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SUMMARY
Recent experimental evidence from rainbow trout suggests that gill ammonia transport may be mediated in part via Rhesus (Rh)
glycoproteins. In this study we analyzed the transport properties of trout Rh proteins (Rhag, Rhbg1, Rhbg2, Rhcg1, Rhcg2, Rh30-
like) expressed in Xenopus oocytes, using the radiolabeled ammonia analogue ['*C]methylamine, and the scanning ion electrode
technique (SIET). All of the trout Rh proteins, except Rh30-like, facilitated methylamine uptake. Uptake was saturable, with K,
values ranging from 4.6 to 8.9mmoll~'. Raising external pH from 7.5 to 8.5 resulted in 3- to 4-fold elevations in Jmay values for
methylamine; K, values were unchanged when expressed as total or protonated methylamine. Efflux of methylamine was also
facilitated in Rh-expressing oocytes. Efflux and influx rates were stimulated by a pH gradient, with higher rates observed with
steeper H* gradients. NH,Cl inhibited methylamine uptake in oocytes expressing Rhbg1 or Rhcg2. When external pH was elevated
from 7.5 to 8.5, the K; for ammonia against methylamine transport was 35-40% lower when expressed as total ammonia or NH,*,
but 5- to 6-fold higher when expressed as NH3. With SIET we confirmed that ammonia uptake was facilitated by Rhag and Rhcg2,
but not Rh30-like proteins. Ammonia uptake was saturable, with a comparable Jn.x but lower K, value than for total or protonated
methylamine. At low substrate concentrations, the ammonia uptake rate was greater than that of methylamine. The K, for total
ammonia (560 umol I"") lies within the physiological range for trout. The results are consistent with a model whereby NH,* initially
binds, but NH; passes through the Rh channels. We propose that Rh glycoproteins in the trout gill are low affinity, high capacity
ammonia transporters that exploit the favorable pH gradient formed by the acidified gill boundary layer in order to facilitate rapid

ammonia efflux when plasma ammonia concentrations are elevated.
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INTRODUCTION

Although ammonia is an important nitrogen source for the growth
of bacteria, fungi and plants, it is the major end product of nitrogen
metabolism in ammoniotelic animals. Transport of ammonia across
membranes is therefore essential for the maintenance of
homeostasis in these organisms. The classical view has been that
the lipid soluble gas phase (NH3) of ammonia passes readily through
membranes whereas the ionic phase (NH;") requires carriers in
order to cross membranes (Kleiner, 1981). This view is now being
challenged by the recent identification of genes for ammonia
transporters in yeast (MEP) and plants (Amt), followed later by
the discovery that Rhesus (Rh) blood group proteins are related to
these transporters (Marini et al., 1994; Marini et al., 1997,
Ninnemann et al., 1994).

The X-ray structure of the Escherichia coli ammonia transporter
(AmtB) revealed that NH; and not NH," is the species that passes
through the channel. NH;" is deprotonated in the periplasmic
vestibule of AmtB before NH; passes through the pore and
reprotonates in the cytoplasmic vestibule (Khademi et al., 2004;
Zheng et al., 2004). Comparison of the recently solved structure of
the Rh protein (Rh50) from the bacteria Nitrosomonas europaea
with AmtB, showed similarities in the pore but differences in the
external vestibule which may reflect a lower affinity or a weaker
sequestering capacity for NH;" in the Rh proteins (Li et al., 2007;
Lupo et al., 2007). Although a few reports have suggested that CO,
could also pass through the Rh channels (Endeward et al., 2007;
Kustu and Inwood, 2006; Li et al., 2007; Soupene et al., 2002;

Soupene et al., 2004), the numerous functional studies that have
been performed to date support the view that both Amt and Rh
proteins facilitate ammonia transport (Javelle et al., 2007).

In mammals, RhAG/Rhag proteins are mainly confined to
erythrocytes but RhBG/Rhbg and RhCG/Rhcg are located in several
key tissues related to ammonia metabolism such as the brain, liver,
kidney and gastrointestinal tract (Handlogten et al., 2005; Huang,
2008; Liu et al., 2000; Liu et al., 2001). In fact, recent knock-down
studies in mice revealed that Rhcg protein expression was necessary
for renal ammonia excretion (Biver et al., 2008; Lee et al., 2009).

Unlike ureotelic mammals, most fish are ammoniotelic and
excrete large amounts of ammonia, mostly through the gills rather
than through the kidney. The first study that linked fish Rh proteins
to ammonia excretion, which was carried out in pufferfish gills,
identified apical Rhcg2 and basolateral Rhbg in the pavement cells,
apical Rhcgl in the mitochondria-rich cells, and apical and
basolateral Rhag in the pillar cells (Nakada et al., 2007a). Rhbg,
Rhcgl and Rheg?2 have also been identified in the gills and skin of
the air-breathing mangrove killifish (Hung et al., 2007). Shortly after
this it was reported that Rhcg2 mRNA expression levels in the adult
rainbow trout gill paralleled the restoration of ammonia excretion
in the face of elevated external ammonia (Nawata et al., 2007), and
levels of Rhcg2 mRNA in larval rainbow trout correlated with an
increase in ammonia excretion rate over developmental time (Hung
etal., 2008). Similarly, Rhcgl mRNA expression in larval zebrafish
coincided with increased ammonia excretion (Nakada et al., 2007b),
while knockdown of Rhag, Rhbg and Rhegl in the same larval
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species led to a decrease in ammonia excretion (Braun et al., 2009;
Shih et al., 2008). Also, an in vitro cultured gill epithelium system
demonstrated that increased ammonia permeability caused by pre-
exposure to elevated ammonia and cortisol, as well as exposure to
freshwater low in Na*, was associated with increased Rhcg2 mRNA
(Tsui et al., 2009). These data have been further examined in several
recent reviews (Perry et al., 2009; Weihrauch et al., 2009; Wright
and Wood, 2009).

Functional studies of Rh proteins have been hampered by the
lack of a specific inhibitor as well as a long-lived radiotracer for
ammonia. Researchers have therefore relied on the heterologous
expression of Rh proteins in cells or cell-preparations in conjunction
with the radiolabeled ammonia analogue, ['*C]methylamine, to study
Rh protein function. The first detailed study of Rh proteins in fish
showed that Xenopus oocytes expressing pufferfish Rh proteins
exhibited an increased uptake of methylamine (Nakada et al., 2007a).
Our goal was to further characterize the functional properties of
these potentially important gill ammonia transporters of rainbow
trout (Oncorhynchus mykiss Walbaum). Trout Rhag, Rhbg1, Rhbg2,
Rhegl, Rheg2 and Rh30-like proteins were expressed in Xenopus
oocytes and ["*C]methylamine was used to characterize the transport
properties of these proteins. In addition, we used the scanning ion
electrode technique (SIET) (Ammann, 1986) to directly confirm that
ammonia transport was also facilitated, and to characterize ammonia
uptake kinetics in Rh-expressing oocytes and in H,O-injected
(control) oocytes.

MATERIALS AND METHODS
Reagents and solutions

All chemicals and reagents used in this study were obtained from
Sigma (St Louis, MO, USA) unless otherwise noted. The standard
oocyte bath solution was ND96 containing (in mmoll™!): 96 NaCl,
2 KCl, 1.8 CaCl,, 1 MgCl,, 5 Hepes, pH 7.5. Sterile ND96 for long-
term storage of oocytes contained 2.5mmoll™ sodium pyruvate,
1 mgml! penicillin—streptomycin and 50 pgml~! gentamicin (Gibco,
Long Island, NY, USA). Low K* ND96 contained 0.2 mmol "' KCI
and Na'- and K'-free ND96 contained 98 mmoll™' N-methyl-D-
glucamine chloride in place of NaCl and KCI. The acidification
buffers adjusted to pH 6.8 or pH 6.4 contained (inmmoll™): 55 NaCl,
60 sodium acetate, 1.8 CaCl,, 1 MgCl, and 10 Hepes.

Plasmid constructs and cRNA synthesis
Rh cDNAs were isolated from rainbow trout gill and erythrocytes
as previously described (Nawata et al., 2007; Nawata and Wood,
2008) and amplified with high fidelity Tag polymerase (Invitrogen,
Burlington, ON, Canada) using primers (Table 1) flanking the coding
region of each gene. Correct sequences were verified after cloning
into a pGEM T-easy vector (Promega, Fisher Scientific, Nepean,
ON, Canada). The Rh ¢cDNAs were then subcloned by blunt-end
ligation into the Xhol and Spel restriction sites of a pXT7 vector
containing Xenopus beta globin 3'- and 5'-UTR sequences flanking
the cloning site (courtesy of G. Goss, University of Alberta).

In-frame insertion of ¢cDNAs was confirmed by sequencing.
Linearization with Smal was followed by proteinase K treatment
(1mgml™; Invitrogen) and phenol—chloroform extraction. The
linearized constructs were then transcribed and capped (Ambion,
Austin, TX, USA) in vitro with T7 RNA polymerase (Fermentas,
Burlington, ON, Canada). The resulting cRNAs were purified by
phenol—chloroform extraction and quantified spectrophotometrically
(Nanodrop, ND-1000, Wilmington, DE, USA) and assessed for
quality on a 1% agarose gel.

Preparation of oocytes

Stage V=VI oocytes were collected from adult female Xenopus sp.
following an established protocol (Ceriotti and Colman, 1995).
Briefly the frogs were anaesthetized in 0.1% MS-222 for
approximately 20 min. Excised ovarian tissue was placed in Ca*'-
free ND96 solution containing collagenase (1 mgml™) and gently
agitated for 30min. The oocytes were then rinsed three times in
Ca*"-free ND96, three times with ND96, and then allowed to recover
overnight at 18°C in sterile ND96. Frogs were humanely killed after
the final oocyte collection. All procedures used were approved by
the McMaster University Animal Research Ethics Board and are in
accordance with the Guidelines of the Canadian Council on Animal
Care.

Injection of oocytes
Oocytes isolated the previous day were injected with 36.8 nl of
cRNA (0.5ngnl™) to provide a total of 18.4ng, using a Nanoliter
2000 Injector (World Precision Instruments, Sarasota, FL, USA).
Control oocytes were injected with 36.8nl of RNase-free H,O.
Experiments were performed 3- to 5-days post-injection.

['*Clmethylamine studies

Experiments were performed at room temperature in 200ul of
uptake buffer which contained: low K* ND96, 0.5uCiml™!
[“C]methylamine (Dupont, New England Nuclear, Boston, MA,
USA), and 20 umol ™" of unlabeled methylamine. Incubation times
ranged from 15 to 60min depending on the experiment (described
in more detail below). Three groups of three oocytes were assayed
for each experimental point; each group was considered as one
replicate. At the end of each assay, oocytes were washed three times
with 2ml of ice-cold, unlabeled uptake buffer and immediately
solubilized in 200l of 5% SDS. Radioactivity was measured in
Sml of Ultima-Gold AB scintillation cocktail (PerkinElmer, Toronto,
ON, Canada) by liquid scintillation counting (Tri-Carb 2900 TR;
PerkinElmer). H,O-injected (control) oocytes were run in parallel
in all assays. The focus of our study was on trout Rhcg2 since
according to previous studies, mRNA levels of this protein
responded the most to elevated levels of ammonia (e.g. Nawata et
al., 2007; Tsui et al., 2009). Other trout Rh genes were included in
the assays to evaluate whether the same principles applied, and to
ensure that the protocols were working properly, but not all genes
were used in all tests.

Table 1. Primer list for cloning

Name Forward/reverse sequence (5'-3") Accession no.
Rhag ggagactattaccacaagcc/ctcactttcccatctctage EF667352
Rhbg1 gaccaactcatgtgtcagcttgag/getgccacatccetggttgtac EF051113
Rhbg2 cgacaacgacttttactaccgc/gtacaaccaggatgtggcage EU660221
Rhcg1 gecegtcttictccataaggeacc/ccagcaggagteegtgtaggataggace DQ431244
Rhcg2 gtacttactcagcctccacc/gagtgeggttgtetgtigg AY619986
Rh30-like gacattccggtttcgegtag/gattggttcattgcetetectgac EF062577
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Methylamine kinetics

The methylamine uptake rates measured over 20-min incubation
periods in 0.02, 0.2, 1, 2, 10 and 15mmol I"'concentrations of
methylamine were used to determine the kinetic profile. Endogenous
uptake rates in control oocytes were subtracted from the test oocyte
uptake values. The concentration dependence of methylamine was
described in terms of Jn.x and Ky, values by using non-linear
regression to fit the Michaelis—Menten equation to the experimental
data using Sigma Plot version 10.0.

NH4Cl inhibition

Total ammonia concentrations used for NH4Cl inhibition studies
were verified enzymatically by measuring the formation of L-
glutamate catalyzed by L-glutamate dehydrogenase, an assay
linear to 600umoll™ with reproducibility of +5% (Riachem,
Cliniga Corp., CA, USA) and concentrations of NH3 and NH,"
were calculated using the Henderson—Hasselbalch equation with
a pK, value of 9.25 (Cameron and Heisler, 1983) for ammonia.
A pK, value of 10.66 (CRC Handbook of Chemistry and Physics,
2005) for methylamine was used to determine the unprotonated
(MA) and protonated (MA™) fractions of the K, values. The
inhibition constant (Kj) of ammonia against methylamine uptake
was determined using the equation:

Ki=1Cso/ (1 +c/Kp), (D

where ICs is the concentration of NH4C1, NH,4* or NH; that reduces
the uptake by 50%, c is the substrate concentration, and K, is the
substrate concentration permitting half-maximal uptake of
methylamine.

Measurements of ammonia uptake using the scanning ion

electrode technique (SIET)
Transport of ammonia into or out of an oocyte produces gradients
in NH," concentration in the unstirred layer adjacent to the oocyte
surface. These gradients can be calculated from the voltages
recorded by an NH; " -selective microelectrode moved between two
points within the unstirred layer. Although the great majority
(>95%) of the ammonia will exist as NH," at the pH value (7.5)
set by the buffer in the present experiment, it may have moved
across the oocyte membrane as NH3, or as NH4* or both. Thus
the microelectrode can be used to measure ‘apparent NH4" flux’
which is approximately equivalent to total ‘ammonia flux’, the
term used here. Ammonia flux can then be calculated from the
NHy4" concentration gradients measured in the unstirred layer using
Fick’s law, as described below. Measurement of fluxes in this way
is the basis of the scanning ion electrode technique (SIET), which
allows fluxes to be repeatedly measured in near real-time at
multiple sites on the oocyte surface. Extensive descriptions of the
use of SIET are reported by Rheault and O’Donnell (Rheault and
O’Donnell, 2004) and Donini and O’Donnell (Donini and
O’Donnell, 2005).

SIET measurements were made using hardware from Applicable
Electronics (Forestdale, MA, USA) and automated scanning
electrode technique (ASET) software (version 2.0) from Science
Wares Inc. (East Falmouth, MA, USA). Each oocyte was placed in
a 35mm diameter Petri dish filled with 5ml of Na'- and K'-free
ND96. Reference electrodes were made from 10cm lengths of
1.5mm borosilicate glass capillaries that were bent at a 45° angle,
1-2cm from the end, to facilitate placement in the sample dish.
Capillaries had been filled with boiling 3moll™' KCI in 3% agar
and were connected to the ground input of the Applicable Electronics
amplifier through a Ag/AgCl half cell.
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Micropipettes for NH, -selective microelectrodes were made
from 1.5mm unfilamented borosilicate glass capillaries pulled on
a Flaming—Brown P-97 pipette puller (Sutter Instruments, Novato,
CA, USA) to tip diameters of 3—5um. The micropipettes were
backfilled with 100mmoll™' NH,4CI and tip-filled with a 200-um
long column of NH," Ionophore I, Cocktail A (Fluka, Buchs,
Switzerland). This ionophore is sensitive to interference from K*
and Na" and the calibration and bathing solutions were therefore
based on Na'- and K*-free ND96. NH,"-selective microelectrodes
for use with SIET were calibrated in 0.1, 1.0 and 10mmoll™! NH,"
in Na'- and K'-free ND96 resulting in a Nernstian slope of
57.240.3mV logunit™ (#=7). The NH, -selective microelectrode
was initially placed 5—10um from the surface of the oocyte. The
microelectrode was then moved a further 50 um away, perpendicular
to the oocyte surface. The ‘wait’ and ‘sample’ periods at each limit
of the 50 um excursion distance were 5.5 and 0.5s, respectively.
Voltage differences across this excursion distance were measured
three times at each of four sites located 25 um apart over the surface
of the oocyte. Voltage differences were corrected for electrode drift
measured at a reference site 20 mm away from the oocyte. Voltage
differences (AV) were converted to the corresponding NH4"
concentration difference using the following equation (Donini and
O’Donnell, 2005):

AC=Cyg X 10479 - Cy, (@)

where AC is the NH4" concentration difference between the two
limits of the excursion distance (umolcm’3), Cg is the background
NH4" concentration in the bathing medium, AV is the voltage
gradient (mV), and S is the slope of the electrode between 0.1 and
1 mmoll™' NH4". Concentration differences were used to determine
the ammonia flux using Fick’s law of diffusion:

JAamm = DNn4 (AC / AX) 5 (3)

where Jamm is the net flux in p,tmolcm’2 s, Dnpa is the diffusion
coefficient of NH;" (2.09x10%cm?s™"), AC is the NH4"
concentration gradient and AX is the excursion distance between
the two points (cm). Ammonia uptake rates were determined
immediately after oocytes were exposed to 0.1, 0.3, 1, 3 and
10mmol I NH4Cl. Non-linear regression to fit the
Michaelis—Menten equation was used to determine the J,, and Ky,
values (Sigma Plot version 10.0). The endogenous uptake measured
in the HyO-injected oocytes was not subtracted from the control
uptake rate as it was in the methylamine uptake kinetic analysis.

Data analysis
All data shown are means =+ s.e.m. with N=number of replicates or
for SIET, N=number of oocytes. Statistical significance was
determined by Student’s unpaired #-test followed by Bonferonni
adjustment using Systat version 10.0. ow was set at 0.05.

RESULTS
Methylamine uptake
Methylamine uptake rates were measured in 20pumoll™!
methylamine over a period of 60min in control oocytes and in
oocytes expressing Rhag, Rhcg2, Rhbgl and Rh30-like proteins.
The uptake rates of the Rh30-like-injected oocytes and the control
oocytes were not significantly different from each other (Fig.1).
However, expression of Rhag, Rhbgl or Rheg?2 enhanced the uptake
rate when compared with those of the control and Rh30-like-
expressing oocytes. Rhag-expressing oocytes maintained an uptake
rate that was 6-fold greater than that of the control oocytes
throughout the time course. The rate in Rhbgl-expressing oocytes
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Fig. 1. Rh-facilitated methylamine uptake. Time course of [*C]methylamine
uptake (pmoloocyte™) measured in Rhag-, Rhbg1-, Rhcg2-, Rh30-like- and
H>O-injected control oocytes at pH7.5. Uptake in Rh30-like-injected
oocytes was not significantly different from that of control oocytes. In each
case, the concentration of methylamine was 20 umolI~!. Data shown are
means + s.e.m. (N=3) for groups of three oocytes.

was 4.5-fold higher than in the control oocytes at 10min and 3.5-
fold higher at 60 min. Similarly, the rate in Rhcg2-expressing oocytes
was 4-fold higher than the control oocytes at 10min and 3-fold
higher at 60 min.

Kinetics of methylamine uptake
The rate of methylamine uptake was measured in oocytes expressing
Rhag, Rhbgl, Rhbg2 and Rhcg2 over a range of methylamine
concentrations (0.02-15mmoll™) at pH7.5. Endogenous uptake
rates measured in control oocytes were subtracted from test oocyte
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1401 Kn=7.8+3.4 mmol |

1204
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] Jmax=106.1£15.0 pmol oocyte™" min~" at pH7.5. Uptake rates (Jmax:
| Kn=6.8+2.4 mmol I”*

uptake rates. Uptake rates were saturable as a function of
methylamine concentration. The J,,« values (in pmoloocy‘te’1 min")
were: 191.1£36.0 (Rhag), 106.1£15.0 (Rhbg1), 87.4+11.3 (Rhbg2)
and 194.7+35.9 (Rhcg2), with the values for Rhag and Rhcg2 being
significantly greater than for the other two. The respective
concentrations permitting half-maximal uptake (K,,) were: 7.8£3.4
(Rhag), 6.8+2.4 (Rhbgl), 4.6+1.7 (Rhbg2) and 8.9+£3.6mmoll!
(Rhcg2), none of which were significantly different from the others
(Fig.2). To test the effect of pH on the uptake kinetics of
methylamine, we performed the same test on Rhbgl and Rhcg2-
expressing oocytes, at pH8.5. There was some variability in the
responses at the highest methylamine concentrations tested, but
overall the results again indicated saturating relationships (Fig. 3).
Compared to the Ji,.x values obtained at pH 7.5, the values at pH 8.5
increased significantly by about 4-fold in Rhbg1-expressing oocytes
(440.8£69.9 pmoloocyte ' min~') and about 3-fold in Rhcg2-
expressing oocytes (663.6+102.7 pmol oocyte ! min™'), whereas the
K values did not change significantly when expressed as total or
protonated methylamine (Fig.3, Table2). However, K, values
increased 8- to 10-fold (significant for Rhcg2 only) when expressed
as the unprotonated form (Table 2).

pH-sensitive transport
The apparent sensitivity of methylamine uptake to pH led us to a
more in-depth investigation of this observation. Methylamine uptake
rates in control oocytes and those expressing Rhag, Rhbgl, Rhbg2,
Rhegl and Rheg?2, were measured for 60 min in uptake buffers at
a substrate level of 20umoll™ set at pH6.5, 7.5 and 8.5. The
substrate concentration of 20 umoll™' was chosen since saturation
of transport did not occur over time at this concentration (see Fig. 1).
Uptake rates of all Rh-expressing oocytes decreased at pH 6.5 and
increased at pH8.5 when compared with rates at pH7.5 (Fig.4).
Notably, the rates in Rhag- and Rhcg2-expressing oocytes were
3.5-fold higher at pH8.5 than the rates at pH7.5 and the rate in

Fig. 2. Methylamine uptake kinetics
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Fig. 3. Methylamine uptake kinetics at pH8.5. Uptake rates (pmol oocyte™ min~") of ['“C]methylamine in Rhbg1- and Rhcg2-expressing oocytes were
measured over a concentration range of 0.02—15 mmolI~! methylamine set at pH 8.5. H,O-injected control oocytes were run in parallel and control uptake
values were subtracted from test oocyte values. Dashed lines represent the corresponding uptake rates at pH7.5. Values are means + s.e.m. (N=3) for

groups of three oocytes.

Rhbgl-expressing oocytes was over 4-fold greater at pH8.5 than
at pH7.5. The rates were significantly higher at pH 7.5 than at pH 6.5
for Rhag-, Rhbgl-, Rhbg2- and Rhcg2-expressing oocytes.

To further test the pH dependence of methylamine transport,
Rhag-, Rhbg2-, and Rhcg2-expressing oocytes were acidified
following established methods (Tsai et al., 1995; Westhoff et al.,
2002). Oocytes were incubated in sodium acetate at pH 6.8 or pH 6.4
for 25 min, washed once in ice-cold unlabeled uptake buffer and
transferred to ['*C]methylamine uptake buffer (20pumoll™
methylamine, pH7.5) for 15min. Uptake rates from controls were
subtracted from the rates measured in the acidified and untreated
oocytes. Control oocytes had an average intracellular pH of
7.29+0.09 and therefore the intracellular to extracellular pH
difference in untreated oocytes was approximately 0.2. Intracellular
acidification at both pH 6.4 and 6.8 resulted in a 2-fold increase in
uptake in Rhbg2- and Rhcg2-expressing oocytes and a 4- to 5-fold
increase in uptake in Rhag-expressing oocytes, when compared with
the rate in unacidified oocytes (Fig. 5). Additionally, the uptake rate
in Rhag-expressing oocytes acidified at pH 6.4 was significantly
higher than those acidified at pH6.8.

Efflux of methylamine
To determine whether or not Rh proteins facilitate bi-directional
methylamine transport, we measured the efflux of methylamine from
control oocytes and Rhag-, Rhbgl-, Rhcg2-expressing oocytes.
Oocytes were incubated in ['*C]methylamine (20 umoll™") uptake
buffer at pH 8.5 for 60 min and then quickly washed with ice-cold,
unlabeled uptake buffer three times before being transferred into
unlabeled uptake buffer without methylamine at pH8.5 or pH 6.5

for 15min. Radioactivity in the oocytes and buffer was counted
separately. Efflux rates were expressed as the percentage of the total
initial radioactivity in the oocytes that appeared in the buffer during
the 15 min efflux period. Control oocytes released a similar amount
of methylamine (5% and 4%) at pH6.5 and 8.5 (Fig.6). Effluxes
from Rhag-, Rhbg1- and Rhcg2-expressing oocytes at pH 6.5 (22%,
14% and 17%, respectively) and at pH8.5 (7%, 8% and 9%,
respectively) were significantly greater than those from the control
oocytes. Additionally, significantly greater effluxes were observed
at pH 6.5 than at pH 8.5 in all the Rh-expressing oocytes.

Inhibition by NH,CI
Next, we examined the kinetics of methylamine uptake in the
presence of NH4Cl in order to characterize the substrate
specificity of the Rh proteins. Methylamine uptake was
measured in Rhbgl- and Rhcg2-expressing oocytes at a constant
methylamine concentration of 20umoll™ in the presence of
increasing concentrations of total ammonia (80-3500 umoll™),
which takes into account the background total ammonia
concentration of 80umoll™ in the oocyte bath medium (Fig. 7).
External buffer pH was set to either 7.5 or 8.5 and control oocyte
uptake rates were subtracted from test oocyte uptake rates. The
K;i values measured at pH7.5 were similar for Rhbgl- and
Rhcg2-expressing oocytes at 2.45+0.31 and 2.53+0.21 mmoll™,
respectively (expressed as total ammonia). The values measured
at pH 8.5 were also similar with 1.61+0.04mmoll™' for Rhbgl
and 1.55+0.06mmoll™! for Rhcg2 (Fig.6). Compared with the
values at pH7.5, these K; values at pH8.5 were moderately
reduced by 35-40% when expressed as total ammonia or NH,",

Table 2. Protonated and unprotonated fractions of K, for methylamine and K; values for ammonia as an inhibitor of methylamine uptake at

pH7.5and 8.5
Kin Ki
pH MA/MA* (umol I MA* (umol I") MA (umol ") NHa/NH4* (umol ") NHz* (umol =) NH3 (umol ")
Rhbg1 7.5 6822.0+2368.8 6817.3+2367.2 4.7+1.6 2447.5+30.5 2414.0+30.5 38.1+30.5
8.5 4659.8+2089.3 4627.8+2075.0 32.0+14.4 1607.1+4.3* 1382.1+4.3* 218.4+4.3"
Rhcg2 7.5 8849.9+3600.9 8843.8+3598.4 6.1£2.5 2524.8+20.5 2478.7+20.5 39.2+20.5
8.5 8566.5+2969.1 8507.6+2948.7 58.9+20.4* 1552.8+5.8* 1340.9+5.8* 212.1+5.8*

MA, unprotonated methylamine; MA*, protonated methylamine.

Asterisks indicate significant differences from the corresponding pH 7.5 values. Values are means + s.e.m. (N=3) for groups of three oocytes.
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Fig. 4. The effect of external pH on methylamine uptake. [“C]methylamine
uptake rates (pmol oocyte™' min~') were measured in H,O-, Rhag-, Rhbg1-,
Rhbg2-, Rhcg1- and Rhcg2-expressing oocytes for 60 min at an external
pH of 6.5, 7.5 and 8.5. In each case, the concentration of methylamine was
20umolI~'. Asterisks indicate significant differences between the rates at
pH8.5 and those at pH6.5 and pH7.5. Crosses indicate significant
differences between pH6.5 and pH7.5. Values are means + s.e.m. (N=3)
for groups of three oocytes.

but greatly raised, by 5- to 6-fold, when expressed as NHj
(Table2). Both of these changes were significant.

Ammonia uptake measured by SIET

We used SIET to further verify whether or not ammonia is a true
substrate of the Rh transporters. Ammonia uptake rates were
measured in control oocytes and oocytes expressing Rhag, Rhcg2
and Rh30-like proteins exposed to 100umol ™! NH4CI at pH7.5.
In Fig. 8, SIET rates have been expressed both in traditional units
(pmolcm2s7") and in pmol oocytemin™' by taking into account the
surface area of the oocytes (~0.031cm?). All oocytes took up
ammonia but the rates in Rhag- and Rhcg2-expressing oocytes
(18.5+1.1 and 17.4+0.5pmoloocytemin!, respectively) were
significantly higher, by 1.5-fold, than the rate in control oocytes
(12.0£0.6 pmol oocyte min™"). Notably, oocytes expressing Rh30-like
protein exhibited no increase in ammonia uptake rate, consistent
with the findings for methylamine uptake (Fig.1). To compare
ammonia uptake rates with those of methylamine, the
[“C]methylamine uptake rates of H,O-, Rhag- and Rhcg2-injected
oocytes at a methylamine concentration of 100umoll™! were
calculated from the Michaelis-Menten curves generated earlier
(Fig.2). Methylamine uptake rates were much lower than the
ammonia uptake rates (10-fold lower in H,O-injected oocytes and
about 4-fold lower in Rhag and Rhcg2-expressing oocytes).

Kinetics of ammonia uptake measured by SIET
Finally, we measured the kinetics of ammonia uptake using SIET.
Oocytes expressing Rhcg2 and control oocytes were exposed to
increasing concentrations of NH4Cl (0.1-10mmoll™") at pH7.5
(Fig.9). Uptake of ammonia by Rhcg2-expressing oocytes displayed
saturation kinetics with a Jpa of 63.3+0.6pmolecm?s™!, or
118+1 pmoloocytemin~'. The latter was not significantly different
from the Jn.x value measured earlier for methylamine

(19536 pmol oocytemin™'; Fig.2). Ky, values (inmmoll™) were

3.0 I Rhag
® [ Rhbg2 *+
..5 55 I Rhcg2
e *
© .S
o E 2.0
S -
2o |
€ O 1 *
s3 *
£35 40 *
2 0A
E§
e
- 0.5
0
Untreated 6.8 6.4

pH of acidification buffer

Fig. 5. The effect of intracellular acidification on methylamine uptake.
[*C]methylamine uptake (pmol oocyte™ min~") was measured in Rhag-,
Rhbg2-, Rhcg2-expressing oocytes that were acidified in sodium acetate
(pH 6.4 or 6.8) for 25min. Untreated oocytes (intracellular pH7.29+0.09)
were not incubated in sodium acetate. In each case, the concentration of
methylamine was 20 umol I-". Asterisks indicate a significant increase in
uptake rates in the acidified oocytes compared with the untreated oocytes.
The cross indicates a significant difference between the uptake rates at
pH6.4 and pH 6.8 in Rhag-expressing oocytes. H,O-injected control
oocytes were run in parallel and control uptake values were subtracted
from test oocyte values. Values are means + s.e.m. (N=3) for groups of
three oocytes.

0.56+0.26 for NH4Cl, 0.55+0.26 for NH4", and 0.010+0.005 for
NH;. These were much lower than the respective values for total
and protonated methylamine, but comparable for unprotonated
methylamine (Table2). Uptake by control oocytes saturated much
later with a Jyex of 137.5%17.3pmolecm2s™' and K., values
(inmmol I"") of 5.6%1.5, 5.5£1.5, and 0.09+0.03 for NH,4Cl, NH4",
and NHjs, respectively. The Jpax value (137.5+17.3 pmolcm2s ™)
was also significantly higher. There were no significant differences
in the uptake rates between the control oocytes and the Rhcg2-
expressing oocytes at 0.1 and 0.3 mmol1™!; however, at 1 mmoll™,
the uptake rate was significantly higher (3-fold) in the Rhcg2-
expressing oocytes than in the control oocytes. At 10mmoll~, the
uptake rate in Rhcg2-expressing oocytes was significantly lower
(1.8-fold) than that in the control oocytes.

DISCUSSION

The recent addition of the Rh proteins to the ammonia transporter
superfamily has sparked renewed interest in the area of ammonia
transport in fish (Perry et al., 2009; Weihrauch et al., 2009; Wright
and Wood, 2009). Indeed there is increasing evidence that Rh
proteins are involved in the gill ammonia transport mechanism(s).
We observed earlier that experimental elevations in plasma ammonia
in rainbow trout resulted in enhanced ammonia excretion as well
as an upregulation of gill Rhcg2 mRNA levels (Nawata et al., 2007,
Nawata and Wood, 2009). In light of these findings, the aim of our
present study was to characterize the functional properties of trout
Rh proteins in an effort to understand what role these proteins may
play in gill ammonia transport.

With one exception (Rh30-like protein), all trout Rh proteins
expressed in Xenopus oocytes facilitated uptake of the ammonia
analogue, methylamine, with rates 3- to 6-fold greater than that seen
in control oocytes (Fig. 1). The uptake was also saturable, suggesting
a carrier-mediated process (Figs2, 3). This is in accordance with
previous studies which showed that human, murine and pufferfish
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Fig. 6. Methylamine efflux. H,O-, Rhag-, Rhbg- and Rhcg2-injected oocytes
were incubated for 60 min in buffer containing 20 umol I! ['“C]methylamine
at pH8.5. Oocytes were then washed and added to fresh buffer containing
Oumol " methylamine at pH 6.5 and 8.5. Radioactivity in the buffer and
oocytes was counted separately. Results are expressed as the percentage
radioactivity that appeared in the buffer after 15 min. Asterisks indicate
significantly lower methylamine release from H,O-injected oocytes
compared with Rhag-, Rhbg1- and Rhcg2-injected oocytes. Crosses
indicate significantly lower efflux at pH 8.5 compared with pH®6.5. Values
are means + s.e.m. (N=3) for groups of three oocytes.

Rh proteins expressed in Xemopus oocytes also facilitated
methylamine uptake (Ludewig, 2004; Mak et al., 2006; Mayer et
al., 2006; Nakada et al., 2007a; Westhoff et al., 2002). Interestingly,
all transport rates at 1 mmoll™ appeared to fall below the curve.
Whether or not this is random variation or a true characteristic of
the trout Rh proteins is not clear but this was not due to systematic
error since experiments were conducted at different times with fresh
solutions. However, it could represent an additional transport
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system of lower affinity and higher capacity superimposed on a
higher affinity, lower capacity system. Further experiments using
a series of low methylamine concentrations would be needed to
evaluate this possibility.

More importantly we showed, for the first time in any system,
by direct measurement using SIET that these proteins also facilitated
the uptake of ammonia, the purported natural substrate. Ammonia
has also been demonstrated to be the natural substrate for RhAG
expressed in MEP-deficient yeast (Marini et al., 2000). At least for
the one protein (Rhcg2) tested in detail with this more difficult
approach, the uptake was saturable with a K, (560 umol1™") within
the physiological range for total ammonia in trout (Fig.9), and
considerably below the K, for the analogue methylamine
(8850 umolI!; Fig.2, Table2). When compared at the same low
substrate concentration, these proteins facilitated a greater transport
rate of ammonia than of methylamine (Fig. 8). Furthermore NH4Cl
inhibited methylamine uptake with K; values for total ammonia
which were also considerably lower than the K, values for
methylamine. Overall, we believe these data provide strong evidence
that these Rh proteins are important in facilitating ammonia transport
across cell membranes, such as those in the gill epithelium.

The trout Rh30-like protein did not enhance methylamine uptake
(Fig. 1) or ammonia uptake (Fig. 8). Similarly, human Rh30 proteins
(RhD and RhCE) which are present in the erythrocyte membrane
do not facilitate methylamine or ammonia transport (Ripoche et al.,
2004; Westhoff and Wylie, 2006). Homology modeling of the
human Rh proteins and AmtB has shown that several residues in
the channel differ between AmtB, RhAG, RhBG, RhCG and the
Rh30 (RhD, RhCE) proteins, and could possibly explain the
difference in transport properties (Zidi-Yahiaoui et al., 2009).

There was enhanced uptake of methylamine into Rh-expressing
oocytes at an external alkaline pH and a reduction in uptake rate at
an external acidic pH (Fig.5). The same effect of pH on uptake
rates has been seen in studies on human RhAG, RhBG, RhCG
(Ludewig, 2004; Mayer et al., 2006; Westhoff et al., 2002), murine

0.6 Rhbgl-pH75 1.07 Rheg2-pH7.5 Fig. 7. Inhibition of methylamine uptake
with NH4CI (umol I"). ["*C]methylamine
0.5 0.8+ concentration was held constant at
I I ' 20umolI™'. Uptake rates
~ 0.41 [} (pmol oocyte™' min~) of Rhbg1- and
_'g 0.6 Rhcg2-expressing oocytes were
€ 0.31 measured in the presence of total
o | 0.4 ammonia concentrations ranging from
% 0.2 | 80 to 3500 umol ™! at an external pH
8 | | of 7.5 and 8.5. H,O-injected control
5 0.1 | 0.21 | oocytes were run in parallel and
£ | | control uptake values were subtracted
° 0 | 0 | from test oocyte values. Dashed lines
© represent the 1Cs values.
Q 3.5 Rhbgl -pH85 4.57 Rhcg2-pH8.5 Corresponding K values are listed in
g 30 4.0 Table 2. Values are means + s.e.m.
5 ’ 351 (N=3) for groups of three oocytes.
o)
% 2.5 3.0-
E' 2.0 2.51 |
ﬁ 1.5 | 2.0 |
£ 10/ ' 51 !
T | 1.01 |
051 I 0.5 i
0 . ] 0 . . |
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Fig. 8. Ammonia uptake. The uptake rate of ammonia in pmolcm=2s™" (left
axis) and pmol oocyte™ min~" (right axis) measured with the scanning ion
electrode technique (SIET) in H,O-, Rhag-, Rhcg2- and Rh30-like-injected
oocytes exposed to 100 umol ™! NH,4CI. Asterisks indicate significant
differences from the ammonia uptake rates in HoO-injected oocytes. Data
are means + s.e.m. (N=6-10). Inset hatched bars represent corresponding
['“C]methylamine uptake rates of H,O-, Rhag-, Rhcg2-injected oocytes at a
methylamine concentration of 100 umol I~

Rheg and Rhbg (Mak et al., 2006), as well as AmtB (Javelle et al.,
2005). At least for Rhag, it appeared that the transport rate was not
only sensitive to the direction of the pH gradient, but also to the
magnitude of the gradient, with greater uptake observed at pH 6.4
than at pH 6.8 (Fig.4). A simple explanation for these observations
is that the transport rate depends upon the concentration of the
unprotonated species (MA) since a one-unit pH change would
increase or decrease the MA concentration by 10-fold. However,
the situation is not that simple. If the transport rate depended only
on the concentration of MA, we would expect to see approximately
equivalent increases and decreases in rate, since these assays were
run at a total methylamine concentration of 20 umol 1™, right at the
bottom of the kinetic uptake curves (Fig.2). However, despite a 10-
fold decrease in MA from pH 7.5 to pH 6.5 and 10-fold increase
in MA from pH7.5 to pH8.5, the uptake rates observed in Rh-
expressing oocytes did not change by a similar amount. Rather, the
changes were in the order of 3- to 5-fold per pH unit (Fig.4). The
explanation for this probably lies in the fact that the position of the
kinetic curves was not constant, but also shifted with pH (Fig.3).
Indeed, based on the observed changes in the Ky, and Jy,ax values
(Fig.3, Table2), we can calculate for Rhbgl and Rhcg? that at a
total methylamine concentration of 20umoll™", the transport rate
would have increased by 3- to 5-fold as pH was increased from 7.5
to 8.5, exactly as was observed (Fig.3). It is important to note that
this conclusion is independent of whether the substrate is considered
to be MA or MA™. If MA is the true substrate, the fact that the
increase in transport rate was only 3- to 5-fold rather than 10-fold
is because the affinity decreased markedly at higher pH (i.e. K,
expressed as MA increased 6- to 10-fold; Table2). If MA™ is the
true substrate, then K, did not change appreciably at higher pH
(Table?2), and the fact that transport rate increases 3- to 5-fold is
entirely due to the observed increase in Jyax. It is unclear why Ky,
should change with pH, so a conservative conclusion is that MA*
is the species that binds initially to the transporter, but the transport
itself is sensitive to a pH gradient.

Similar conclusions may be drawn from the inhibition studies.
When pH was increased from 7.5 to 8.5, the K; for NHj; increased
5- to 6-fold, whereas the K; for NH4" changed only moderately
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Fig. 9. Kinetics of ammonia uptake. The uptake of ammonia (pmolcm=2s™")
was measured with the scanning ion electrode technique (SIET) in Rhcg2-
and H,O-injected oocytes over the concentration range of 0.1 to 10 mmol I!
NH4CI. Asterisks indicate significant differences between the uptake rates
in the H>O-injected oocytes and the Rhcg2-expressing oocytes at the
corresponding NH,CI concentration. Data are means + s.e.m. (N=5-8).

(decreases of 35-40%). While the K; values for NH4" were lower
than the Ky, values of MA™, the K; values for NH; were higher than
the Ky, values of MA (Table2). Why the natural substrate should
have a higher K; than the analogue K, and why the value should
change greatly with pH is again unclear, but supports the conclusion
that the protonated species binds to the transporter. Importantly,
however, this does not indicate whether it is the protonated or
unprotonated form that is actually transported.

Overall, this argues against NHj as the species binding to the Rh
proteins, in accordance with conclusions made previously regarding
mammalian RhAG, Rhbg and Rhcg (Ludewig, 2004; Mak et al.,
2006; Mayer et al., 2006, Westhoff et al., 2002). Indeed in a
physiological context this is reasonable, considering that the majority
of ammonia (>95%) in fish plasma is present in the protonated form
(Wood, 1993). If this is the case, then why does the pH gradient
have a substantial influence on Rh protein-mediated methylamine
transport in the oocyte expression system (Figs3, 4, 5 and 6)?
Similarly, why does the pH gradient influence ammonia efflux across
cultured branchial epithelia in vitro (Kelly and Wood, 2001) and
trout gills in vivo (Wright and Wood, 1985; Wilson et al., 1994;
Wright et al., 1986; Wright et al., 1989)? We suggest that this is
because the actual species moving through the Rh channel is the
unprotonated form, such that both the upstream de-protonation
reaction and the downstream re-protonation reaction (‘acid
trapping’) are a function of the ambient pH. This is almost
impossible to distinguish from NH4"/H" exchange, and functionally
the two processes would be the same in their net effect (Ludewig,
2004) and therefore we cannot rule out the possibility that NH," or
that both NH; and NHy4" pass through the channel. Indeed, from the
numerous functional studies on Rh proteins there is considerable
disagreement about the mechanism involved (see Javelle et al.,
2007).

Not only was methylamine uptake facilitated in Rh-expressing
oocytes, but enhanced efflux was also observed, and this was
similarly dependent upon a pH gradient with the greatest efflux rate
observed at a low external pH (Fig.5). Bi-directionality has also
been demonstrated in yeast expressing RhAG and RhCG (Marini
etal., 2000; Mayer et al., 2006; Westhoff et al., 2004) or Rh50 from
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Nitrosomonas europaea (Weidinger et al., 2007). This property
would be particularly beneficial for erythrocytes. Rhag in
erythrocytes could facilitate ammonia loading from the tissues and
the subsequent unloading of ammonia at the gill where it can
ultimately be eliminated into the external water, as depicted in the
model of Wright and Wood (Wright and Wood, 2009). A bi-
directional function, however, appears counterintuitive in the gill
where unidirectional flow or excretion of ammonia is necessary.
Nevertheless, the data of Tsui et al. (Tsui et al., 2009) suggest that
the upregulation of Rh proteins in the cultured trout gill epithelium
in vitro conferred a bi-directional increase in ammonia permeability.
An acidified gill boundary layer has long been thought to aid in
ammonia excretion in vivo (Wilson et al., 1994; Wright et al., 1986;
Wright et al., 1989). This property would also create a favorable
pH gradient for optimal transport by the Rh proteins and facilitate
vectorial ammonia movement out of the gill. At the same time, this
acidified layer would form an inwardly unfavorable H" gradient
that could potentially slow the influx of ammonia into the gill
through the Rh channels when external ammonia concentrations are
elevated. In fact, we demonstrated earlier that when the acidified
boundary layer in trout was abolished with Hepes, there was a
downregulation of Rhcg2 mRNA in the gill and a reduction in
ammonia excretion (Nawata and Wood, 2008). Therefore, one
possible regulatory mechanism conferring unidirectionality in trout
gill Rh proteins may be the pH or a H' gradient. Models have been
recently proposed wherein functional coupling of Rh proteins to
apical H'-ATPase pumps and/or Na'/H" exchange mechanisms
facilitate ammonia trapping in an acidic gill boundary layer (Tsui
et al., 2009; Wright and Wood, 2009).

Amt and Rh proteins share a common ancestor and coexist in
many organisms, but higher vertebrates have retained only the Rh
genes. This suggests that the Amt and Rh proteins have evolved
different functions (Huang, 2008). Indeed structural studies revealed
differences between the Rh and Amt proteins, especially in the
external vestibule where critical residues thought to be essential for
NH," binding are lacking or are not conserved in the Rh proteins
(Lupo et al., 2007; Zidi-Yahiaoui et al., 2009). These differences
may reflect different ammonia transport requirements. Bacteria need
to assimilate ammonia from very low micromolar environmental
concentrations, thus necessitating a high affinity NH4* trapping
mechanism. Mammals and fish, on the other hand, must dispose of
ammonia, which is normally present in the millimolar range in the
mammalian renal system (Knepper et al., 1989) and in the high
micromolar range in fish plasma (Wood, 1993), and therefore high
affinity NH4* trapping would be less critical. In fact, AmtB proteins
are only induced in bacteria when external ammonia concentrations
are limiting (Javelle et al., 2004). However, in the rainbow trout,
Rh transcripts were detectable under control conditions but were
upregulated when plasma ammonia concentrations were elevated
(Nawata et al., 2007; Nawata and Wood, 2009). These differences
are also reflected in the different binding affinities for methylamine.
For the trout Rh proteins the K, values ranged from 4.6 to
8.9mmoll™!, whereas the K, for AmtB was reported to be
200umolI"' (Merrick et al., 2001).

The concentration of NH4CI required to inhibit the uptake of
methylamine was similar for both Rhbg and Rheg2 (2.5 mmoll™" at
pH7.5 and 1.6mmoll™! at pH8.5, Table2). This suggests that these
two proteins have a similar affinity for ammonia. Murine Rhbg,
however, had a much higher affinity for both methylamine and
ammonia than Rheg, with K; values for NH4CI of 0.5mmoll™ for
Rhbg versus 2.9mmoll™ for Rhcg (Mak et al., 2006). It was
proposed that in the mammalian kidney, a higher affinity basolateral
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Rhbg and a lower affinity apical Rhcg in the collecting duct could
facilitate the vectorial transport of ammonia from the interstitium
to the lumen where there is an increasing ammonia gradient (Mak
et al., 2006; Westhoff and Wylie, 2006). In fish, it is not certain
whether all species and all types of gill cells have an apical Rhcg
and a basolateral Rhbg. Although this is the case in pufferfish gill
pavement cells, it is not the case in pufferfish gill mitochondria-
rich cells (Nakada at al., 2007a). Moreover, it was reported recently
that Rhcg is present both apically and basolaterally in the mouse
kidney (Kim et al., 2009). In the trout gill, favorable plasma-to-
water ammonia and pH gradients, plus the high intracellular
ammonia levels and low extracellular ammonia levels (Wood, 1993),
may be more important in regulating unidirectional flow than the
differential binding affinities of basolateral and apical Rh proteins.
Furthermore, we still cannot rule out passive diffusion of ammonia
out of the gill as a significant mode of excretion under basal
conditions. Indeed evidence from studies on the cultured trout gill
epithelium indicates that there is a large diffusive component to
ammonia excretion (Tsui et al., 2009). The relatively high K, values
of the trout Rh proteins suggest that these are low-affinity, high
capacity transporters that would function optimally when plasma
ammonia concentrations are elevated. In support of this idea, it has
been proposed that above a certain threshold concentration of plasma
ammonia (200 umol 1", a carrier-mediated process replaces passive
ammonia transport out of the gill (Heisler, 1990).

The difficulty and discrepancies in determining how Rh proteins
transport ammonia may be inherent in the different methodologies
used and in the case of native Xenopus oocytes, a unique handling
of ammonia. Although there are exceptions (e.g. Kikeri et al., 1989;
Waisbren et al., 1994), most eukaryotic cells are more permeable
to NH; than NHy". These cells, when exposed to ammonia, display
a classic biphasic rise and fall of intracellular pH (pHj; basis of the
pre-pulse method) caused by the influx of NH; followed by a lower
influx of NHy" (Boron and DeWeer, 1976). Xenopus oocytes are
exceptional in that exposure to high ammonia concentrations
(>1 mmol ™) leads to a paradoxical fall in pHj;, depolarization, and
an inward current (Bakouh et al., 2004; Boldt et al., 2003; Burckhardt
and Burckhardt, 1997; Burckhardt and Fromter, 1992). These
changes are thought to be caused by an initial rapid diffusion of
NHj into the oocyte that causes an alkalinization close to the oocyte
surface which subsequently activates nonselective cation channels
through which NH," could enter (Boldt et al., 2003; Cougnon et
al., 1996). Low concentrations of ammonia (<1 mmol ™), however,
cause little change in pH; and no inwardly induced current (Bakouh
et al., 2004; Holm et al., 2005; Mayer et al., 2006).

We measured the uptake of ammonia into Rhcg2-expressing
oocytes using SIET and observed saturation uptake kinetics with a
K for NH4C1 of 560 umol 1! (Fig. 9). The early saturation of uptake
in Rhcg2-expressing oocytes compared with the control oocytes
suggests that the rapid influx of ammonia mediated by Rhcg2 (at
I mmoll™) resulted in the rapid accumulation of intracellular
ammonia, which probably reduced the gradient for further uptake
at higher external ammonia concentrations. Also, since Rh proteins
function bi-directionally, efflux may have been enhanced when
intracellular ammonia levels became elevated. Endogenous NH,*
uptake pathways, triggered by external ammonia concentrations
>1 mmoll™!, probably explain why the ammonia uptake rate into
the control oocytes was similar to that of the Rhcg2-expressing
oocytes at 3mmoll™!, and surpassed the rate in Rhcg2-expressing
oocytes at 10mmoll™".

Although control oocytes demonstrated endogenous uptake of
ammonia, the Rhcg2-expressing oocytes had a greater affinity for
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ammonia and facilitated uptake more rapidly at a lower
concentration. Plasma ammonia concentrations in fasted fish are
typically under 500 umol 1! and closer to 100-200 umol I~ (Wood,
1993) but postprandially, levels can increase more than 3-fold
(Bucking and Wood, 2008; Wicks and Randall, 2002).
Concentrations approaching 2mmoll™" in salmonids cause toxicity
(Lumsden et al., 1993) and it was around this concentration
(between 1 and 2mmoll™") when ammonia uptake by Rhcg? started
to saturate.

Rhcg2-mediated ammonia influx followed the same kinetic
profile as that reported for RhCG-expressing oocytes, where inward
currents saturated as a function of ammonia concentration with a
Ky of 468 umol 1! for NH4C1 (Bakouh et al., 2004). Although these
K, values fall within the physiological range for trout, the Kj values
for methylamine inhibition by NH4CIl measured in this study, as
well as in previous reports (Ludewig, 2004; Mak et al., 2006; Mayer
et al., 2006), seem high (2-3mmol 1), and the values also differed
moderately between pH 7.5 and pH 8.5 (Table2). Inhibition studies
may be confounded by the endogenous uptake of ammonia by
Xenopus oocytes, which appeared to be greater than the endogenous
uptake of methylamine (see Fig. 8). Our results suggested that when
the concentrations were low (0.1-0.3mmoll™"), ammonia entered
the oocytes mainly via an endogenous pathway(s), whereas higher
concentrations (1-10mmoll™") were Rh-mediated (Fig.9).
Therefore, low concentrations of NH4Cl would be relatively
ineffective at reducing Rh-mediated methylamine uptake.
Additionally, application of high concentrations of NH4Cl acidify
Xenopus oocytes (Bakouh et al., 2004; Burckhardt and Fromter,
1992; Cougnon et al., 1996; Nakhoul et al., 2005), a factor that
would further stimulate methylamine uptake. The result would be
an underestimation of the ability of NH4Cl to inhibit methylamine
uptake.

It was concluded recently, based on pH measurements on the
oocyte surface, that NH; rather than NH," fluxes predominate in
native oocytes and that expression of AmtB in oocytes enhances
these NHj3 fluxes (Musa-Aziz et al., 2009). Although it is still
premature to make definitive conclusions about the transport
mechanism of Rh proteins, the evidence seems to point more in
favor of NH; rather than NH4" transport through these channels.
One possible interpretation of the dependence of transport on the
pH gradient is that uptake is mediated by an exchange of NH;" with
H', but a diffusion trapping mechanism is equally plausible.
Regardless, both mechanisms are chemically equivalent to NH;
uptake. We suggest that NH," is deprotonated before NHj enters
the Rh channel, however, we cannot rule-out the possibility that
trout Rh proteins function as electroneutral NH,*/H" exchangers as
suggested for the mammalian Rh proteins (Ludewig, 2004; Mak et
al., 2006). Our understanding of trout Rh protein function is far
from complete, and structural studies would be informative.

The functional characteristics of trout Rh proteins we observed
in this study agree well with the findings reported for humans, mice
and pufferfish. Trout Rh proteins facilitated the movement of both
methylamine and ammonia across the Xenopus oocyte membrane
and the rates were dependent upon the concentration of the
protonated species as well as upon the pH gradient. Therefore, the
mechanism may involve binding of NHy4", but transport of NHj.
Using SIET, we obtained a Ky, of 560 umol 1! for ammonia uptake
in Rhcg2-expressing oocytes, a value that lies within the
physiological range for trout. This suggests that Rhcg2 is a low
affinity, high capacity ammonia transporter that could exploit the
acidified gill boundary layer and facilitate rapid efflux of ammonia
from the trout gill when plasma ammonia levels are elevated. Basal

plasma ammonia levels, by contrast, are probably maintained by
passive diffusion of NHj out of the gill and Rh proteins may have
a lesser role under these conditions.

ACKNOWLEDGEMENTS

We thank Ben Evans, Igbal Setiadi and Freddie Chain for the generous donation
of Xenopus, Greg Goss for supplying the vector, Richard Smith for technical
support, and Pat Wright for invaluable advice. Funded by NSERC Discovery
Grants to C.M.W. and M.J.O. C.M.W. is supported by the Canada Research Chair
Program.

REFERENCES

Ammann, D. (1986). lon-Selective Microelectrodes. Principles, Design and Application.
Berlin, Heidelberg, New York, Tokyo: Springer-Verlag.

Bakouh, N., Benjelloun, F., Hulin, P., Brouillard, F., Edelman, A., Cherif-Zahar, B.
and Planelles, G. (2004). NHj is involved in the NH,* transport induced by the
functional expression of the human Rh C glycoprotein. J. Biol. Chem. 279, 15975-
15983.

Biver, S., Belge, H., Bourgeois, S., Van Vooren, P., Nowik, M., Scohy, S.,
Houillier, P., Szpirer, J., Szpirer, C., Wagner, C. A., Devuyst, O. and Marini, A.-
M. (2008). A role for Rhesus factor Rhcg in renal ammonium excretion and male
fertility. Nature 456, 339-343.

Boldt, M., Burckhardt, G. and Burckhardt, B.-C. (2003). NH,* conductance in
Xenopus laevis oocytes. Il Effect of NHs. Eur. J. Physiol. 446, 652-657.

Boron, W. F. and De Weer, P. (1976). Intracellular pH transients in squid giant axons
caused by CO,, NH3, and metabolic inhibitors. J. Gen. Physiol. 67, 91-112.

Braun, M. H., Steele, S. L., Ekker, M. and Perry, S. F. (2009). Nitrogen excretion in
developing zebrafish (Danio rerio): A role for Rh proteins and urea transporters. Am.
J. Physiol. 296, F994-F1005.

Bucking, C. and Wood, C. M. (2008). The alkaline tide and ammonia excretion after
voluntary feeding in freshwater rainbow trout. J. Exp. Biol. 211, 2533-2541.

Burckhardt, B.-C. and Burckhardt, G. (1997). NH4* conductance in Xenopus laevis
oocytes. |. Basic observations. Eur. J. Physiol. 434, 306-312.

Burckhardt, B.-C. and Fromter, E. (1992). Pathways of NHaz/NH,* permeation across
Xenopus laevis oocyte cell membrane. Eur. J. Physiol. 420, 83-86.

Cameron, J. N. and Heisler, N. (1983). Studies of ammonia in the rainbow trout:
physico-chemical parameters, acid-base behaviour and respiratory clearance. J.
Exp. Biol. 105, 107-125.

Ceriotti, A. and Colman, A. (1995). mRNA translation in Xenopus oocytes. In
Methods in Molecular Biology, Vol. 37 (ed. M. J. Tymms), pp. 151-178. Totowa:
Humana Press Inc.

Cougnon, M., Bouyer, P., Hulin, P., Anagnostopoulos, T. and Planelles, G. (1996).
Further investigation of ionic diffusive properties and of NH4* pathways in Xenopus
laevis oocyte cell membrane. Eur. J. Physiol. 431, 658-667.

CRC Handbook of Chemistry and Physics (2005). 86th edition (ed. D. R. Lide),
2616 pp. CRC Press.

Donini, A. and O’Donnell, M. J. (2005). Analysis of Na*, CI~, K*, H* and NH4*
concentration gradients adjacent to the surface of anal papillae of the mosquito
Aedes aegypti: application of self-referencing ion-selective microelectrodes. J. Exp.
Biol. 208, 603-610.

Endeward, V., Cartron, J.-P., Ripoche, P. and Gros, G. (2007). RhAG protein of the
complex is a CO, channel in the human red cell membrane. FASEB J. 22, 64-73.

Handlogten, M. E., Hong, S.-P., Zhang, L., Vander, A. W., Steinbaum, M. L.,
Campbell-Thompson, M. and Weiner, I. D. (2005). Expression of the ammonia
transporter proteins Rh B glycoprotein and Rh C glycoproteins in the intestinal tract.
Am. J. Physiol. 288, G1036-1047.

Heisler, N. (1990). Mechanisms of ammonia elimination in fishes. In Animal Nutrition
and Transport Processes. 2. Transport, Respiration, and Excretion: Comparative and
Environmental Aspects (ed. J.-P. Truchot and B. Lahlou), pp. 137-151. Basel:
Karger.

Holm, L. M., Jahn, T. P., Moller, A. K., Schjoerring, J. K., Ferri, D., Klaerke, D. A.
and Zeuthen, T. (2005). NHz and NH4* permeability in aquaporin-expressing
Xenopus oocytes. Eur. J. Physiol. 450, 415-428.

Huang, C.-H. (2008). Molecular origin and variability of the Rh gene family: an
overview of evolution, genetics and function. In Haematology Education: the
Education Programme for the Annual Congress of the European Hematology
Association Vol. 2, pp. 149-157. Copenhagen: European Hematology Association.

Hung, C. Y. C., Tsui, K. N. T., Wilson, J. M., Nawata, M., Wood, C. M. and Wright,
P. A. (2007). Molecular cloning, characterization and tissue distribution of the
Rhesus glycoproteins Rhbg, Rhcg1 and Rheg2 in the mangrove Kkillifish Rivulus
marmoratus exposed to elevated environmental ammonia levels. J. Exp. Biol. 210,
2419-2429.

Hung, C. Y. C., Nawata, C. M., Wood, C. M. and Wright, P. A. (2008). Rhesus
glycoprotein and urea transporter genes are expressed in early stages of
development of rainbow trout (Oncorhynchus mykiss). J. Exp. Zool. 309A, 262-268.

Javelle, A., Severi, A., Thornton, J. and Merrick, M. (2004). Ammonium sensing in
Escherichia coli. J. Biol. Chem. 279, 8530-8538.

Javelle, A., Thomas, G., Marnini, A.-M., Kramer, R. and Merrick, M. (2005). In vivo
functional characterization of the Escherichia coli ammonium channel AmtB:
evidence for metabolic coupling of AmtB to glutamine synthetase. Biochem. J. 390,
215-222.

Javelle, A., Lupo, D., Li, X.-D., Merrick, M., Chami, M., Ripoche, P. and Winkler, F.
K. (2007). Structural and mechanistic aspects of Amt/Rh proteins. J. Struct. Biol.
158, 472-481.

Kelly, S. P. and Wood, C. M. (2001). The cultured branchial epithelium of the rainbow
trout as a model for diffusive fluxes of ammonia across the fish gill. J. Exp. Biol. 204,
4115-4124,

THE JOURNAL OF EXPERIMENTAL BIOLOGY



Khademi, S., O’Connell, J., lll, Remis, J., Robles-Colmenares, Y., Mierke, L. J. W.
and Stroud, R. M. (2004). Mechanism of ammonia transport by Amt/MEP/Rh:
structure of AmtB at 1.35 A. Science 305, 1587-1594.

Kikeri, D., Sun, A., Zeidel, M. L. and Hebert, S. C. (1989). Cell membranes
impermeable to NH3. Nature 339, 478-480.

Kim, H.-Y., Verlander, J. W., Bishop, J. M., Cain, B. D., Han, K.-H., Igarashi, P.,
Lee, H.-W., Handlogten, M. E. and Weiner, I. D. (2009). Basolateral expression of
the ammonia transporter family member Rh C glycoprotein in the mouse kidney. Am.
J. Physiol. 296, F543-F555.

Kleiner, D. (1981). The transport of NHz and NH,* across biological membranes.
Biochim. Biophys. Acta 639, 41-52.

Knepper, M. A., Packer, R. and Good, D. W. (1989). Ammonium transport in the
kidney. Physiol. Rev. 69, 179-249.

Kustu, S. and Inwood, W. (2006). Biological gas channels for NHz and CO:
evidence that Rh (Rhesus) proteins are CO, channels. Transfus. Clin. Biol. 13, 103-
110.

Lee, H.-W., Verlander, J. W., Bishop, J. M., Igarashi, P., Handlogten, M. E. and
Weiner, 1. D. (2009). Collecting duct-specific Rh C glycoprotein deletion alters basal
and acidosis-stimulated renal ammonia excretion. Am. J. Physiol. 296, F1364-
F1375.

Li, X., Jayachandran, S., Nguyen, H.-H. T. and Chan, M. (2007). Structure of the
Nitrosomonas europaea Rh protein. Proc. Natl. Acad. Sci. USA 104, 19279-19284.

Liu, Z., Chen, Y., Mo, R., Hui, C., Cheng, J.-F., Mohandas, N. and Huang, C.-H.
(2000). Characterization of human RhCG and mouse Rhcg as novel nonerythroid Rh
glycoprotein homologues predominantly expressed in kidney and testis. J. Biol.
Chem. 275, 25641-25651.

Liu, Z., Peng, J., Mo, R., Hui, C. and Huang, C.-H. (2001). Rh type B glycoprotein is
a new member of the Rh superfamily and a putative ammonia transporter in
mammals. J. Biol. Chem. 276, 1424-1438.

Ludewig, U. (2004). Electroneutral ammonium transport by basolateral rhesus B
glycoprotein. J. Physiol. 559, 751-759.

Lumsden, J. S., Wright, P., Derksen, J., Byrne, P. J. and Ferguson, H. W. (1993).
Paralysis in farmed Arctic char (Salvelinus alpinus) associated with ammonia toxicity.
Vet. Rec. 133, 422-423.

Lupo, D., Li, X.-D., Curand, A., Tomikazi, T., Cherif-Zahar, B., Matassi, G., Merrick,
M. and Winkler, F. K. (2007). The 1.3A resolution structure of Nitrosomonas
europaea Rh50 and mechanistic implications for NHg transport by Rhesus family
proteins. Proc. Natl. Acad. Sci. USA 104, 19303-19308.

Mak, D. O. D., Dang, B., Weiner, I. D., Foskett, J. K. and Westhoff, C. M. (2006).
Characterization of ammonia transport by the kidney Rh glycoproteins RhBG and
RhCG. Am. J. Physiol. 290, F297-F305.

Marini, A.-M., Vissers, S., Urrestarazu, A. and Andre, B. (1994). Cloning and
expression of the MEP1 gene encoding an ammonium transporter of
Saccharomyces cerevisiae. EMBO J. 13, 3456-3463.

Marini, A.-M., Urrestarazu, A., Beauwens, R. and Andre, B. (1997). The Rh
(Rhesus) blood group polypeptides are related to NH4* transporters. Trends
Biochem. Sci. 22, 460-461.

Marini, A.-M., Matassi, G., Raynal, V., Andre, B., Cartron, J.-P. and Cherif-Zahar,
B. (2000). The human Rhesus-associated RhAG protein and a kidney homolgue
promote ammonium transport in yeast. Nat. Genet. 26, 341-344.

Mayer, M., Schaaf, G., Mouro, I., Lopez., Colin, C., Neumann, P., Cartron, J.-P.
and Ludewig, U. (2006). Different transport mechanisms in plant and human
AMT/Rh-type ammonium transporters. J. Gen. Physiol. 127, 133-144.

Merrick, M., Blakey, D., Coutts, G. and Thomas, G. (2001). Bacterial ammonium
transport proteins: structure and function. In Nitrogen Fixation: Global Perspectives.
Proceedings of the 13th International Congress on Nitrogen Fixation, Hamilton,
Ontario, Canada, 2-7 July 2001 (ed. T. M. Finan, M. R. O’Brian, D. B. Layzell, J. K.
Vassey, W. Newton), pp. 223-227. UK: CABI Publishing.

Musa-Aziz, R., Jiang, L., Chen, L.-M., Behar, K. L. and Boron, W. F. (2009).
Concentration-dependent effects on intracellular and surface pH of exposing
Xenopus oocytes to solutions containing NHs/NH4*. J. Membr. Biol. 228, 15-31.

Nakada, T., Westhoff, C. M., Kato, A. and Hirose, S. (2007a). Ammonia secretion
from fish gill depends on a set of Rh proteins. FASEB J. 21, 1067-1074.

Nakada, T., Hoshijima, K., Esaki, M., Nagayoshi, S., Kawakami, K. and Hirose, S.
(2007b). Localization of ammonia transporter Rhcg1 in mitochondrion-rich cells of
yolk sac, gill, and kidney of zebrafish and its ionic strength-dependent expression.
Am. J. Physiol. 293, R1743-R1753.

Nakhoul, N. L., DedJong, H., Abdulnour-Nakhoul, S. M., Boulpaep, E. L., Hering-
Smith, K. and Hamm, L. L. (2005). Characteristics of renal Rhbg as an NH,*
transporter. Am. J. Physiol. 288, F170-181.

Nawata, C. M. and Wood, C. M. (2008). The effects of CO, and external buffering on
ammonia excretion and Rhesus glycoprotein mRNA expression in rainbow trout. J.
Exp. Biol. 211, 3226-3236.

Functional analysis of trout Rh proteins 1059

Nawata, C. M. and Wood, C. M. (2009). mRNA analysis of the physiological
responses to ammonia infusion in rainbow trout. J. Comp. Physiol. 179, 799-810.

Nawata, C. M., Hung, C. C. Y., Tsui, T. K. N., Wilson, J. M., Wright, P. A. and
Wood, C. M. (2007). Ammonia excretion in rainbow trout (Oncorhynchus mykiss):
evidence for Rh glycoprotein and H*-ATPase involvement. Physiol. Genomics 31,
463-474.

Ninnemann, O., Jauniaux, J.-C. and Frommer, W. B. (1994). Identification of a high
affinity NH4* transporter from plants. EMBO J. 13, 3464-3471.

Perry, S. F., Esbough, A., Braun, M. and Glimour, K. M. (2009). Gas transport and
gill function in water-breathing fish. In Cardio-Respiratory Control in Vertebrates (ed.
M. L. Glass and S. C. Woods), pp. 5-42. Berlin: Springer-Verlag.

Rheault, M. R. and O’Donnell, M. J. (2004). Organic cation transport by Malpighian
tubules of Drosophila melanogaster. Application of two novel electrophysiological
methods. J. Exp. Biol. 207, 2173-2184.

Ripoche, P., Bertrand, O., Gane, P., Birkenmeier Colin, Y. and Cartron, J.-P.
(2004). Human Rhesus-associated glycoprotein mediates facilitated transport of NH3
into red blood cells. Proc. Natl. Acad. Sci. USA 101, 17222-17227.

Shih, T.-H., Horng, J.-L., Hwang, P.-P. and Lin, L.-Y. (2008). Ammonia excretion by
the skin of zebrafish (Danio rerio) larvae. Am. J. Physiol. 295, C1625-C1632.

Soupene, E., King, N., Field, E., Liu, P., Niyogi, K. K., Huang, C.-H. and Kustu, S.
(2002). Rhesus expression in a green alga is regulated by CO,. Proc. Natl. Acad.
Sci. USA 99, 7769-7773.

Soupene, E., Inwood, W. and Kustu, S. (2004). Lack of the Rhesus protein Rh1
impairs growth of the green alga Chlamydomonas reinhardtii at high CO,. Proc. Natl.
Acad. Sci. USA 101, 7787-7792.

Tsai, T. D., Shuck, M. E., Thompson, D. P., Bienkowski, M. J. and Lee, K. S.
(1995). Intracellular H* inhibits a cloned rat kidney outer medulla K* channel
expressed in Xenopus oocytes. Am. J. Physiol. 268, C1173-C1178.

Tsui, T. K. N., Hung, C. Y. C., Nawata, M., Wilson, J. M., Wright, P. A. and Wood,
C. M. (2009). Ammonia transport in cultured gill epithelium of freshwater rainbow
trout: the importance of Rhesus glycoproteins and the presence of an apical
Na*/NH4* exchange complex. J. Exp. Biol. 212, 878-892.

Waisbren, S. J., Geibel, J. P., Modlin, I. M. and Boron, W. F. (1994). Unusual
permeability properties of gastric gland cells. Nature 368, 332-335.

Weidinger, K., Neuhauser, B., Gilch, S., Ludewig, U., Meyer, O. and Schmidt, I.
(2007). Functional and physiological evidence for a Rhesus-type ammonia
transporter in Nitrosomonas europaea. FEMS Microbiol. Lett. 273, 260-267.

Weihrauch, D., Wilkie, M. P. and Walsh, P. J. (2009). Ammonia and urea
transporters in gill of fish and aquatic crustaceans. J. Exp. Biol. 212, 1716-1730.

Westhoff, C. M. and Wylie, D. E. (2006). Transport characteristics of mammalian Rh
and Rh glycoproteins expressed in heterologous systems. Transfus. Clin. Biol. 13,
132-138.

Westhoff, C. M., Ferri-Jacobia, M., Mak, D. O. D. and Foskett, J. K. (2002).
Identification of the erythrocyte Rh blood group glycoprotien as a mammalian
ammonium transporter. J. Biol. Chem. 277, 12499-12502.

Westhoff, C. M., Siegel, D. L., Burd, C. G. and Foskett, J. K. (2004). Mechanism of
genetic complementation of ammonium transport in yeast by human erythrocyte Rh-
associated glycoprotein. J. Biol. Chem. 279, 17443-17448.

Wicks, B. J. and Randall, D. J. (2002). The effect of feeding and fasting on ammonia
toxicity in juvenile rainbow trout, Oncorhynchus mykiss. Aquatic Toxicol. 59, 71-82.

Wilson, R. W., Wright, P. M., Munger, S. and Wood, C. M. (1994). Ammonia,
excretion in fresh water rainbow trout (Oncorhynchus mykiss) and the importance of
gill boundary layer acidification: lack of evidence for Na*/NH4* exchange. J. Exp.
Biol. 191, 37-58.

Wood, C. M. (1993). Ammonia and urea metabolism and excretion. In The Physiology
of Fishes (ed. D. H. Evans), pp. 379-425. Boca Raton: CRC Press.

Wright, P. A. and Wood, C. M. (1985). An analysis of branchial ammonia excretion in
the freshwater rainbow trout: effects of environmental pH change and sodium uptake
blockade. J. Exp. Biol. 114, 329-353.

Wright, P. A. and Wood, C. M. (2009). A new paradigm for ammonia excretion in
aquatic animals: role of Rhesus (Rh) glycoproteins. J. Exp. Biol. 212, 2302-2312.

Wright, P. A., Heming, T. and Randall, D. J. (1986). Downstream pH changes in
water flowing over the gills of rainbow trout. J. Exp. Biol. 126, 499-512.

Wright, P. A., Randall, D. J. and Perry, S. F. (1989). Fish gill boundary layer: a site
of linkage between carbon dioxide and ammonia excretion. J. Comp. Physiol. 158,
627-635.

Zheng, L., Kostrewa, D., Berneche, S., Winkler, F. K. and Li, X.-D. (2004). The
mechanism of ammonia transport based on the crystal structure of AmtB of
Escherichia coli. Proc. Natl. Acad. Sci. USA 101, 17090-17095.

Zidi-Yahiaoui, N., Callebaut, I., Genetet, S., Van Kim, C. L., Cartron, J., -P., Colin,
Y., Ripoche, P. and Mouro-Chanteloup, I. (2009). Functional analysis of human
RhCG: a comparison with E. coli ammonium transporter reveals similarities in the
pore and differences in the vestibule. Am. J. Physiol. 297, C537-C547.

THE JOURNAL OF EXPERIMENTAL BIOLOGY



	SUMMARY
	Key words: ammonia transport, Rh glycoproteins, Xenopus oocytes, trout, gill.
	INTRODUCTION
	MATERIALS AND METHODS
	Reagents and solutions
	Plasmid constructs and cRNA synthesis
	Preparation of oocytes
	Injection of oocytes
	[14C]methylamine studies
	Methylamine kinetics
	NH4Cl inhibition
	Measurements of ammonia uptake using the scanning ion electrode technique

	Data analysis

	Table 1.
	RESULTS
	Methylamine uptake
	Kinetics of methylamine uptake
	pH-sensitive transport
	Efflux of methylamine
	Inhibition by NH4Cl
	Ammonia uptake measured by SIET
	Kinetics of ammonia uptake measured by SIET

	Fig. 1.
	Fig. 2.
	Fig. 3.
	Table 2.
	Fig. 4.
	DISCUSSION
	Fig. 5.
	Fig. 6.
	Fig. 7.
	Fig. 8.
	Fig. 9.
	ACKNOWLEDGEMENTS
	REFERENCES

