel, which is observed in both of the
room temperature structures. Similarly, in the middle solvent layer
near Gly34 and the bottom layer immediately above His37, the
waters are located in similar positions. However, the XFEL struc-
ture can be modeled with additional ordered waters in these layers.

Comparison of High-pH XFEL Structure to Synchrotron Structures.
The trends observed comparing the high-pH datasets from XFEL
and synchrotron sources are similar to those observed at low pH
(Fig. 2). Again, the cryogenic synchrotron structure contains the
largest number of modeled ordered waters (Table S1) and, corre-
spondingly, the largest volume of solvent electron density. In both
room temperature structures, the waters are separated into three
layers. Here, a slightly larger number of ordered waters is present in
the room temperature synchrotron structure relative to the room
temperature XFEL structure. The total number of ordered solvent
molecules and the shape of their resulting electron density is similar
for both of the room temperature datasets.

The high-pH XFEL structure has a solvent network that consists
of mostly full-occupancy waters. These are again separated into
three layers, but here there are no hydrogen bonds vertically

Thomaston et al.

connecting the layers. The only hydrogen bonds that can be formed
within the pore water network are between the waters in the bot-
tom layer above the His37 gate. These waters are not within
hydrogen-bonding distance of the His37 side chains.

XFEL Datasets Avoid Artifacts from Both Cryocooling and Radiation
Damage. Our data suggest that the previous structures collected
at a conventional synchrotron X-ray source likely suffer from
experimental artifacts. In both high- and low-pH conditions, the
volume of ordered solvent observed at cryogenic temperatures is
much higher than the amount observed in any of the room
temperature structures. This reflects tightened enthalpically fa-
vored water distributions within the pore induced by freezing the
crystals at 100 K (57). The decreased solvent ordering when
diffracting at room temperature using a synchrotron source likely
reflects resolution-limiting radiation damage. Collecting room
temperature data using an XFEL source avoids the effects of
both sets of potential experimental artifacts.

Continuous Hydrogen-Bonding Network at Low pH. In the low-pH
XFEL structure, the ordered waters within the pore form three
layers (Fig. 3): a top layer near Ser31, a middle layer near Gly34,
and a bottom layer above the His37 gate. The top and bottom
layers consist of mostly full-occupancy waters, while many of the
waters in the middle layer are modeled as partial occupancy. In
the topmost layer of waters, the Ser31 side chain is not within
hydrogen-bonding distance of the single water, which is consistent
with the fact that this residue can accept a wide range of sub-
stitutions to small polar residues with retention of the proton
conduction activity (58). In the bottom layer, the pore waters are
positioned to act as either hydrogen bond donors or acceptors
immediately above His37. The hydrogen-bonding interactions
formed by the waters in the bottom solvent layer could stabilize
positive charges on the gating His residues, or they could connect
the hydrogen-bonded water wire formed by alternate-occupancy
network A to a neutral His residue. The pore solvent network
has more hydrogen bond-donating interactions with the protein
than potential hydrogen bond-accepting interactions, which is
consistent with our previously observed structures (37).

water network A

<
a

J
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o

Fig. 3. Alternate-occupancy water networks in the low-pH (pH 5.5) room
temperature XFEL structure (5JOO0). Full-occupancy waters are red, waters from
alternate-occupancy network A are cyan, and waters from alternate-occupancy
network B are dark blue. Waters within hydrogen-bonding distance of each
other are connected by sticks; yellow sticks indicate hydrogen bonds that can be
made between the solvent network and protein carbonyls. (Left) Side view of
solvent from alternate-occupancy network A (Top) and B (Bottom), with top-
down views of the three layers of water in the pore. (Right) Top-down view of all
three layers of water in alternate-occupancy network A (Top) and B (Bottom).
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The partial occupancy solvent molecules of the low-pH XFEL
structure can be grouped into two self-consistent “alternate-oc-
cupancy” networks. “A” and “B” are the minimum number of
networks needed to explain the crystallographic positions of the
half-occupancy waters within the symmetry constraints of the
I4 space group; the waters within network A are too close to
those in network B for both to coexist simultaneously. The
previously collected single-crystal synchrotron data on this crys-
tal form (37) have been refined with P1 symmetry with no dif-
ferences observed in the electron density for the protein or the
pore water network. From this, we conclude that any possible
asymmetric structural features in the water network are averaged
within the crystal lattice.

The hydrogen bonds that can be formed by waters from
alternate-occupancy networks A and B are shown in Fig. 3. Note
that, in the middle layer of waters within network A, 90° rotation
about the fourfold crystallographic axis of symmetry produces
two clashing interactions and two hydrogen bonds. The waters
modeled in this location likely exist as a dimer whose electron
density is averaged across the fourfold axis of symmetry. Within
alternate-occupancy network A, a continuous chain of hydrogen
bonds connects waters from the top of the water network to the
gating His37 residues. In contrast, the waters in alternate-
occupancy network B do not form hydrogen bonds to vertically
connect the three layers of waters. The chain of hydrogen bonds
that spans the length of the channel from Ser31 to the gating
His37 residues in alternate-occupancy network A is consistent
with a continuous pathway for a proton to be shuttled from the
top of the network to the gating His37 residues via the Grotthuss
transport mechanism.

low pH (5.5)

intermediate pH (6.5)

The two alternative networks discussed above represent only
two possible interpretations of the ensemble average of all pos-
sible water networks within the channel averaged by the fourfold
symmetry of the crystal lattice. To examine all possible sym-
metric and asymmetric water networks that contribute to the
observed density, we used graph theory to extract all possible
water networks from the crystallographic water positions from
the low-pH XFEL structure. Each water molecule represented a
node in the graph, and all possible cliques were extracted and
filtered for symmetry and total occupancy. We identified
11 unique hydrogen-bonding networks (Figs. S2 and S3), among
which only two formed a continuous water wire that would
connect a potential hydronium molecule at the top of the water
network to one of the four gating His37 residues.

Intermediate-pH XFEL Structure Compared with Previous Structures.
The intermediate-pH (6.5) XFEL structure can be compared with
a previous structure collected at a conventional synchrotron source
under cryogenic diffraction conditions; in the structure from Acharya
et al. (36), the channel adopts the Inwardgeseq conformation.
Comparison of the two structures reveals that the same general
arrangement of solvent layers is observed in both conformational
states, although the solvent molecules hydrogen bonded to His37
move away from the central axis by 1.4 A of the channel in the
InwalrdOpen state (Fig. S4). The radial distances increase from 3.2 A
in the Inward...q conformation to 4.6 A in the Inward,pen con-
formation. Thus, as the C terminus of the channel dilates to form
the Inward,,., conformation, the solvent network within the
channel also expands. Interestingly, the degree of dilation is close
to the van der Waals radius of a single water molecule.

high pH (8.0)

Fig. 4. Room temperature XFEL structures of M2TM under all pH conditions: low (pH 5.5, 500, red), intermediate (pH 6.5, 5UM1, green), and high (pH 8.0,
5TTC, blue). Waters are shown as spheres (red, full occupancy; light and dark blue, half-occupancy); potential hydrogen bonds are shown as sticks. (Top) The
most ordered waters are observed under the low-pH condition, with fewer waters present at intermediate pH and the smallest number of ordered waters at
high pH. Moving from low to high pH, the number of half-occupancy waters decreases and the hydrogen-bonding network becomes less complex. (Bottom)
Electron density for the pore solvent network (blue mesh) is shown to a contour of 0.5 c. The same trend is observed from the electron density maps; the
largest volume of solvent density is at low pH, and the smallest volume is at high pH.

13360 | www.pnas.org/cgi/doi/10.1073/pnas.1705624114
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XFEL Structures at Low, Intermediate, and High pH. The maximally
conducting low pH 5.5 condition has the largest volume of or-
dered solvent electron density, the largest number of ordered
waters (Table S1), and also the most extensive hydrogen-bonding
network, with solvent ordering decreasing at intermediate and
high pH (Fig. 4). A continuous hydrogen-bonding network is
only observed in the low-pH condition and could be consistent
with a Grotthuss transport mechanism for proton transport when
the channel is at maximally conducting pH conditions. The in-
termediate pH 6.5 condition shows fewer ordered waters relative
to the low-pH state. At intermediate pH, the hydrogen-bonding
network spans roughly one-half of the vertical length of the
channel pore. The solvent network in the high pH 8.0 condition
has more diffuse electron density and the fewest number of or-
dered waters; at high pH, these waters do not make any hydro-
gen bonds in a vertical direction. Examining the bottom water
layer just above the gating His37 residue reveals that hydrogen
bonds between His37 and solvent are only observed in the low-
pH condition. At low pH, both the delta and epsilon nitrogens
are within 3 A of an ordered water molecule, but at intermediate
and high pH the bottom layer of solvent is too far away from
His37 for a hydrogen bond to be formed (Fig. S5).

Implications for Proton Conduction. The conduction of protons
through the M2 channel conforms to a transporter-like mechanism
in which protonation leads to a conformational change from the
Inwardjoseq to the Inward,pe, state. When a proton passes to the
other side of the His37 gate, deprotonation occurs and the channel
cycles from the Inwardp., state back to its initial Inwardjoseq cOn-
formation. Electrophysiological studies have resolved intermediates
in the mechanism that reflect these two limiting conformational
states (Inwardpen and Inwardgeeq) at two different protonation
states (49). These states differ in the ease of proton diffusion
through the N-terminal as well as the C-terminal ends of the
channel, which can be understood in terms of reciprocal opening of
the His37 tetrad in parallel with the closing of the Val27 gate.
Under physiological conditions in the acidifying endosome, the
protein is predominantly in the Inwardgesq State with an open
Val27 gate. This allows rapid equilibration of the His37 gate with the
external pH (pH,y), but not the pH;, As the pH decreases,
His37 reaches a threshold protonation state (probably to +3), which
destabilizes packing of His37 residues in the Inwardosq State and
enables transient population of a Inwardgp., conformation. The
Inward,pe, conformation can now equilibrate with the higher pHj,
leading to the formation of a metastable Inwardp,., conformation
with one fewer protons bound to the His37 tetrad. The process of
inward deprotonation of His37 and recycling of the Inwardpen
conformation to the Inward..sq conformation is sufficiently
slow to constitute the rate-limiting step under some conditions.
The ability to crystallize M2TM in the Inward,p., configuration
over a wide range of pH conditions allows us to examine the
protonated state of His37 after the conformational transition from
the Inwarduq State, as well as the metastable intermediate that
occurs following release of the proton to the interior of the virus.
At low pH, the solvent is well ordered and there are multiple
pathways to enable rapid proton diffusion and enthalpic stabili-
zation throughout the lumen of the channel reaching to Val27,
particularly in the vicinity of His37 and Gly34. This finding is
consistent with solid-state NMR (59), molecular dynamics (45),
and 2D IR studies (60), which show increased hydration and

1. Levitt DG, Elias SR, Hautman JM (1978) Number of water molecules coupled to the
transport of sodium, potassium and hydrogen ions via gramicidin, nonactin or vali-
nomycin. Biochim Biophys Acta 512:436-451.

2. Rosenberg PA, Finkelstein A (1978) Interaction of ions and water in gramicidin A channels:
Streaming potentials across lipid bilayer membranes. J Gen Physiol 72:327-340.
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proton diffusion when the His37 tetrad is highly protonated. In
contrast, the extent of ordered solvent decreases as the pH is
increased (Fig. 4 and Table S1). These findings clearly show that
the water structure seen in the low-pH form of the Inward,pen
plays an important role in stabilizing charge in the highly pro-
tonated His37 state. Furthermore, these findings indicate that
this stabilizing network is lost following the loss of a proton to create
the metastable deprotonated state. This loss of specific hydration
might contribute to lowering the activation energy for returning to
the resting Inwardgjoseq State during the conduction cycle.

Materials and Methods

The M2TM transmembrane domain (residues 22-46) was reconstituted into
the lipidic cubic phase (LCP) (61, 62), and 14 crystals were grown as previously
described (37). M2 crystals in concentrations ranging from 106 to 10° crystals
per milliliter grew in a sponge phase slurry and were pooled into milliliter
quantities (Fig. S6), and then monoolein was added to increase the viscosity
of the sample. Preliminary diffraction experiments were carried out at the
Linac Coherent Light Source (LCLS) to diffract mounted single crystals and
microcrystals grown on grids (63).

XFEL data collection techniques were used to obtain room temperature
structures of the M2 channel with minimal radiation damage. By using serial
diffraction techniques, we are able to observe the ensemble average of the
M2 channel’s water network over tens of thousands of crystals per dataset.
The XFEL datasets described in this paper were collected using a Diverse
Application Platform for Hard X-Ray Diffraction in SACLA (DAPHNIS) (64) at
SPring-8 Angstrom Compact Free-Electron Laser (SACLA) beamline BL3 using
a 1.1587-A beam with a pulse rate of 30 Hz and a multiport charge-coupled
device (MPCCD) detector. An LCP injection system (65) was used to contin-
uously deliver sample to the XFEL beam. Three pH conditions were exam-
ined: pH 5.5, “low-pH” state, PDB ID code 5JOO (Dataset S1); pH 6.5,
“intermediate-pH” state, PDB ID code 5UM1 (Dataset S2); and pH 8.0, “high-
pH" state, PDB ID code 5TTC (Dataset S3).

Frames of data containing diffraction patterns were identified using
Cheetah (66, 67). Indexing and integration were done using cctbx.xfel (68).
Postrefinement and merging were carried out in cctbx.prime (69) (Table S2),
and the Brehm and Diederichs algorithm (70) was used to resolve the
indexing ambiguity resulting from the 14 space group of the diffracted
crystals (Table S3). Molecular replacement and refinement were performed
using Phenix (71) (Table S4).

The high- and low-pH datasets are complete to a resolution of 1.40 A,
which was the detector-limited resolution. The intermediate-pH condition
was truncated to 1.45 A because the crystals at this pH condition diffracted
to a slightly lower resolution on average. CCy/; and paired refinement (72,
73) were used to determine the maximum resolution. The water network
analysis at low pH was carried out using the NetworkX library in Python (74).
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