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Summary

Elucidation of the mechanism by which massive information is processed in
complex neural circuits of the brain is a fundamental problem in
neuroscience. Here, we show that glutamate signals from two distinct
sensory neurons bidirectionally affect the same postsynaptic interneuron,
thus producing the opposite behaviors of the nematode Caenorhabditis
elegans. EAT-4/VGLUT dependent glutamate signals from AFD
thermosensory neuron inhibit the postsynaptic AIY interneurons through
activation of GLC-3/GluCl inhibitory glutamate receptor and behaviorally
drive migration toward colder temperature. By contrast, EAT-4 dependent
glutamate signals from AWC thermosensory neurons stimulate the AIY
neurons to induce migration toward warmer temperature. Alteration of the
strength of glutamate signals from AFD and AWC leads to significant
changes of AIY activity, resulting in drastic modulation of behavioral outputs.
We thus provide an important insight on information processing, where two
glutamate transmissions encoding opposite information flows regulate

neural activities to produce a large spectra of behavioral outputs.






Introduction

Animals can sense a vast numbers of environmental stimuli and give rise to
approximate behavioral outputs through processing immense neural
information in complex neural circuits of the brain. Elucidation of the
mechanism by which massive information is processed is a fundamental
problem in neuroscience. In the course of processing, neurons communicate
neural information through synaptic transmissions. To gain insight into
information processing, it is important to delineate each information flow
communicated through synaptic transmissions, whereby modulating
behavioral outputs. Although studies in vertebrates have provided a wealth of
data on mechanisms of synaptic transmissions, dissection of information flow
conveyed between neurons has been hindered by difficulty of the identification
of neural codes, because of the complexity of the vertebrate nervous system (Di

Maio, 2008).

The nematode C. elegans is well suited for the analysis of information processing
in neural circuits because of its simple nervous system consisting of only 302
neurons with entirely known synaptic connections and gap junctions (White et
al, 1986). In addition, because of the accessible genetics of C. elegans (Brenner,
1974), we can isolate and analyze mutants of genes required for information
processing. Recent technical advances also improve the analysis of information
processing in C. elegans. A growing number of promoters which drive gene

expression in specific neurons allow us to label specific neurons and neuronal



components with fluorescence protein tags in live worms (Chalfie et al, 1994;
Nonet, 1999), and define the neurons in which particular gene functions
(Kuhara et al, 2002). Further, physiological analysis of neurons in live worms
has become possible by cameleon, a genetically encoded calcium indicator used

to monitor calcium influx (Kerr et al, 2000; Miyawaki et al, 1997).

As a model organism with many advantages for analyzing information
processing, C. elegans exhibits various behavioral outputs in response to many
different environmental stimuli (de Bono & Maricq, 2005). Thermotaxis is one of
the most plastic behaviors in C. elegans, in which the animals remember the
ambient temperature in association with the past feeding state and migrates to
and move isothermally around the previous experienced temperature when
placed on a temperature gradient (Hedgecock & Russell, 1975; Mohri et al, 2005;
Mori & Ohshima, 1995). To analyze details of thermotaxis, two types of
thermotaxis assay systems have established; the individual TTX assay that is
suitable for scoring isothermal tracking (IT) behavior (Figure 1, Gomez et al,
2001; Mori & Ohshima, 1995) and the population TTX assay that is suitable for
quantitatively assessing the migration ability to the cultivation temperature
(Figure 2; Ito et al, 2006). The neural circuit model for thermotaxis has been
proposed. Temperature is sensed and remembered by AFD and AWC sensory
neurons, thermal information from AFD and AWC is transmitted to AILY
interneuron, and the subsequent information from AIY is further transmitted to
AIZ and RIA interneurons for further neural information processing (Figure 3. ;

Biron et al, 2008; Clark et al, 2006; Kuhara et al, 2008; Mori & Ohshima, 1995).
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Previous attempts to dissect thermotaxis successfully identified several
molecular components related to temperature sensing signal transduction in
AFD and AWC thermosensory neurons. In AFD neurons, three guanylyl
cyclases, GCY-8, GCY-18 and GCY-23 appear to redundantly produce cGMP as
a second messenger, and cGMP-dependent cation channel composed of TAX-2
and TAX-4 increase internal Ca? concentration upon reception of temperature
change (Figure 4; Inada et al, 2006; Kimura et al, 2004; Komatsu et al, 1996).
Additional molecules such as TAX-6 (Calcineurin) and TTX-4 (PKC-1;
nPKC-epsilon/eta), both of which likely adjust the temperature input in AFD,
have been also reported (Kuhara et al, 2002; Okochi et al, 2005). In AWC
thermosensory neurons, ODR-1 (guanylyl cyclase) produces cGMP through
activation of ODR-3 (G-alpha), and TAX-4 (cGMP-dependent cation channel)
increases internal Ca?* concentration upon reception of temperature stimuli
(Figure 4; Kuhara et al, 2008). It have been also reported that EAT-16 RGS
(regulator of G protein signaling) suppressed the G protein coupled signaling in
AWC (Figure 4; Kuhara et al, 2008). However, how critical neurons for the
thermotaxis neural circuit communicate with each other to modulate the neural

activity still remains to be understood.

Although the nervous system of C. elegans is less complex than those of
vertebrates, C. elegans contains many of neurotransmitters found in vertebrates,
including acetylcholine, serotonin, dopamine, gamma-aminobutyric acid

(GABA), and glutamate (de Bono & Maricq, 2005). Many genes involved in
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synaptic transmission through these transmitters have been identified. EAT-4 is
one of the key components of glutamate-mediated neurotransmission; a C.
elegans homolog of mammalian vesicular glutamate transporter (VGLUT) that
concentrates glutamate into synaptic vesicles (Figure 9; Bellocchio et al, 2000;
Lee et al, 1999; Takamori et al, 2000). Past study of EAT-4 revealed that EAT-4 is
involved in chemotaxis, habituation of the tap-withdrawal response, local
search, and migration toward colder temperature (Chalasani et al, 2007; Clark et
al, 2007; Hills et al, 2004; Rankin & Wicks, 2000). In this study, molecular,
genetic and calcium imaging analysis revealed that coordinated functions of
EAT-4 dependent glutamate signals from AFD and AWC thermosensory
neurons and RIA interneurons are essential for thermotaxis. EAT-4 dependent
glutamate signals from AFD inhibit AIY through activation of GLC-3/GluCl
inhibitory glutamate receptor (Horoszok et al, 2001), whereas EAT-4 dependent
glutamate signals from AWC stimulate AIY. Alteration of the strength of EAT-4
dependent AFD and AWC glutamate signals onto AIY leads to significant
changes of AIY activity, which, through EAT-4 dependent glutamate signals
from RIA, results in drastic modulation of thermotaxis. Our results provide an
important insight on information processing, where two glutamatergic synaptic
transmissions encoding opposite information flows regulate neural activities to

generate various behavioral outputs.
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Results

Thermotaxis defects of nj2 and nj6 mutants are caused by defective function
of eat-4 gene

In our attempt to analyze thermotaxis defective mutants through forward
genetic approach, we isolated 7j2 and nj6 mutants that exhibit abnormal
migration in a radial temperature gradient (Figure 5 and 6). Both #;2 and 76
mutations mapped to the region including eat-4 gene and the thermotaxis
defects of nj2 and nj6 mutants are restored by introducing the genomic
fragment including eat-4 gene (Figure 7). Our sequencing of nj2 and nj6
genomes revealed that 72 is associated with two missense mutations of the
conserved amino acid (G16E) and the putative transmembrane domain (G355R),
and that nj6 is a missense mutation of the conserved amino acid (G494R)
(Figure 8; Ni et al, 1994). These results suggest that thermotaxis defects of ;2

and nj6 mutants are caused by defective function of eat-4 gene.

VGLUT homolog EAT-4 is essential for thermotaxis behavior

To ensure the importance of EAT-4 for thermotaxis, we performed two types of
thermotaxis (TTX) assays of eat-4(ky5) mutants carrying loss-of-function
mutation in eat-4 gene. The individual TTX assay is suitable for scoring
isothermal tracking (IT) behavior (Figure 1; Gomez et al, 2001). Although many

wild-type animals (55% + 8%) exhibited IT behavior in a radial thermal gradient
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form 17°C to 25°C after cultivation at 20°C in well-fed conditions, no eat-4(ky5)
mutants (0%) exhibited IT behavior (Figure 5B and 6). In addition to IT behavior
defect, eat-4(ky5) mutants showed severe impairment in the population TTX
assay that is suitable for quantitatively assessing the migration ability to the
cultivation temperature (Figure 2; Ito et al, 2006). After cultivation at 23°C, 20°C,
and 17°C in well-fed conditions, most of wild-type animals migrated up or
down the linear temperature gradient (0.45°C/cm) until they reached the region
nearly corresponding to the previous cultivation temperature (Figure 10A).
However, eat-4(ky5) animals had little tendencies to migrate toward cultivation
temperature and mostly dispersed in a wide area (Figure 10A). TTX indices,
quantified as shown in Figure 1C, of 23°C-cultivated and 17°C-cultivated
eat-4(ky5) mutants (0.47 + 0.14 at 23°C, -1.46 + 0.08 at 17°C) differed significantly
from those of wild-type animals (2.27 + 0.19 at 23°C, -2.96 + 0.22 at 17°C; Figure
10B). Although eat-4(ky5) mutants did not show locomotion defect, they
dispersed less than wild-type animals in the absence of a temperature gradient
(Figure 11; Ségalat et al, 1995), indicating the possibility that abnormal TTX
indices of eat-4(ky5) mutants could result from other defects, such as local
search defect. Nevertheless, eat-4(ky5) mutants dispersed more broadly from
cultivation temperature than wild type animals on a thermal gradient (Figure
10A). This tendency was also observed in the population TTX assay of
20°C-cultivated eat-4(ky5) mutants after placed at the higher and lower
temperature positions in the gradient (Figure 12). These results suggest that
eat-4(ky5) mutants indeed exhibit thermotaxis defect, implicating the behavioral

regulation by EAT-4/VGLUT dependent glutamatergic neurotransmission

15



(Figure 9).

EAT-4/VGLUT is expressed in subsets of neurons including constituents of
the thermotaxis neural circuit

Previous report showed that eat-4:lacZ and eat-4::gfp fusion genes, which
contain the 2.4kb fragment upstream of eat-4 as a promoter, did not appear to
express in neurons critical for the thermotaxis neural circuit (Lee et al, 1999).
These results are consistent with our result that eat-4 genomic fragment driven
by this 2.4kb promoter did not restore the normal thermotaxis in eat-4 mutants
(Figure 13). Hence, the 2.4kb promoter region does not drive sufficient
expression of eat-4 gene for thermotaxis behavior. Given that another gene
resides 5.5 kb upstream of eat-4 gene, we constructed full length eat-4::¢fp fusion
gene that contains the whole eat-4 genomic fragment and the 5.5kb upstream
fragment (Figure 14A). We found that this full length eat-4::¢fp fusion gene

rescued the abnormal thermotaxis of eat-4 mutants (Figure 13).

To identify cells expressing EAT-4, we observed the expression pattern of full
length eat-4::¢fp in wild-type animals (Figure 14B), and also in unc-104(e1265)
mutants defective in UNC-104/KIF1A kinesin-like motor protein in order to
prevent the EAT-4::GFP-caused strong fluorescence of the nerve ring (Figure
14C; Hall & Hedgecock, 1991; Otsuka et al, 1991). Based on cell-body positions
and morphologies (Sulston & Horvitz, 1977; Sulston et al, 1983), we observed

consistent expression of EAT-4:GFP in many head neurons including AFD
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thermosensory neurons, AWC thermosensory neurons, AIZ interneurons and
RIA interneurons, which are constituents of the thermotaxis neural circuit

(Figure 14B, C, and D; Kuhara et al, 2008; Mori & Ohshima, 1995).

EAT-4/VGLUT dependent glutamatergic neurotransmissions from AFD and
RIA neurons are essential for isothermal tracking

Expression of eat-4 cDNA from its own promoter (5.5kb) and in all neurons
strongly rescued the IT behavior defect of eat-4(ky5) mutants (50% + 2% and
31% + 2%, respectively) in the individual TTX assay (Figue 15), suggesting that
neuronal expression of EAT-4 is essential for thermotaxis. To identify neurons
that require EAT-4 mediated glutamatergic neurotransmission for thermotaxis,
we conducted cell-specific rescue experiments by introducing eat-4 cDNA
under the control of various cell-specific promoters into eat-4(ky5) mutants. In
the individual TTX assay, expression of EAT-4 in AFD, AWC or AIZ neurons did
not induce any changes in IT behavior defect of eat-4(ky5) mutants (0%),
whereas expression of EAT-4 in RIA interneurons weakly rescued IT behavior
defect (10% + 2%) (Figure 15). Remarkably, simultaneous expression of EAT-4 in
AFD and RIA rescued IT behavior defect (39% + 1%), as expression of EAT-4
under the control of eat-4 promoter did (p > 0.05) (Figure 15). The rescue
efficiency of the transgenic animals expressing EAT-4 in AFD and RIA was not
increased by additional expression of EAT-4 in other neurons (Figure 15). These
results suggest that EAT-4 dependent glutamate transmissions from AFD

thermosensory neurons and RIA interneurons are crucial steps that process and
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convey thermal information in the thermotaxis neural circuit.

EAT-4/VGLUT dependent glutamatergic neurotransmissions from AFD, AWC,
and RIA neurons regulate migration toward cultivation temperature

Since expression of eat-4 cDNA from its own promoter and in all neurons also
strongly restored normal migrations to cultivation temperature (p > 0.05
compared with wild-type animals at every cultivation temperature) in the
population TTX assay (Figure 16), we performed the population TTX assay for
cell-specific rescue experiments (Figure 16). Similar to the results of individual
TTX assay, expression of EAT-4 in AIZ interneurons did not induce any changes
in thermotaxis behavior of eat-4(ky5) mutants (Figure 16). In contrast, expression
of EAT-4 in AFD thermosensory neurons, in AWC thermosensory neurons, or in
RIA interneurons induced different migration pattern from that of eat-4(ky5)
mutants (Figure 16). Further, each expression had different effects on migration;
the transgenic animals expressing EAT-4 in AFD migrated toward colder
temperature than eat-4(ky5) mutants, the transgenic animals expressing EAT-4
in AWC migrated toward warmer temperature after cultivated at 20°C and 23°C,
and the transgenic animals expressing EAT-4 in RIA neurons migrated toward
warmer temperature only after cultivated at 23°C (Figure 16). These results
imply that EAT-4 dependent glutamate transmissions from AFD, AWC, and RIA
to their postsynaptic neurons are involved in regulation of thermotaxis and

each transmission induces different behavioral outputs.
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Because of the importance of EAT-4 in RIA interneurons that lie downstream of
AFD and AWC thermosensory neurons (Figure 3 and 15), it was difficult to
detect the effect of EAT-4 solely in AFD or AWC for thermotaxis behavior
without expression of EAT-4 in RIA. To reconcile this problem, we introduced
several doses of AFDp::eat-4 cDNA and AWCp::eat-4 cDNA with constant 5Sng/ul
dose of RIAp::eat-4 cDNA into eat-4(ky5) mutants, and performed the population
TTX assay (Figure 17). Through the analysis, we found that simultaneous
expression of EAT-4 in AFD, AWC, and RIA with 0.2ng-5ng-5ng/ul of
AFDp::eat-4 ¢cDNA, AWCp:eat-4 ¢cDNA, and RIAp:eat-4 cDNA, respectively,
almost rescued the defective migration to cultivation temperature of eat-4(ky5)
mutants (Figure 17). Although the rescue was not complete in these transgenic
animals, they showed similar behavior to that of eat-4(ky5) mutants expressing
EAT-4 in all neurons (Figure 17). As shown in Figure 16, these results further
suggest that EAT-4 dependent glutamate transmission from AFD, AWC, and

RIA to their postsynaptic neurons regulates thermotaxis behavior.

Glutamatergic neurotransmissions from AFD and AWC neurons induce
opposite migration

In the population TTX assay for cell-specific rescue experiments with
simultaneous expression of EAT-4 in AFD, AWC, and RIA, alteration in
introducing doses of AFDp::eat-4 cDNA and AWCp::eat-4 cDNA induced various
migration (Figure 17). Simultaneous expression of EAT-4 in AFD and RIA with

both 5ng/ul doses enhanced migration toward colder temperature than
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wild-type animals after cultivation at 20°C and 23°C (cryophilic movement)
(Figure 17). Although tracks of these transgenic animals in the individual TTX
assay did not indicate cryophilic phenotype (Figure 18), cryophilic phenotype
would not be detectable on the assay plate, where the steepness of thermal
gradient differs in different areas (Figure 1A). Simultaneous expression of
EAT-4 in AFD, AWC and RIA with introduction of 5ng-5ng-5ng/ul,
2ng-5ng-5ng/ul, and 0.5ng-5ng-5ng/ul of AFDp::eat-4 cDNA, AWCp::eat-4 cDNA,
and RIAp::eat-4 cDNA, respectively, into eat-4(ky5) mutants still drove tendency
to migrate toward cold temperature, while the cryophilic movement of these
transgenic animals weakened as compared with the animals expressing EAT-4
in AFD and RIA at 20°C and 23°C (Figure 17). In contrast, simultaneous
expression of EAT-4 in AWC and RIA neurons with 5ng/ul enhanced migration
toward warmer temperature than wild-type animals after cultivation at 17°C
and 20°C (thermophilic movement) (Figure 17). These results suggest that
glutamate transmission from AFD induces cryophilic movement and that
glutamate transmission from AWC induces thermophilic movement.
Considering that EAT-4 in AWC was not necessary for IT behavior (Figure 15)
and simultaneous expression of EAT-4 in AFD, AWC, and RIA induced
migration toward cold temperature until the introduction dose of AFDp::eat-4
cDNA to the eat-4 mutants was reduced up to less than one tenth of AWCp::eat-4
cDNA (Figure 17), AFD-mediated glutamate transmission is likely to be more
influential than AWC-mediated glutamate transmission for thermotaxis

behavior.
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RIA neurons have multiple neurotransmitter outputs

As already described in Figure 15, EAT-4 dependent glutamate transmission
from RIA is crucial for thermotaxis. Nevertheless, eat-4 transgenic mutants
expressing EAT-4 only in AFD but not in RIA (eat-4 (AFD+)) could migrate to
colder temperature as opposed to eat-4(ky5) mutants that dispersed in broader
area in the population TTX assay (Figure 16). In addition, the phenotype of eat-4
(AFD+) did not change with additional expression of EAT-4 in RIA (Figure 17).
These results raise two possibilities: signals from AFD flow either through RIA
independent pathway or through RIA dependent pathway coupled with both
EAT-4 dependent and independent synaptic transmissions. To distinguish these
possibilities, we examined the effect of genetically imparied RIA on eat-4
(AFD+) (Figure 19). Correct localization of synapses in RIA requires
TTX-7/IMPase, and ttx-7(nj50) mutants showed abnormal thermotactic
phenotype, similar to that of wild-type animals in which RIA was ablated
(Tanizawa et al, 2006). Thermotactic defect of ttx-7(nj50) mutants completely
masked the defect of eat-4 (AFD+) (Figure 19), suggesting the essential role of
RIA dependent pathway involving both EAT-4 dependent and independent

transmissions.

EAT-4/VGLUT dependent glutamatergic neurotransmissions is influential for
the thermal response of AIY

As an attempt to analyze molecular physiology of the EAT-4 dependent
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glutamate transmission for thermotaxis, we conducted calcium imaging of AIY
interneurons that are postsynaptic to both AFD and AWC neurons in eat-4(ky5)
mutants after being cultivated at 20°C (Figure 3 and 21). We monitored the
temperature-dependent neural activity changes of intact AIY interneurons by
measuring temperature stimulus-evoked calcium concentration changes using
cameleon, a genetically encoded calcium indicator (Figure 20; Miyawaki et al,
1997; Nagai et al, 2004). We verified that expression of cameleon (yc3.60) in AIY
itself did not affect thermotaxis, since wild type animals transgenic with
cameleon construct (AIYp:yc3.60) showed normal thermotaxis (Figure 18B).
Consistent with our previous results representing the responsiveness of AIY
neurons to temperature change, the calcium concentration in AIY neurons of
wild-type animals increased with warming (Figure 21A; Kuhara et al, 2008).
The fluorescence resonance energy transfer (FRET) ratios did not return to
baseline, which might be caused by faster degradation of YFP fluorescence than
CFP fluorescence in yc3.60 (Figure 21A and Figure 22). Upon warming,
fluorescence resonance energy transfer (FRET) ratios in AIY neurons of
eat-4(ky5) mutants changed more than those of wild-type animals (11% * 1% for
eat-4(ky5) mutants and 8% + 0.6% for wild-type animals at 90S after starting
temperature change) (Figure 21A and C), which likely represents the
hyper-responsiveness of AIY neurons in eat-4(ky5) mutants. These results
suggest that EAT-4 dependent glutamate transmission is quite influential for the

response of AIY neurons to temperature change.
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Glutamatergic neurotransmissions from AFD and AWC neurons oppositely
modulate activity of postsynaptic neuron AIY in response to warming

Previous reports showed that activation of AIY interneurons mediates
movement toward warmer temperature (Hobert et al, 1997; Kuhara et al, 2008;
Mori & Ohshima, 1995) indicate the correlation between the activity of AIY
neurons and behavioral output. Hence, we hypothesized that glutamate
transmission from AFD and AWC neurons have opposite effects on the activity
of AIY neurons, similar to the opposite effect of AFD and AWC on behavioral
outputs. To test this hypothesis, we monitored the activity of AIY on warming
in transgenic eat-4(ky5) animals expressing EAT-4 in either AFD or AWC after
being cultivated at 20°C by calcium imaging (Figure 21). Since EAT-4 dependent
glutamate transmission from RIA is absolutely important for connecting neural
activity and behavioral output (Figure 15), we also expressed EAT-4 in RIA of
transgenic animals as shown in Figure 4. The FRET ratio changes in AIY of
eat-4(ky5) mutants expressing EAT-4 in RIA (eat-4 (RIA+)) were larger than those
of wild-type animals and similar to those of naive eat-4(ky5) mutants (eat-4)
(10% + 0.6% at 90S) (Figure 21A and C), suggesting that expression of EAT-4 in
RIA has almost no effect on the AIY activity. Additional expression of EAT-4 in
AFD neurons of eat-4(ky5) mutants (eat-4 (AFD+,RIA+)) induced smaller change
of FRET ratios in AIY neurons (3.9% + 1.5% at 90S) as compared with eat-4(ky5)
mutants and wild-type animals (Figure 21A and C). Notably, smaller change in
FRET ratio observed in eat-4 (AFD+,RIA+) were similarly observed in eat-4(ky5)
mutants expressing EAT-4 only in AFD (eat-4 (AFD+)), which argues against any

feedback pathway to AIY through RIA (Figure 23). Expression of EAT-4 in AWC
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and RIA (eat-4 (AWC+,RIA+)) caused not only the larger change like eat-4(ky5)
mutants (eat-4) (10.6% + 1% at 90S), but also faster change of FRET ratios in ATY
(5.1% = 0.7% at 45s) (Figure 21). Consistent to our hypothesis, our results on
calcium imaging of AIY in 20°C-cultivated animals suggest that glutamate
transmissions from AFD or from AWC thermosensory neurons inhibit or

stimulate ALY interneurons, respectively.

We also monitored activity of AIY on warming in 17°C- and 23°C-cultivated
wild-type animals and the eat-4(ky5) transgenic animals by calcium imaging
(Figure 24). After being cultivated at 17°C , whereas the FRET ratio changes in
ALY of eat-4 (AFD+ RIA+) were similar to those of wild-type animals, the ratio
changes of eat-4 (AWC+RIA+) were larger than those of wild-type animals
(Figure 24A and B). In contrast, whereas the ratio changes of eat-4 (AWC+ RIA+)
were similar to those of wild-type animals, the ratio changes of eat-4
(AFD+,RIA+) were smaller than those of wild-type animals after being
cultivated at 23°C (Figure 24C and D). Thus, our results on response of AIY
upon warming closely correlated with behavioral data shown in Figure 17 in
every cultivation temperature, further suggesting the opposite modulation of

AIY activity by glutamate transmissions from AFD and AWC.

Glutamatergic neurotransmissions from AFD neurons inhibit activity of AIY
neurons in response to cooling

To verity the effect of glutamate signals on the response of AIY, we also
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conducted calcium imaging of AIY on cooling in 20°C-cultivated wild-type
animals and the eat-4(ky5) transgenic animals (Figure 25). Upon cooling, FRET
ratios in AIY of eat-4(ky5) mutants did not decrease as much as those of
wild-type animals (-14% + 0.7% for eat-4(ky5) mutants and -19% + 1.0% for
wild-type animals at 120S) (Figure 25). Consistent with the results on warming
shown in Figure 21, this result likely represents hyperactive state of AIY in
eat-4(ky5) mutants (Figure 25). The FRET ratios in AIY of eat-4 (RIA+) and eat-4
(AWC+,RIA+) showed the similar change to those of eat-4(ky5) mutants (-14% +
0.8% for eat-4 (RIA+) and for eat-4 (AWC+ RIA+) at 120S) (Figure 25), implicating
no effects of glutamate signals from AWC and RIA on the response of AIY to
cooling. By contrast, the FRET ratios in ALY of eat-4 (AFD+ ,RIA+) decreased to
the similar level to those of wild-type animals (-18% =+ 0.9% for eat-4
(AFD+,RIA+) at 120S) (Figure 25), suggesting that inhibition through glutamate
transmission from AFD regulates the response of AIY to cooling. Altogether,
our results on calcium imaging of AIY demonstrate that glutamate transmission
from AFD inhibits AIY activity in response to both warming and cooling, and
glutamate transmission from AWC stimulates AIY activity in response to only
warming, thereby implying that AFD-mediated glutamate transmission more
effectively contributes to thermotaxis behavior than AWC-mediated glutamate

transmission.
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Opposite glutamate signals from AFD and AWC neurons induce drastic
changes in behavioral output

To elucidate whether various behavioral outputs shown in Figure 17 are caused
by modulation of AIY activity through EAT-4 dependent glutamate
transmission from AFD and AWC neurons, we investigated dose-dependency
of AIY activity in transgenic eat-4(ky5) mutants expressing relative different
doses of EAT-4 in AFD, AWC and RIA neurons with calcium imaging (Figure
26). Intriguingly, FRET ratios showed similar small changes when introducing
5ng, 2ng or 0.5ng of AFDp::eat-4 cDNA to the eat-4 mutants, whereas FRET
ratios dramatically increased when introducing 0.2ng or Ong of AFDp::eat-4
cDNA (Figure 26), which is consistent with the results of cell-specific rescue
experiments shown in Figure 17. Thus, our results demonstrated that
modulation of the AIY activity by opposite glutamate signals from AFD

neurons and from AWC neurons induces drastic change of behavioral output.

Identification of glutamate receptors involved in thermotaxis

Our analysis of EAT-4/VGLUT in thermotaxis suggested that glutamate
receptors receive EAT-4 dependent glutamate signals in AIY interneurons and
motorneurons postsynaptic to RIA interneurons. In C. elegans, four classes of
glutamate receptors are predicted (Table 1); AMPA (alpha-amino-3-hydroxy-5-
methyl-4-isoxazolepropionic acid)-type glutamate-gated cation channels (GluR)
encoded by eight glr genes, NMDA (N-methyl-D-aspartic acid)-type glutamate-

gated cation channels (NR) encoded by two nmr genes, glutamate-gated
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chloride channels (GluCl) encoded by four glc genes and two avr genes, and
metabotropic G-protein-coupled glutamate receptors (mGluR) encoded by three
mgl genes (Brockie & Maricq, 2003; Dillon et al, 2006; Yates et al, 2003). Of those,
MGL-1/mGluR and GLC-3/GluCl were reported to be expressed in AIY
interneurons (Horoszok et al, 2001; Wenick & Hobert, 2004), and GLR-1/GIluR
and AVR-14/GluCl were reported to be expressed in many motorneurons (Dent
et al, 2000; Hart et al, 1995). In addition, the previous research of AIY
interneurons showed the similarity between AIY interneurons and vertebrate
bipolar cells in which mGluR is indicated to receive glutamate from presynaptic
photo receptor neurons (Hobert et al, 1997; Nakajima et al, 1993; Nakanishi,
1994; Satterlee et al, 2001). Because these reports imply the possible involvement
of GLC-3/GluCl, GLR-1/GluR, AVR-14/GluCl, and three mGluRs (MGL-1,
MGL-2, and MGL-3) in thermotaxis, we performed the population TTX assay of
mutants containing mutations in each gene encoding these glutamate receptors
(Figure 27 and 28). glr-1(n2461) mutants migrated to their cultivation
temperature normally in the population TTX assay (Figure 27). In contrast,
glc-3(0k321) mutants migrated to warmar temperature than the cultivation
temperature after cultivation at 17°C and 20°C (thermophilic movement), and
avr-14(ad1302) mutants migrated to colder temperature than the cultivation
temperature after cultivation at 20°C and 23°C (cryophilic movement) (Figure
27). Additionally, although single mutants of mGluRs (mgl-1(tm1811),
mgl-2(tm355), and mgl-3(tm1766)) migrated to their cultivation temperature
normally, mgl-3(tm1766); mgl-1(tm1811) double mutants and mgl-2(tm355);

mgl-3(tm1766); mgl-1(tm1811) triple mutants migrated to colder temperature
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than the cultivation temperature after cultivation at 23°C and after cultivation at
20°C and 23°C, respectively (Figure 28). These results imply that GLC-3/GluCl,

AVR-14/GluCl, MGL-1/mGluR, and MGL-3/mGluR are involved in thermotaxis.

Cell-specific rescue experiments of thermotaxis-defective avr-14(ad1302)
mutants

To identify neurons that require AVR-14/GluCl for thermotaxis, we tried to
conduct cell-specific rescue experiments by introducing avr-14 cDNA under the
control of various cell-specific promoters into avr-14(ad1302) mutants. Because
two types of aur-14 cDNAs were predicted (Dent et al, 2000), we constructed
both of avr-14 cDNAs and introduced them simultaneously. First, to elucidate
that aur-14 cDNAs are functional and AVR-14 functions in neural circuit, we
performed the population TTX assay of transgenic avr-14(ad1302) animals
expressing avr-14 cDNAs from its own promoter or in all neurons (Figure 29).
Contrary to my expectation, neither of these expressions induced any changes
in thermotaxis defect of avr-14(ad1302) mutants after being cultivated at 23°C

(Figure 29).

MGL-3/mGluR functions in sensory neurons for thermotaxis
Expression of mgl-3 cDNA in all neurons fully rescued the thermotaxis defect of
mgl-2(tm355); mgl-3(tm1766); mgl-1(tm1811) triple mutants cultivated at 23°C in

the population TTX assay (Figure 30), suggesting that neuronal expression of
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MGL-3/mGluR is important for thermotaxis. To identify neurons that require
MGL-3/mGluR for thermotaxis, we introduced mgl-3 cDNA under the control of
various cell-specific promoters into mgl-2(tm355); mgl-3(tm1766); mgl-1(tm1811)
triple mutants and performed the population TTX assay of them after being
cultivated at 23°C (Figure 30). Interestingly, expression of mgl-3 cDNA in
sensory neurons rescued thermotaxis defect of the triple mutants, suggesting
the requirement of MGL-3/mGluR in several sensory neurons for thermotaxis
(Figure 30). These results imply the regulation of thermotaxis through

glutamatergic neurotransmission not being detected by our analysis of eat-4.

GluCl homolog GLC-3 inhibits the activity of AIY interneurons in
thermotaxis

We also conducted cell-specific rescue experiments of glc-3(0k321) mutants by
introducing glc-3 cDNA under the control of various cell-specific promoters and
found that the thermotaxis defect of glc-3(0k321) mutants was fully rescued by
expressing glc-3 cDNA in ALY interneurons but not in any other neurons (Figure
31). These results suggest that GLC-3/GluCl is required in AIY interneurons for

thermotaxis.

Given that the activation of AIY interneuron mediates movement toward
warmer temperature (Hobert et al, 1997; Kuhara et al, 2008; Mori & Ohshima,
1995) and glutamate-gated chloride channels (GluCls) mediate inhibitory

neurotransmission (Dent et al, 1997), we hypothesized that GLC-3/GluCl
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regulates thermotaxis through inhibition of the AIY activity. Consistent with
this hypothesis, FRET ratios in AIY neurons of glc-3(0k321) mutants changed
more than that of wild-type animals (10% + 0.5% for glc-3(0k321) mutants and
6.6% + 0.6% for wild-type animals at 90S) (Figure 32), implicating the
hyper-responsiveness of AIY neurons in glc-3(0k321) mutants. The increased
change of FRET ratios was rescued by expressing glc-3 cDNA in AIY
interneurons (6.2% * 0.4% at 90s) (Figure 32), suggesting that GLC-3 cell

autonomously inhibits the activity of AIY.

GLC-3/GluCl receives glutamatergic signals from AFD thermosensory
neurons

We addressed whether GLC-3 glutamate receptors in AIY interneuron perceive
EAT-4 dependent glutamate signals from AFD or AWC thermosensory neurons.
Thermosensory signal transduction in AFD neurons is thought to be mediated
by the change in intracellular concentration of cGMP through GCY-23, GCY-§,
and GCY-18 guanylyl cyclases (Figure 4A; Inada et al, 2006), and gcy-23(nj37)
gcy-8(oy44) gcy-18(nj38) triple mutants showed abnormal thermotactic
phenotype, similar to that of wild-type animals in which AFD neurons were
ablated (Figure 33; Inada et al, 2006; Kuhara et al, 2008). gcy-23 gcy-8 gcy-18;
glc-3 quadruple mutants showed quite similar thermotactic abnormality to that
of gcy-23 gcy-8 gcy-18 triple mutants in the population TTX assay, suggesting
that the abolishment of thermosensory signaling in AFD by gcy-23 gcy-8 gcy-18

mutation entirely suppressed glc-3(0k321) mutation (Figure 33). Likewise,
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thermotactic defect of the eat-4 mutants expressing EAT-4 in AWC and RIA but
not in AFD neurons (eat-4 (AWC+,RIA+)) completely masked the defect of glc-3
mutants (Figure 33). These results suggest that GLC-3 glutamate receptors in

AIY neurons receive EAT-4 mediated glutamate signals from AFD neurons.

Recently, ODR-3 G-alpha dependent heterotrimeric G protein coupled signaling
was found to mediate thermosensory signal transduction in AWC neurons, and
EAT-16 RGS (regulator of G protein signaling) suppressed the G protein
coupled signaling in AWC (Figure 4B; Kuhara et al, 2008). odr-3(n1605) mutants
and eat-16(nj§) mutants migrated toward warmer and colder temperature than
the cultivation temperature, respectivery, in the population TTX assay (Figure
34; Kuhara et al, 2008). glc-3 odr-3 double mutants migrated much warmer
temperature than both glc-3 and odr-3 single mutants after cultivation at 17°C
and 20°C, implicating the additive effect of odr-3 and glc-3 mutation (Figure 34).
Similarly, thermotactic defect of eat-16(nj8) mutants and the eat-4(ky5) mutants
expressing EAT-4 in AFD and RIA (eat-4 (AFD+,RIA+)) influenced additively on
the defect of glc-3 mutants after cultivation at 17°C, 20°C and 23°C (Figure 34).
These results implicate GLC-3 independent EAT-4 mediated glutamatergic
neurotransmission in AWC. Altogether, our genetic analyses suggest that
GLC-3/GluCl is required for reception of EAT-4/VGLUT dependent glutamate

signals from AFD neurons.

We conducted calcium imaging to verify that EAT-4 dependent glutamate

transmission from AFD thermosensory neurons is mediated by GLC-3 in ALY
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interneurons (Figure 35). FRET ratios in AIY neurons of the double mutants
(eat-4 (AWCH,RIA+); glc-3) constructed from the eat-4 mutants expressing EAT-4
in AWC and RIA (eat-4 (AWC+ RIA+)) and glc-3 mutants changed more than that
of wild-type animals (9.8% + 0.8% for double mutants and 7% + 0.7% for
wild-type animals at 90S), similar to those in both single mutants (10% * 0.6%
for transgenic eat-4 mutants and 10% + 0.8% for glc-3 mutants at 90S) (Figure 35
A and B), thereby indicating the same hyper-responsiveness of double mutants
to thermal stimuli as both single mutants. By contrast, FRET ratios in AIY
neurons of the double mutants (eat-4 (AFD+,RIA+); glc-3) constructed from the
eat-4 mutants expressing EAT-4 in AFD and RIA (eat-4 (AFD+ RIA+)) and glc-3
mutants showed the change in-between those in both single mutants (7.6% *
0.4% for double mutants, 3.3% + 0.9% for transgenic eat-4 mutants, and 10% =+
0.8% for glc-3 mutants at 90S) (Figure 35 C and D). These physiological results
are consistent with the results obtained by genetic analysis, further implicating
the molecular model that GLC-3 inhibits AIY interneurons upon receiving

EAT-4 dependent glutamate signals from AFD neurons.
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Discussion

EAT-4/VGLUT dependent glutamatergic neurotransmission in the
thermotaxis neural circuit

In the current model for temperature sensing, thermal stimuli are transduced in
AFD through three functionally redundant guanylyl cyclases and cGMP-gated
channels (Figure 4A; Inada et al, 2006; Komatsu et al, 1996) and in AWC
through heterotrimeric G protein signaling and cGMP-gated channels (Figure
4B; Kuhara et al, 2008). In this study, our results suggest a model for signaling
pathways downstream of temperature sensing (Figure 36). After temperature
sensing in AFD and AWC sensory neurons, thermosensory information is
transmitted to postsynaptic interneuron AIY through EAT-4/VGLUT dependent
glutamatergic neurotransmission. EAT-4 dependent glutamate signals from
AFD inhibit AIY through activation of inhibitory glutamate receptor
GLC-3/GluCl, thereby inducing migration toward colder temperature. By
contrast, EAT-4 dependent glutamate signals from AWC stimulate AIY to
induce migration toward warmer temperature. Hence, we demonstrated that
the bidirectional regulation of AIY through EAT-4 dependent glutamate
transmissions from AFD and AWC is essential for terminal behavioral

phenotypes.

Previous reports showed that AFD and AWC differ in contribution for

thermotaxis; AFD-ablated animals exhibited severe defect (Kuhara et al, 2008;
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Mori & Ohshima, 1995), whereas AWC-ablated animals exhibited slight defect
in thermotaxis (Biron et al, 2008; Kuhara et al, 2008). These results suggested
that thermotaxis is regulated by the orchestrated information in major
thermosensory neuron AFD and supportive thermosenosry neuron AWC.
Consistent with these previous results, our behavioral and calcium imaging
results demonstrated that contributions of inhibitory glutamate signals from
AFD and excitatory glutamate signals from AWC are not equivalent. For IT
(isothermal tracking) behavior, EAT-4 dependent glutamate transmission from
AFD was indispensable, while that from AWC was not necessary (Figure 15). In
addition, transgenic eat-4 mutants expressing EAT-4 in AFD, AWC, and RIA
showed strong tendency to migrate toward colder temperature except for the
case where the introduction dose of AFDp::eat-4 cDNA to the eat-4 mutants was
reduced to less than one tenth of AWCp::eat-4 cDNA (Figure 17). Further,
glutamate transmission from AFD inhibits AIY activity in response to both
warming and cooling and that from AWC stimulates ALY activity in response to
only warming (Figure 21 and 25), suggesting that the contribution of inhibitory
glutamate signals from AFD is larger than that of excitatory glutamate signals
from AWC. Our study also showed that well-balanced glutamate signals from
AFD and AWC could drive nearly normal responsiveness of AIY to temperature
changes and eventual normal thermotaxis (Figure 17 and 26). Taken together,
glutamate signals from AFD and AWC are implied to be the critical factor for
mediating the orchestration of major information in AFD and supportive
information in AWC. Also, our study demonstrated that GLC-3 receives EAT-4

dependent glutamate signals from AFD, although glutamate receptors that
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receive glutamate signals from AWC remained to be identified. The failure of
finding excitatory glutamate receptors may possibly be caused by the difference
in contribution between AFD and AWC for thermotaxis, thus reflecting the

biased detection ability of thermotaxis defect toward AFD over AWC.

Signal transduction from RIA interneurons to postsynaptic motor neurons

The RIA interneuron, known as one of the most pivotal interneurons in C.
elegans, integrates signals processed in the thermotaxis neural circuit and emits
outputs to downstream neurons (Figure 3; Mori & Ohshima, 1995; Tanizawa et
al, 2006). Given those previous reports, our work revealed that multiple
transmissions include EAT-4 dependent glutamate from RIA are involved in
communicating processed information in the circuit to downstream neurons,
thereby generating ultimate thermotactic outputs (Figure 15 and 36). Although
there are no solid evidences as to which neurons downstream of RIA are main
component neurons in the circuit, RIA is heavily connected with numerous
presynapses to SMD and RMD head motorneurons that regulate turning
behavior (Figure 37; Gray et al, 2005, White et al, 1986). Considering that
temperature regulates turn frequency and run duration (Zariwala et al, 2003), it
is quite likely that SMD and RMD control turn frequency, depending on
thermal information transmitted by RIA. We expect that inspection of glutamate
transmission from RIA to SMD or RMD, including identification of glutamate
receptors functioning in SMD or RMD for thermotaxis, reveal the information

processing that consequently generates a variety of thermotactic behavioral
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outputs.

Information processing in the simple circuit composed of AFD, AWC, and
AIY neurons

Mori and Ohshima (1995) proposed the neural circuit for thermotaxis, in which
AFD thermosensory neurons transmit excitatory signal to AIY interneurons.
Consistent with this proposal, Clark et al, (2006) showed with calcium imaging
that AIY of animals lacking AFD did not respond to temperature changes.
Given these results and our results on EAT-4, one can propose that the neural
signals transmitted from AFD to AIY are of at least two kinds, EAT-4 dependent
inhibitory signals and EAT-4 independent excitatory signals. In the present
study, we further showed that the thermotactic abnormality of gcy-23 gcy-8
gcy-18 triple mutants with defective AFD function is considerably different
from that of the eat-4 mutants expressing EAT-4 in AWC and RIA but not in
AFD (eat-4 (AWC+,RIA+)) (Figure 33), and that AIY of eat-4 mutants are
hyper-responsive to temperature change than wild-type animals (Figure 21),
thereby undoubtedly implicating EAT-4 independent excitatory signals from
AFD to AIY. Recent electrophysiological study showing that AFD responds to

both cooling and warming (Ramot et al, 2008) is consistent with these results.

Our results also suggest that AWC transmit excitatory signals to AIY through
EAT-4 dependent glutamatergic neurotransmission (Figure 21), although we

previously reported that hyper-responsiveness of AWC to temperature change
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induced lower-responsiveness of AIY (Kuhara et al, 2008). It is probable that
AWC transmits EAT-4 independent inhibitory signals in addition to EAT-4
dependent excitatory glutamate signals to AIY, which is reminiscent of the
regulation of behavioral response to odorants, where AWC releases both
glutamate and neuropeptide NLP-1 to postsynaptic AIA interneurons

(Chalasani et al, 2010).

AWC senses odorants as well as temperature (Bargmann et al, 1993; Kuhara et
al, 2008). How does C. elegans distinguish these qualitatively different signals
within a sensory neuron? Similar to thermal signal, olfactory signal is
transduced through G protein signaling and cGMP-gated channels in AWC,
and is further transmitted to AIY through EAT-4 dependent glutamatergic
neurotransmission (Chalasani et al, 2007; Coburn & Bargmann, 1996; L'Etoile &
Bargmann, 2000; Roayaie et al, 1998). Intriguingly, olfactory signal from AWC
inhibits AIY upon reception of glutamate signal by GLC-3/GluCl (Chalasani et
al, 2007), whereas, as shown in this study, thermal signal from AWC stimulates
ALY through putative glutamate receptors other than GLC-3/GluCl. Hence, our
results demonstrated that segregation of different sensory signals such as
olfactory and thermosensory signals is mediated through not only distinct
signal transductions in a sensory neuron, but also discrete neurotransmissions

in downstream neural circuits.

We demonstrated one of the simplest neural circuits consisting of two different

sensory neurons and a single postsynaptic interneuron, where AFD and AWC
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sensory neurons utilize the same EAT-4/VGLUT dependent glutamatergic
neurotransmission to inhibit or stimulate the postsynaptic neuron AIY,
respectively. The balance between inhibition and stimulation of the AIY activity
significantly —affected thermotactic behavior. Strong EAT-4 dependent
glutamatergic transmission from AFD enhanced the tendency for animals to
migrate toward colder temperature than the cultivation temperature, while
weak EAT-4 dependent transmission from AFD relative to AWC weakened the
tendency to migrate colder temperature and rather strengthened the tendency
to migrate toward warmer temperature than the cultivation temperature. Thus,
two synaptic transmissions encoding opposite information flows regulate
neural activities to generate various behavioral outputs. Recently, from the
network theory perspective, it was proposed that elucidation of information
processing in simple network motifs reveal information processing in neural
network of vertebrates (Milo et al, 2002). Studies on synaptic transmission in the
simple neural circuit consisting of AFD, AWC, and AIY should shed light onto

information processing underlying vertebrate intertwined neural networks.

39



40



Materials and methods

Strains and genetics

The techniques used for culturing and handling C. elegans were essentially as
described by Brenner (1974). We used the following strains: wild-type C. elegans
variety Bristol strain (N2), IK604 eat-4(ky5) III, IK600 eat-4(nj2) III, IK602
eat-4(nj6) 111, KP4 glr-1(n2461) 111, IK703 avr-14(ad1302) 1, IK708 glc-3(0k321) V,
IK732 mgl-1(tm1811) X, IK712 mgl-2(tm355) 1, IK706 mgl-3(tm1766) 1V, 1K726
mgl-2(tm355) 1, mgl-1(tm1811) X, IK728 mgl-3(tm1766) IV; mgl-1(tm1811) X, IK724
mgl-2(tm355) I, mgl-3(tm1766) 1V, 1IK736 mgl-2(tm355) I, mgl-3(tm1766) 1V;
mgl-1(tm1811) X, CB1265 unc-104(e1265) 1I, IK589 ttx-7(nj50) 1, IK597
gcy-23(nj37) gey-8(oy44) gey-18(nj38) 1V, MT3644 odr-3(n1605) V, IK839 eat-16(nj8)
I, IK813 gcy-23(nj37) gcy-8(oy44) gcy-18(nj38) 1V; glc-3(0k321) V, IK815
glc-3(0k321) odr-3(n1605) V, IK840 eat-16(nj8) I, glc-3(0k321) V, IK818 eat-4(ky5);
Ex[gcy-8p::eat-4 cDNA, glr-3p::eat-4 cDNA, ges-1p::NLS-GFP] designated as eat-4
(AFD+,RIA+), 1K819 eat-4(ky5); Ex[odr-3p:eat-4 cDNA, glr-3p::eat-4 cDNA,
ges-1p::NLS-GFP] designated as eat-4 (AWC+,RIA+), IK820 eat-4 (AFD+,RIA+) 1IL;
glc-3(0k321) V, IK822 eat-4 (AWCH, RIA+) III; glc-3(0k321) V, and many transgenic
strains derived from them. eat-4(nj2) and eat-4(nj6) were isolated in genetic
screens as described by Okochi et al, (2005). The isolated eat-4 mutants were

outcrossed to wild-type animals more than six times before the analyses.
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The individual TTX assay

The individual thermotaxis (TTX) assay was performed using a 9-cm agar plate
and a vial containing frozen acetic acid, as described by Mori and Ohshima
(1995) and Mohri et al, (2005). The L4 larvae (12-24 animals per 6-cm plate) were
cultured with food (E. coli strain OP50) at 20°C for 8-16 hours under uncrowded
condition. In this study, we used a 45-ml glass vial (Wheaton) for creating the
radial temperature gradient on the assay plate, where fully matured, actively
egg-laying adult animals were allowed to move freely for 60 minutes. The
results of the assays were calculated as the percentages of animals showing

isothermal tracking (IT).

The thermotaxis assay on a radial thermal gradient shown in Figure5A and 13
was performed as the individual TTX assay with some modification. The L4
larvae were cultured with food (E. coli strain OP50) at the designated
temperature (17°C, 20°C, or 23°C). The results of thermotaxis assays were
calculated as the percentages of animals that migrated to their cultivation

temperature.

The population TTX assay

The population TTX assay was performed as previously reported (Ito et al,
2006). Equipment for establishing the linear thermal gradient was used as
essentially described by Hedgecock and Russell (1975). A stable, linear thermal

gradient was established on a 60-cm long aluminum platform, one end of which
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was placed in a water bath at 5°C and the opposite end in a water bath at 35°C.
TTX plate (13.5 cmx6 cm, 1.8 cm height) containing 10 ml of TTX medium (3g/1
NaCl, 20g/l Bacto Agar, 25mM KPOs) with 2% agar was placed on the
aluminum platform such that temperature gradient could be established along
the agar surface of 13.5cm long. The extra space between the bottom of the TTX
plate and the aluminum platform was filled with water to increase thermal
conductivity as much as possible. The center of the 13.5 cm long-agar surface in
TTX plate was adjusted at 20°C and the TTX plate was maintained for 15 min
before a linear thermal gradient ranging from approximately 17°C to 23°C was
established on the agar surface. Uncrowded and well-fed animals were used for
the TTX assay. A single adult animal was placed on a 6-cm plate containing 14
ml of nematode growth medium (NGM) with 2% agar, on which E. coli OP50
was seeded; the animal and its progeny were cultured at respective temperature.
The animals were collected with 1ml of NG buffer (0. 3% NaCl, 1 mM CaCl, 1
mM MgS0O., 25 mM potassium phosphate, pH 6.0) kept at 20°C and were
washed twice with NG buffer at 20°C. Approximately 50-200 animals were
placed at the center of the TTX plate. Excess water surrounding the animals was
removed with tissue paper. After 60 minutes, the animals were immobilized by
placing TTX plates at 4°C over night, and the animals in each of the eight
regions were scored (Figure 2A). The TTX index was calculated as shown in

Figure 2C.
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Counting bends

Counting bends was performed as described by Segalat et al. (1995). Animals
cultured with OP50 at 20°C were analyzed at room temperature (about 22 to
24°C) on 6cm agar plates (2% agar, ImM CaCl;, ImM MgSOs, 25mM pH 6.0
potassium phosphate) containing OP50. Two minutes after transfer to agar

plates, the number of body bends was counted for one minute.

Molecular Biology

The eat-4 genomic fragment including 2.4 kb or 5.5 kb of the promoter region
and 2 kb of the downstream region was amplified by PCR from N2 genome.
The full length eat-4::¢fp translational fusion gene fragment, which was amplified
by PCR from N2 genome and pPD95.75, contains 5.5 kb fragment upstream of
eat-4 gene, eat-4 gene (4.5 kb) including all exons and introns, gfp (0.9 kb), and 2

kb fragment downstream of eat-4 gene.

For cell-specific rescue experiments, cell-specific promoter::eat-4 cDNA construct,
cell-specific promoter::avr-14 cDNA constructs, cell-specific promoter::mgl-3 cDNA
construct, and cell-specific promoter::glc-3 cDNA construct were generated. eat-4
cDNA was PCR-amplified by using tagged primers from yk32h2 EST clone that
contains eat-4 cDNA lacking initial 7 bp, and was cloned into pPD49.26 to
generate pNRS8. One type of avr-14 cDNAs (avr-14a cDNA)were PCR-amplified
by using tagged primers from yk1522g07 EST clone that contains full-length

avr-14a cDNA with putative sixth intron, and was cloned into pPD49.26 to
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generate pNR57. The other type of avr-14 cDNAs (avr-14b cDNA) were
PCR-amplified by using tagged primers from yk1522g07 EST clone and
yk1592d04 EST clone that contains aur-14b cDNA lacking three exons, and was
cloned into pPD49.26 to generate pNR59. mgl-3 cDNA was made artificially in
accordance with putative mgl-3 cDNA shown in the C. elegans genome database
by GenScript Corporation, USA, and was cloned into pPD49.26 to generate
PNR94. glc-3 cDNA was PCR-amplified from yk1649c11 EST clone that contains
full-length glc-3 cDNA, and was cloned into pPD49.26 to generate pNR56. The
resultant plasmids were confirmed to contain the intact cDNA by sequencing.
All plasmids used for cell-specific rescue experiments were generated by
inserting cell-specific promoter fragments into pNR8, pNR57, pNR59, pNR94 or
PNR56. All cell-specific promoter constructs were previously generated by PCR
to contain only non-coding region. Before conducting the rescue experiments,
expression patterns of cell-specific promoter::gfp constructs were verified by
examining GFP fluorescence. Cell-specific promoters are 0.7 kb of gcy-8p for
AFD, 2.3 kb of odr-3p for AWC which also induces expression slightly in AWB,
0.8 kb of ttx-3p for ALY, 1.9 kb of glr-3p for RIA, 1.4 kb of lin-11p for AIZ which
also induces expression in ADF, AV], AVH, AVG, ADL and RIC, 2.1 kb of osm-6p
for sensory neurons, 5.3 kb of glr-Ip for motor and command neurons, and 1.4

kb of unc-14p for all neurons.
For calcium imaging of AIY, ttx-3p:yc3.60 construct was generated. yellow
cameleon 3.60 was amplified from YC3.60/pcDNA3 (Nagai et al, 2004) and

cloned into pPD49.26 to generate pNR46. ttx-3p fragment was inserted into
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PNR46 to generate ttx-3p::yc3.60 (pNR86). The resultant plasmid was confirmed

to contain the intact ttx-3p::yc3.60 by sequencing.

Transgenic animals

Germline transformation was performed by co-injecting experimental DNA
(0.2-100 ng/ul) and an injection marker pKDK66 ges-1p::NLS-GFP (50 ng/ul) or
PNAS88 ges-1p::NLS TagRFP (50 ng/ul) into the gonad (Mello et al, 1991).
Multiple independent transgenic lines were established for each experimental
DNA. For comparison of phenotypes on different genetic backgrounds,

transgenic arrays were transferred by intercrossing.

In vivo calcium imaging and data analysis

In vivo calcium imaging was performed essentially according to previous
reports with some modifications (Kimura et al, 2004; Kuhara et al, 2008). After
cultivated at 20°C, well-fed animals expressing ttx-3p::yc3.60 were glued onto a
1.5% agar pad on glass, immersed in M9 buffer, and covered by cover glass. The
agar pad and M9 buffer were kept at the initial imaging temperature. Sample
preparation was completed within 2 min. The sample was then placed onto a
peltier-based thermocontroller (Tokai Hit, Japan) on the stage of an Olympus
BX61WTI at the initial imaging temperature for 2 min, and fluorescence was
introduced into a Dual-View (Molecular devices, USA) optics systems. Cyan

fluorescent protein (CFP; F480) and yellow fluorescent protein (YFP; F535)
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images were simultaneously captured by an EM-CCD camera C9100-13
ImagEM (Hamamatsu Photonics). Images were taken with a 500-ms exposure
time with 2x2 binning. The temperature on the agar pad was monitored by a
thermometer system, DCM-20 (Tokai Hit and Hamamatsu Photonics). For each
imaging experiment, fluorescence intensities of F535 and F480 were measured
using MetaMorph imaging analysis system (Molecular Device). Since a
computer regulates all the recorded images and the outcome of the analysis,
any intention of a researcher should be excluded. Relative increases or
decreases in the intracellular calcium concentration were measured as increases
or decreases in the YFP/CFP fluorescence ratio of the cameleon protein (Ratio

Change).

Oligonucleotide primers and usage of them
For detection of eat-4(nj2) mutation by PCR
nri005: GCTTGTCAGAAGACAAGTGC
nri017: ACAAAAAATCTCAAAAGAAACTCACTTGGCGAGTGGAGCT
PCR extension time: 40sec

To detect nj2 mutation, digest PCR fragments with Sacl.

For detection of eat-4(nj6) mutation by PCR
nri019: TCACTTTACTGGAGTCACTTTTTATGCTGTCTATGCCTGC
nri021: TTTACCTGGAGCCGCCTGAG

PCR extension time: 40sec
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To detect nj6 mutation, digest PCR fragments with Pstl.

For detection of eat-4(ky5) mutation by PCR
nri005: GCTTGTCAGAAGACAAGTGC
nri006: CGATGCAATTTCGGTGCAGC
nri014: GTTATCTTGACCGGAGAACC
PCR extension time: 60sec
Two amount of nri014 (10uM), one amount of nri005 and nri006 (5uM) are

mixed and used for PCR.

For detection of avr-14(ad1302) mutation by PCR
nri099: TTCGAGAAGTTGGCAAGTCG
nril00: TGAATCGGCAGGITCAGGAG

PCR extension time: 40sec

To detect ad1302 mutation, digest PCR fragments with Xbal.

For detection of glc-3(0k321) mutation by PCR
nri097: TCAAAATACAGGGGTAGGCG
nri098: ACAATTCCTGGAACTCACGG

PCR extension time: 180sec
For detection of mgl-1(tm1811) mutation by PCR
nril07: CATCATCTGGACATATCGCT

nril08: AATGCACCGAGGCTGAATTA
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PCR extension time: 150sec

For detection of mgl-2(tm355) mutation by PCR
nril05: ACATAGCCTTCAAGCCGAGA
nril06: GGATTGGATCTGATGGATGG

PCR extension time: 40sec

For detection of mgl-3(tm1766) mutation by PCR
nri091: TGCTGGAAGTCAAGTCAGTG
nri092: CCACCAGACAACCTGCAAGC
nri093: CCACAACAGTGGAATGCGAC
PCR extension time: 180sec
Two amount of nri093 (10uM), one amount of nri091 and nri092 (5uM) are

mixed and used for PCR.

Statistics

All error bars in the Figures indicate standard error of mean (SEM). Results of
behavioral experiments were treated as parametric data. The statistical analysis
for all behavioral experiments was performed by one-way analysis of variance
(ANOVA) for multiple comparisons. Comparisons between each result were
followed by post hoc Tukey-Kramer test, except for data sets including results
of “0 %”. Results of calcium imaging were treated as nonparametric data. The

statistical analysis for all calcium imaging was performed by Steel-Dwass tests.
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A single asterisk (*), double asterisk (**), and nonsignificant (n.s.) in the Figures

indicate p < 0.05, p <0.01, and p > 0.05, respectively.
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Figure 1. Individual TTX assay

(A) Procedures for individual TTX assay. A stable radial thermal gradient with 17°C at
the center and 25 C at the periphery (9cm-diameter) was established by using a glass
vial containing frozen acetic acid and keeping room temperature at 25°C. Adult animals
were individually placed on a radial thermal gradient (origin) and were allowed to
move freely for 60 minutes.

(B) Thermotaxis tracks of wild-type animals after cultivation at 23'C, 20°'C, and 17’'C on a
radial thermal gradient. Most wild-type animals migrated to their cultivation
temperature and moved isothermally on a radial thermal gradient.
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Figure 2. Population TTX assay
(A) Procedures for population TTX assay. A stable linear thermal gradient from 17°C to
23°C (13.5cm) was established on a 60-cm long aluminum platform, one end of which was
placed in a water bath at 5'C and the opposite end in a water bath at 35°C. About 50-200
animals were placed on the agar surface of 20°C (origin) and allowed to move freely for 60
minutes. The steepness of the temperature gradient was stably kept at 0.45 C/cm.
(B) Thermotaxis tracks of wild-type animals after cultivation at 23°C,20°C, and 17Con a
linear thermal gradient. Most wild-type animals migrated to their cultivation temperature
(white dots).
(C) The thermotactic behavior was quantified as TTX index. Red bars, yellow bars, and
blue bars represent TTX indices of animals cultivated at 23°C, 20'C, and 17°C, respectively.
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Figure 3. The neural circuit model for thermotaxis

Temperature is sensed by AFD and AWC sensory neurons, thermal information
from AFD and AWC is conveyed to AIY interneuron, and the subsequent neural
information from AIY is further conveyed to AIZ and RIA interneuron. Black
arrows between neurons represent chemical synapses.
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Figure 4. Temperature sensing signal transduction in thermosensory neurons

(A) The model of signal transduction in AFD. Three guanylyl cyclases, GCY-8, GCY-18
and GCY-23 redundantly produce cGMP, and TAX-2/TAX-4 cGMP-dependent cation
channel increase internal calcium concentration.

(B) The model of signal transduction in AWC. ODR-1 guanylyl cyclase produces cGMP
through activation of ODR-3 G-alpha, and TAX-2/TAX-4 increases internal calcium
concentration. This G protein coupled signaling is suppressed by EAT-16 RGS.

63



23°C-cultivated 20°C-cultivated 17°C-cultivated
100 100; 100
80 O O 80 =
40 il m X 40 S 40| -
20 20 20 x
0 {%} {}‘ 0 zz- ** é% 0 FEI ﬁE
¢ ¢ L » ¢ QI L O ¢ Q4 O O
XS b‘@o’ R N\ b@" K XS ‘&\\6
& & & & N e
s e ¢

20°C-cultivated

80
60[
=
§40
20[
* % *%* * %
0
¢ 9 o ©
~\€>\\XQ A lx@
N\ &

Figure 5. Thermotaxis defects of 152, nj6, and eat-4(ky5) mutants in the individual
TTX assay.

(A) Fraction of animals that migrated to their cultivation temperature after cultivated
at 23°C (red), 20°C (yellow) , or 17°C (blue). n > 60 animals for each genotype. Error bar
indicates SEM. Double asterisk at 23" C-cultivated and 17°C-cultivated both indicate p <
0.01 in post hoc Tukey-Kramer test for a comparison with wild-type animals. Double
asterisk at 20'C-cultivated indicates p < 0.01 in ANOVA for a comparison with wild-
type animals.

(B) Fraction of animals that moved isothermally after cultivated at 20°C. n = 60 animals
for both strains. Error bar indicates SEM. Double asterisk indicates p <0.01 in ANOVA
for a comparison with wild-type animals.
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Figure 6. Thermotaxis tracks of 1j2, nj6, and eat-4(ky5) mutants on a radial
thermal gradient.
All mutants moved randomly after cultivated at 23°C, 20°C, or 17°C.
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Figure 7. The result of genetic mapping of nj2 and nj6 mutations.

(A) nj2 and nj6 mutations were mapped to the region including eat-4 gene by multi-
factor crosses. The thermotaxis defects of 17j2 and #j6 mutants were restored by
introducing eat-4 gene.

(B) Thermotaxis tracks of 12 and nj6 transgenic mutants carrying eat-4 gene fragment
after cultivated at 20°C. These transgenic mutants moved isothermally on a radial
thermal gradient.
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Figure 8. Comparison of sequences of EAT-4 and VGLUTs in other species.
Black and gray boxes highlight identical and similar residues, respectively. Gray
bars are putative transmembrane segments predicted in the previous report (Ni
et al, 1994). Single arrows indicate the mutation sites of 71j2 and nj6. Deletion of
ky5 is indicated by a double-headed arrow.
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Figure 9. Function of EAT-4.
EAT-4 is a C. elegans homolog of mammalian vesicular glutamate transporter
(VGLUT) that concentrates glutamate into synaptic vesicles.
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Figure 10. Thermotaxis defects of eat-4(ky5) mutants in the population TTX assay.
(A) Distributions of wild-type animals and eat-4(ky5) mutants cultivated at 23°'C,
20°C, and 17°C in the population thermotaxis assay.

(B) TTX indices of wild-type animals and eat-4(ky5) mutants. Red bars, yellow bars,
and blue bars represent TTX indices of animals cultivated at 23°C, 20°'C, and 17°C,
respectively. n =3 or more assays. Error bar indicates SEM. Double asterisk indicates
p <0.01 in post hoc Tukey-Kramer tests for a comparison with wild-type animals.
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Figure 11. Assay for motor activity of eat-4(ky5) mutants.

(A) Bend counts per minute of wild-type animals and eat-4(ky5) mutants. n = 10 animals
for each genotype. Error bar indicates SEM. p > 0.05 in post hoc Tukey-Kramer test.

(B) Distribution of wild-type animals and eat-4(ky5) mutants on TTX plates without the
temperature gradient. Animals cultivated at 20°C were placed at the center line of the
plate and left for 60 min (top). n =3 or more assays. Error bar indicates SEM.
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Figure 12. Distribution of wild-type animals and eat-4(ky5) mutants on the linear
temperature gradient after placed at different points from 20°C.

Animals cultivated at 20°C were placed at the lower temperature point (A) or higher
temperature point (B) than 20°C and left for 60 min (top). Most of wild-type migrated
around 20°C. eat-4(ky5) showed a greater tendency to move in the opposing direction
from 20°C than wild-type. n = 3 or more assays. Error bar indicates SEM.
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Figure 13. Analysis for activities of two eat-4 promoters by the individual TTX assay.
Fraction of wild-type animals and eat-4 transgenic mutants containing genomic eat-4
gene or eat-4::¢fp that migrated to their cultivation temperature after cultivated at 20°'C
in the individual TTX assay. n > 60 animals for each genotype. Error bar indicates SEM.
Double asterisk indicates p < 0.01 in post hoc Tukey-Kramer tests for a comparison with
wild-type animals.
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Figure 14. Expression pattern of EAT-4.

D

Temperature
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Thermotaxis

(A) The full length eat-4::¢fp fusion gene with 5.5kb of promoter region.

(B, C) The expression of full length eat-4::¢fp in the head of wild-type animals (B), and of
unc-104(e1265) mutants (C). Anterior is to the left and dorsal is up (top). (B) Fluorescence
was observed in nerve ring and cell body of many neurons including AFD, AWC (left
panel), RIA (top right panel), and AIZ neurons (bottom right panel) in wild-type. (C)
Fluorescence was not observed in nerve ring but in cell body of many neurons including

AFD, AWC in unc-104(e1265) mutants.

(D) Neurons expressing the full length eat-4::¢fp in the thermotaxis neural circuit are

colored green.
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Figure 15. Cell-specific rescue experiments of eat-4(ky5) mutants in the
individual TTX assay.

Rescue experiments for defective isothermal tracking (IT behavior) of eat-4(ky5)
mutants by introducing cell-specific promoters::eat-4 cDNA at 5ng/ul. Gray bars
represent fraction of animals that moved isothermally. n = 58 or more animals.
Error bar indicates SEM. Single and double asterisk indicate p <0.05 and 0.01,
respectively, in ANOVA for a comparison with eat-4(ky5) mutants.
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Figure 16. Cell-specific rescue experiments of eat-4(ky5) mutants in the
population TTX assay.

Rescue experiments for defective migration to cultivation temperature of eat-
4(ky5) mutants by introducing individual cell-specific promoters::eat-4 cDNA at
5ng/ul. Red bars, yellow bars, and blue bars represent TTX indices of animals
cultivated at 23°C, 20°C, and 17°C, respectively. n = 3 or more assays. Error bar
indicates SEM. Single asterisk and double asteris indicate p <0.05 and p <0.01
respectively in post hoc Tukey-Kramer tests for a comparison with eat-4(ky5)
mutants.
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Figure 17. Rescue experiments of eat-4(ky5) mutants with simultaneous
expression of EAT-4 in AFD, AWC, and RIA in the population TTX assay.

Rescue experiments for defective migration to cultivation temperature of eat-4(ky5)
mutants by introducing AFDp::eat-4 cDNA, AWCp::eat-4 cDNA, and RIAp::eat-4

cDNA simultaneously at several doses. n =3 or more assays. Error bar indicates SEM.
Single asterisk, double asterisk, and n.s. indicate p <0.05, p <0.01, and p >0.05
respectively, in post hoc Tukey-Kramer tests for a comparison of each genotype.
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Figure 18. Radius of isothermal tracks of eat-4 transgenic animals on the individual
TTX assay plates and the population thermotaxis assays of transgenic animals
containing AIYp::yc3.60 after cultivated at 23°C.

(A) We measured radius of isothermal tracks of animals that moved isothermally as
shown in Figure 15. Radius of all eat-4 transgenic mutants showing normal fraction of
isothermal tracks did not differ from that of wild-type animals (p > 0.05 in post hoc
Tukey-Kramer test). n = 3 assays. Error bar indicates SEM.

(B) AlYp::yc3.60 did not affect the normal thermotaxis of wild-type (p > 0.05 in post
hoc Tukey-Kramer test). n = 3 assays. Error bar indicates SEM.
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Figure 19. The population thermotaxis assay of eat-4 transgenic mutants
carrying genetically abnormal function in RIA.

eat-4 (AFD+) represents the transgenic eat-4(ky5) mutants expressing EAT-4 in
AFD. Thermotactic defect of ttx-7(nj50) mutants completely masked the defect of
eat-4 (AFD+). n = 3 or more assays. Error bar indicates SEM. Double asterisk and
n.s. indicate p <0.01 and p > 0.05, respectively, in post hoc Tukey-Kramer tests for
a comparison of each genotype.
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Figure 20. Schematic structure of cameleon YC3.60.
The color of fluorescence emitted by cameleon changes from cyan to yellow with
fluorescence resonance energy transfer (FRET) which is mediated by the binding

of Ca?" to cameleon.
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Figure 21. in vivo calcium imaging of AIY according to warming in eat-4(ky5) mutants and
the eat-4(ky5) transgenic animals after cultivated at 20°C.

(A) The intracellular calcium concentration change was measured as the YFP/CFP
fluorescence change (Ratio change) of cameleon (yc3.6). eat-4 (AWC+, RIA+), eat-4 (AFD+,
RIA+), and eat-4 (RIA+) represent the transgenic eat-4(ky5) mutants expressing EAT-4 in
AWC and RIA but not in AFD, in AFD and RIA but not in AWC, and in RIA but not in AFD
and AWC, respectively (top). Response curves represent the average of Ratio change
according to temperature change. Temperature change along time is shown at the bottom of
the response curve. 0s is the time starting temperature change from 17°C to 23'C (bottom).

(B, C) The average of Ratio changes to temperature stimuli at 45s (B) and at 90s (C) regarding
the results shown in Figure 21A. The color of bars in the graphs corresponds to the color of
response curves described in Figure 21A. n = 18 or more animals. Error bar indicates SEM.
Single asterisk, double asterisk, and n.s. indicate p <0.05, p <0.01, and p > 0.05, respectively,
in Steel-Dwass tests for a comparison of each genotype.
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Figure 22. long-term in vivo calcium imaging of AIY in 20°C-cultivated wild-type animals
(A) Ratio change of yc3.6 in AIY of wild-type animals in response to warming. By providing
same temperature change as shown in Figure 21, we monitored ratio change until 900s. After
the temperature change from 17°C to 23°C, FRET ratios continued to decrease gradually. n =
11 animals. Error bar indicates SEM.

(B) Change of fluorescence intensities of YFP (yellow) and CFP (blue) in yc3.6 from 240s to
600s in Figure 22A. We set the average intensities of YFP and CFP at 240s as 100%.
Fluorescence intensities of YFP decrease faster than that of CFP. n =7 animals. Error bar
indicates SEM.
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Figure 23. in vivo calcium imaging of AIY in 20°C-cultivated eat-4(ky5) transgenic animals
(A) Ratio change of yc3.6 in ALY of eat-4 transgenic animals in response to temperature
change. eat-4 (AFD+, RIA+) and eat-4 (AFD+) represent the transgenic eat-4(ky5) mutants
expressing EAT-4 in both AFD and RIA, and in AFD but not in RIA, respectively (top).

(B) The average of Ratio changes to temperature stimuli at 90s concerning the results shown
in Figure 23A. The color of bars in the graphs corresponds to the color of response curves
described in Figure 23A. n =15 animals. Error bar indicates SEM. Single asterisk and n.s.
indicate p <0.05 and p > 0.05, respectively, in Steel-Dwass tests for a comparison of each

genotype.
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Figure 24. in vivo calcium imaging of AIY in 17°C- and 23°C-cultivated eat-4(ky5) transgenic
animals shown in Figure 21.

(A) Ratio change of yc3.6 in ALY of 17°C-cultivated animals in response to warming.

(B) The average of Ratio changes to temperature stimuli at 90s concerning the results shown in
Figure 23A.

(C) Ratio change of yc3.6 in AIY of 23’ C-cultivated animals in response to warming.

(D) The average of Ratio changes to temperature stimuli at 90s concerning the results shown
in Figure 24C.

(A, B, C, D) n=21 or more animals. Error bar indicates SEM. Double asterisk and n.s. indicate
p <0.01 and p >0.05, respectively, in Steel-Dwass tests for a comparison of each genotype.
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Figure 25. in vivo calcium imaging of AlY according to cooling in eat-4(ky5) mutants and the
eat-4(ky5) transgenic animals after cultivated at 20°C.

(A) Ratio change of yc3.6 in AlY in response to temperature change from 23°C to 17°C.

(B) The average of Ratio changes to temperature stimuli at 120s for the results shown in Figure 23. n
= 18 or more animals. Error bar indicates SEM. Single asterisk, double asterisk, and n.s. indicate p <
0.05, p <0.01, and p > 0.05, respectively, in Steel-Dwass tests for a comparison of each genotype.
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Figure 26. in vivo calcium imaging of AIY according to warming in 20°C-cultivated eat-
4(ky5) transgenic animals expressing EAT-4 in AFD, AWC and RIA.

The average of Ratio changes of eat-4(ky5) expressing EAT-4 in AFD, AWC and RIA
simultaneously by introducing several doses of AFDp::eat-4 cDNA with 5ng/ul of AWCp::eat-
4 cDNA and RIAp::eat-4 cDNA at 90s. n = 18 or more animals. Error bar indicates SEM. Single
asterisk, double asterisk, and n.s. indicate p < 0.05, p <0.01, and p > 0.05, respectively, in
Steel-Dwass tests for a comparison of each genotype.
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Figure 27. The population TTX assay of glr-1, glc-3, and avr-14 mutants.

Red bars, yellow bars, and blue bars represent TTX indices of animals cultivated
at 23'C, 20°'C, and 17°C, respectively. n = 3 or more assays. Error bar indicates SEM.
Single asterisk and double asteris indicate p < 0.05 and p < 0.01 respectively in post
hoc Tukey-Kramer tests for a comparison with wild type animals.
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Figure 28. The population TTX assay of mGluR mutants.

TTX indices of mgl-1, mgl-2, and mgl-3 mutants, and these double or triple mutants
cultivated at 23°C, 20°C, and 17°C. n = 3 or more assays. Error bar indicates SEM.
Single asterisk and double asteris indicate p <0.05 and p <0.01 respectively in post
hoc Tukey-Kramer tests for a comparison with wild type animals.
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Figure 29. Cell-specific rescue experiments of avr-14(ad1302) mutants in the
population TTX assay.

Rescue experiments for cryophilic movement of 23° C-cultivated avr-14(ad1302)
mutants by introducing cell-specific promoters::eat-4 cDNAs at several doses.
Red bars represent TTX indices of animals. n =3 or more assays. Error bar
indicates SEM. Double asteris indicate p < 0.01 in post hoc Tukey-Kramer tests
for a comparison with avr-14(ad1302) mutants.
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Figure 30. Cell-specific rescue experiments of mgl-2(tm355); mgl-3(tm1766);
mgl-1(tm1811) triple mutants in the population TTX assay.

Rescue experiments for cryophilic movement of 23" C-cultivated mgl triple
mutants by introducing cell-specific promoters::mgl-3 cDNAs at 5ng/ul. Red bars
represent TTX indices of animals. n = 3 or more assays. Error bar indicates SEM.
Double asteris indicate p < 0.01 in post hoc Tukey-Kramer tests for a
comparison with mgl-2(tm355); mgl-3(tm1766); mgl-1(tm1811) triple mutants.
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Figure 31. Cell-specific rescue experiments of glc-3(0k321) mutants in the
population TTX assay.

Rescue experiments for thermophilic movement of glc-3(0k321) mutants by
introducing cell-specific promoters::glc-3 cDNAs at 5ng/ul. Red bars, yellow bars,
and blue bars represent TTX indices of animals cultivated at 23°C, 20°C, and
17°C, respectivel. n = 3 or more assays. Error bar indicates SEM. Double asteris
indicate p <0.01 in post hoc Tukey-Kramer tests for a comparison with glc-
3(0k321) mutants.
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Figure 32. in vivo calcium imaging of AIY in 20°C-cultivated glc-3(0k321)
mutants and the glc-3(0k321) transgenic animals.

(A) Ratio change of yc3.6 in AIY according to temperature change. glc-3 (AIY+)
represents the transgenic glc-3(0k321) mutants expressing GCL-3 in AIY. (B) The
average of Ratio changes to temperature stimuli at 90s regarding the results
shown in Figure 31A. n = 24 or more animals. Error bar indicates SEM. Double
asterisk and n.s. indicates p < 0.01 and p > 0.05, respectively, in Steel-Dwass
tests for a comparison with wild-type animals.
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Figure 33. Analysis of genetic epistasis between glc-3 and AFD-defective mutants.
The population thermotaxis assays of AFD defective mutants, and glc-3 mutants in
the background of abnormal neural signaling in AFD. n =3 or more assays. Error
bar indicates SEM. Single asterisk, double asterisk and n.s. indicate p < 0.05, p < 0.01,
and p > 0.05, respectively, in post hoc Tukey-Kramer tests for a comparison of each

genotype.
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Figure 34. Analysis of genetic epistasis between glc-3 and AWC-defective mutants.
The population thermotaxis assays of AWC defective mutants, and glc-3 mutants in
the background of abnormal neural signaling in AWC. n = 3 or more assays. Error
bar indicates SEM. Single asterisk, double asterisk and n.s. indicate p < 0.05, p <0.01,
and p > 0.05, respectively, in post hoc Tukey-Kramer tests for a comparison of each

genotype.
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Figure 35. Effect of AFD or AWC defect on activity of AIY in glc-3(0k321) mutants.

(A, B) in vivo calcium imaging of ALY in eat-4 (AWC+ RIA+); glc-3 and each single mutants.
(A) Ratio change of yc3.6 in AIY according to temperature change. (B) The average of Ratio
changes to temperature stimuli at 90s regarding the results shown in Figure 35A.

(C, D) in vivo calcium imaging of AlY in eat-4 (AFD+ ,RIA+); glc-3 and each single mutants.
(C) Ratio change of yc3.6 in AIY according to temperature change. (D) The average of Ratio
changes to temperature stimuli at 90s regarding the results shown in Figure 35C.

(A, B, C, D) n =22 or more animals. Error bar indicates SEM. Single asterisk, double asterisk
and n.s. indicate p <0.05, p <0.01, and p > 0.05, respectively, in post hoc Tukey-Kramer tests
for a comparison of each genotype.
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Figure 36. A model for glutamatergic neurotransmission in the thermotaxis

neural circuit.

AFD, AWC, and RIA release glutamate in EAT-4 dependent manner (green).
GLC-3 acts in ALY (orange). EAT-4 dependent glutamate signals from AFD
inhibit the activity of AIY through activation of GLC-3 inhibitory glutamate
receptors, and induce eventual migration to colder side (blue). By contrast,
EAT-4 dependent glutamate signals from AWC stimulate the activity of ALY,
and induce eventual migration to warmer side (red).
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Figure 37. Postsynaptic neurons of RIA.

(A) Schematic structure of RIA interneurons. RIA has a single neurite. All dots
represent presynapses in the neurite of RIA. Of those, red dots represent
presynapses connecting to SMD or RIA head motor neurons.

(B) Percentages of precynapses connecting to each neurons in RIA.
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lonotropic (channel)

...................................................................................................................................................
...................................................................................................................................................

...................................................................................................................................................

metabotropic mgl-1 mgl-2 mgl-3

Table 1. Glutamate receptors in C. elegans.
Four classes of glutamate receptors are predicted in C. elegans.
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Appendix

pNRS (eat-4 cDNA)

ATGACCATGATTACGCCAAGCTTGCATGCCTGCAGGTCGACTCTAGAGGATCCCCOGGATTGGCCAAAGGACCCAAAGGT
TACTGGTACTAATGCGGTTCGAACGTACGGACGTCCAGCTGAGATCTCCTAGGGGCCCTAACCGGTTTCCTGGGTTTCCA

99 loe 110 120 130 140 150 16
ATGTTTCGAATGATACTAACATAACATAGAACATTTTCAGGAGGACCCTTGGLTAGCGTCGACGGTACCAGAAACCATGT
TACAAAGCTTACTATGATTGTATTGTATCTTGTAAAAGTCCTCCTGGGAACCGATCGCAGCTGCCATGGTCTTTGGTACA

>

17@ 186 190 208 210 220 230 248
CGTCATGGAACGAGGCTTGGGATCGTGGCAAACAAATGGTTGGAGAGCCACTCGCCAAAATGACTGCAGCAGCTGCATCT
GCAGTACCTTGCTCCGAACCCTAGCACCGTTTGTTTACCAACCTCTCGGTGAGCGGTTTTACTGACGTCGTCGACGTAGA
GENE=EAT-4CDNA >

250 266 276 286 290 EL] 3le 328
GCAACTGGTGCAGCACCCCCACAGCAAATGCAAGAAGAAGGAAACGAAAACCCGATGCAAATGCATTCAAACAAAGTGCT
CGTTGACCACGTCGTGGGGGTGTCGTTTACGTTCTTCTTCCTTTGCTTTTGGGCTACGT TTACGTAAGTTTGTTTCACGA

GENE=EAT-4CDNA >

330 340 350 366 370 380 390 da9
TCAAGTTATGGAGCAAACTTGGATCGGAAAATGCCGAAAACGTTGGCTTCTAGCTATTCTTGCAAATATGGGATTCATGA
AGTTCAATACCTCGTTTGAACCTAGCCTTTTACGGCTTTTGCAACCGAAGATCGATAAGAACGTTTATACCCTAAGTACT

GENE=EAT-4CDNA >

430
TTTCATTTGGAATTCGATGCAATTTCGGTGCAGCCAAAACTCATATGTATAAAAATTATACAGATCCATACGGAAAAGTT
AMAGTAAACCTTAAGCTACGTTAAAGCCACGTCGGTTTTGAGTATACATATTTTTAATATGTCTAGGTATGCCTTTTCAA

GENE=EAT-4CDNA >

11308 1148 1150 1168 1178 1180 1198 1200
ATCTCCTTTTGCAAAATCAATTGACTTATATGAAGGAAGCATTGGGAATGAAGATCGCAGACTCCGGACTTCTTGCTGCA
TAGAGGAAAACGTTTTAGTTAACTGAATATACTTCCTTCGTAACCCTTACTTCTAGCGTCTGAGGCCTGAAGAACGALCGT

GENE=EAT-4CDNA >

1210 1228 1238 1248 1258 1260 1278 1280
ATCCCCCATTTGGTAATGGGATGCGTGGTCCTTATGGGTGGACAACTCGCTGATTATCTCCGATCCAACAAGATCCTTTC
TAGGGGGTAAACCATTACCCTACGCACCAGGAATACCCACCTGT TGAGCGACTAATAGAGGCTAGGTTGTTCTAGGAAAG

GENE=EAT-4CDNA >

1300 1318 1320 1330 1340 1358 1360
CACCACTGCCGTTCGGAAGATTTTCAATTGTGGTGGTTTTGGAGGAGAAGCTGCATTCATGCTAATTGTTGCATATACAA
GTGGTGACGGCAAGCCTTCTAAAAGTTAACACCACCAAAACCTCCTCTTCGACGTAAGTACGATTAACAACGTATATGTT

GENE=EAT-4CDNA >

13780 1386 13588 l4pe 1418 1420 1438 1440
CAAGTGATACAACTGCTATAATGGCATTGATTGCTGCTGTTGGAATGTCTGGATTTGCTATTTCTGGTTTCAACGTAAAT
GTTCACTATGTTGACGATATTACCGTAACTAACGACGACAACCTTACAGACCTAAACGATAAAGACCAAAGTTGCATTTA

GENE=EAT-4CDNA >

1458 1466 1478 14880 1498 1568 1518 1526
CATTTGGACATTGCTCCCCGTTATGCAGCCATCCTAATGGGATTCTCGAATGGAATCGGAACACTTGLCGGATTAACTTG
GTAAACCTGTAACGAGGGGCAATACGTCGGTAGGATTACCCTAAGAGCTTACCTTAGCCTTGTGAACGGCCTAATTGAAC

GENE=EAT-4CDNA >

1538 1548 1558 1560 1570 1580 15980 1600
CCCATTTGTGACTGAAGCATTCACTGCTCACTCGAAACACGGATGGACGAGTGTTTTCTTATTAGCCAGTCTTATTCACT
GGGTAAACACTGACTTCGTAAGTGACGAGTGAGCTTTGTGCCTACCTGCTCACAAAAGAATAATCGGTCAGAATAAGTGA

GENE=EAT-4CDNA >

4358 580 510 520 530 540 550 568
CATATGCATGAATTCAATTGGACAATAGATGAGCTTAGTGTCATGGAGAGTTCGTACTTTTACGGGTACTTAGTCACTCA
GTATACGTACTTAAGTTAACCTGTTATCTACTCGAATCACAGTACCTCTCAAGCATGAAAATGCCCATGAATCAGTGAGT

GENE=EAT-4CDNA >

048

GATTCCGGLTGGTTTTCTTGCTGCAAAGT TTCCACCAAACAAACTATTCGGATTTGGAATCGGAGTCGGAGCATTTTTGA
CTAAGGCCGACCAAAAGAACGACGTTTCAAAGGTGGTTTGTTTGATAAGCCTAAACCTTAGCCTCAGCCTCGTAAAAACT
GENE=EAT-4CDNA, >

650 660 670 680 690 7ee 710 720
ATATTCTCCTACCATATGGATTTAAAGTGAAAAGTGACTACCTTGTGGCTTTCATTCAAATTACTCAAGGGLCTTGTTCAG
TATAAGAGGATGGTATACCTAAATTTCACTTTTCACTGATGGAACACCGAAAGTAAGTTTAATGAGTTCCCGAACAAGTC

GENE=EAT-4CDNA, >

730 746 750 766 778 780 790 808
GGAGTTTGTTACCCTGCTATGCATGGTGTCTGGAGATATTGGGCCCCACCAATGGAAAGATCTAAACTAGCAACCACAGC
CCTCAAACAATGGGACGATACGTACCACAGACCTCTATAACCCGGGGTGGTTACCTTTCTAGATTTGATCGTTGGTGTCG

GENE=EAT-4CDNA >

888
ATTCACAGGATCATATGCTGGAGCTGTTCTCGGTCTACCTTTATCTGCTTTCTTGGTTTCATACGTCTCATGGGCTGCTC
TAAGTGTCCTAGTATACGACCTCGACAAGAGCCAGATGGAAATAGACGAAAGAACCAAAGTATGCAGAGTACCCGACGAG

GENE=EAT-4CDNA >

896 966 910 928 930 940 950 968
CATTTTATCTTTATGGAGTATGTGGTGTCATTTGGGCGATTCTTTGGTTCTGTGTCACTTTTGAGAAACCCGLGTTTCAT
GTAAAATAGAAATACCTCATACACCACAGTAAACCCGCTAAGAAACCAAGACACAGTGAAAACTCTTTGGGCGCAAAGTA

GENE=EAT-4CDNA >

leea lele 1020 1030 lode
CCGACCATATCGCAAGAAGAGAAAATATTTATCGAAGATGCAATTGGTCACGTCTCAAACACCCACCCAACGATCCGATC
GGCTGGTATAGCGTTCTTCTCTTTTATAAATAGCTTCTACGTTAACCAGTGCAGAGTTTGTGG6TGGGTTGCTAGGCTAG
GENE=EAT-4CDNA >

le5@ le6e le7e lege lege 1108 111e 1128
GATTCCATGGAAAGCAATTGTCACTTCAAAGCCTGTGTGGGCAATTATTGTTGCGAACTTTGCTCGAAGCTGGACTTTCT
CTAAGGTACCTTTCGTTAACAGTGAAGTTTCGGACACACCCGTTAATAACAACGCTTGAAACGAGCTTCGACCTGAAAGA

GENE=EAT-4CDNA >

99

1610 16208 1630 1640 1650 1660 1670 1680
TTACTGGAGTCACTTTTTATGCTGTCTATGCT TCCGGAGAACTTCAAGAATGGGCAGAACCAAAAGAGGAGGAAGAATGG
AATGACCTCAGTGAAAAATACGACAGATACGAAGGCCTCTTGAAGTTCTTACCCGTCTTGGTTTTCTCCTCCTTCTTACC

GENE=EAT-4CDNA >

1690 178 1710 1728 1738 1740 1750 1760
TCGAATAAGGAATTGGTGAATAAAACTGGAATCAATGGAACTGGATACGGAGCTGC TGAGACTACATTCACACAGTTACC
AGCTTATTCCTTAACCACTTATTTTGACCTTAGTTACCTTGACCTATGCCTCGACGACTCTGATGTAAGTGTGTCAATGG

GENE=EAT-4CDNA >

1778 1780 1798 1ls08 181@ 1820 1830 1840
AGCCGGTGTTGATTCTTCTTATCAAGCTCAGGCGGLTCCAGCTCCTGGAACCAACCCGTTCGCTTCAGCTTGGEATGAAC
TCGGCCACAACTAAGAAGAATAGT TCGAGTCCGLLGAGGTCGAGGACCTTGGTTGGGCAAGCGAAGTCGAACCCTACTTG

GENE=EAT-4CDNA >

1858 1866 1878 138a 1890 1900 151 1920
ATGGATCCTCTGGAGTTGTGGAAAATCCGCATTATCAGCAGT GGTAGGATATCTGAGCTCCGCATCGGCCGCTGTCATCA
TACCTAGGAGACCTCAACACCTTTTAGGCGTAATAGTCGTCACCATCCTATAGACTCGAGGCGTAGCCGGCGACAGTAGT

GENE=EAT-4CDNA >

1948 1958 1968 1978 1980 1598 2000
GATCGCCATCTCGCGCCCGTGCCTCTGACTTCTAAGTCCAATTACTCTTCAACATCCCTACATGCTCTTTCTCCCTGTGC
CTAGCGGTAGAGCGLGGGECACGGAGACTGAAGATTCAGGTTAATGAGAAGTTGTAGGGATGTACGAGAAAGAGGGACACG

NOTE=3"'UTR OF UNC-54 VER. PPD49.26 >

20830 2048 2a58 2860 2078 2086
TCCCACCCCCTATTTTTGTTATTATCAAAAAAACTTCTTCTTAATTTCTTTGTTTTTTAGCTTCTTTTAAGTCACCTCTA
AGGGTGGGEGATAAAAACAATAATAGTTTTTT TGAAGAAGAATTAAAGAAACAAAAAATCGAAGAAAATTCAGTGGAGAT
NOTE=3'UTR OF UNC-54 VER. PPD4%.26 >

2090 2168 2110 2128 2138 2140 2150 2166

ACAATGAAATTGTGTAGATTCAAAAATAGAATTAATTCGTAATAAAAAGTCGAAAAAAATTGTGCTCCCTCCCCCCATTA
TGTTACTTTAACACATCTAAGTTT TTATCTTAATTAAGCATTATTTTTCAGCTTTTTTTAACACGAGGGAGGGGGGTAAT
NOTE=3'UTR OF UNC-54 VER. PPD4%.26 >

2188 2198 2200 2218 2220 2238 2240
ATAATAATTCTATCCCAAAATCTACACAATGTTCTGTGTACACTTCTTATGTTTTTTTTACTTCTGATAAATTTTTTTTG
TATTATTAAGATAGGGT TTTAGATGTGTTACAAGACACATGTGAAGAATACAAAAAAAATGAAGACTATTTAAAAAAAAC

NOTE=3'UTR OF UNC-54 VER. FFD49.28 >

2258 2268 2270 2280 2290 2300 2318 2320



AAACATCATAGAAAAAACCGCACACAAAATACCTTATCATATGTTACGTTTCAGTTTATGACCGCAATTTTTATTTCTTC
TTTGTAGTATCTTTTTTGGCGTGTGTTTTATGGAATAGTATACAATGCAAAGTCAAATACTGGCGTTAAAAATAAAGAAG
NOTE=3"UTR OF UNC-54 VER. PPD49.25 >

2330 2340 2350 2360 2370 2380 2390 2400
GCACGTCTGGGCCTCTCATGACGTCAAATCATGCTCATCGTGAAAAAGTTTTGGAGTATTTTTGGAATTTTTCAATCAAG
CGTECAGACCCGEAGAGTACTGCAGTTTAGTACGAGTAGCACTTTTTCAAAACCTCATAAAAACCTTAAAAAGTTAGTTC

NOTE=3"UTR OF UNC-54 VER. PPD49.26 >

2418 2420 2430 2440 2458 24608 2478 2480
TGAAAGTTTATGAAATTAATTTTCCTGCTTTTGCTTTTTGEGGGETTTCCCCTATTGTTTGTCAAGAGTTTCGAGGALGGL
ACTTTCAAATACTTTAATTAAAAGGACGAAAACGAAAAACCCCCAAAGGGGATAACAAACAGTTCTCAAAGCTCCTGCCG

NOTE=3"UTR OF UNC-54 VER. PPD495.25 >

2430 2508 2518 2520 2538 2540 2558 2568
GTTTTTCTTGCTAAAATCACAAGTATTGATGAGCACGATGCAAGAAAGATCGCAAGAAGETTTGGGTTTGAGGCTCAGTG
CAARAAGAACGATTTTAGTGTTCATAACTACTCGTGCTACGTTCTTTCTAGCCTTCTTCCAAACCCAAACTCCGAGTCAC

NOTE=3"UTR OF UNC-54 VER. PPD49.26 >

2570 2580 2590 2600 2618 2620 2630 2648
GAAGGTGAGTAGAAGTTGATAATTTGAAAGTGCAGTAGTGTCTATGGEETTTTTGCCTTAAATGACAGAATACATTCCCA
CTTCCACTCATCTTCAACTATTARACTTTCACCTCATCACAGATACCCCAAAARACGGAATTTACTGTCTTATGTAAGGGT

NOTE=3"UTR OF UNC-54 VER. PPD49.26 >

2650 2668 2670 2688 2698 27680 271e 2720
ATATACCAAACATAACTGTTTCCTACTAGTCGGCCGTACGGGCCCTTTCGTCTCGCGCGTTTCGGTGATGALGGTGAAAA
TATATGGTTTGTATTGACAAAGGATGATCAGCCGGCATGCCCGGGAAAGCAGAGCGCGCAAAGCCACTACTGLCACTTTT
__ NOTE=3'UTR OF >

2730 2740 2750 2760 2778 2780 2790 2800
CCTCTGACACATGCAGCTCCCGGAGACGETCACAGCTTGTCTGTAAGCGGATGCCGGEAGCAGACAAGCCCGTCAGGELG
GGAGACTGTGTACGTCGAGGGLCTCTGCCAGTGTCGAACAGACATTCGLCTACGGCCCTCGTCTGTTCGGGLAGTCLLGL

2810 2820 2830 2840 2850 2860 2870 2880
CGTCAGCGGLTGETTGECGEETETCEGGECTEECTTAACTATGCGGCATCAGAGCAGATTGTACTGAGAGTGCACCATATG
GCAGTCGCCCACAACCGCCCACAGCCCCGACCCAATTGATACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTATAL

2890 2908 2318 2920 2938 2940 2958 2968
CGGTGTGAAATACCGCACAGATECGTAAGGAGAAAATACCGCATCAGGLGGCCTTAAGGGCCTCOTGATACGCCTATTTT
GCCACACTTTATGGCGTGTCTACGCATTCCTCTTTTATGGCGTAGTCCGCCGGAATTCCCGGAGCACTATGLGGATAAAA

2370 2980 2990 3000 3ple 3020 3830 340
TATAGGTTAATGTCATGATAATAATGGTTTCTTAGACGTCAGGTGGLACTTTTCGGGCAAATGTGCGCGGAACCCCTATT
ATATCCAATTACAGTACTATTATTACCAAAGAATCTGCAGTCCACCOTGAAAAGCCCCTTTACACGCGCCTTGGGGATAA

3050 3860 3870 3080 ELEL] 3160 3110 3120
TGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAA
ACAAATAAAAAGATTTATGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACTATTTACGAAGTTATTATAACTTT

3130 3140 3150 3160 3170 3180 3190 3200
AAGGAAGAGTATGAGTATTCAACATTTCCGTGTCGCCCTTATTCCCTTTTTTGCGGCATTTTGCCTTCCTGTTTTTGLTC
TTCCTTCTCATACTCATAAGTTGTAAAGGLACAGLGEGAATAAGGGAAAAAACGLCGTAARACGGAAGGACAAAAALGAG

3210 3228 3230 3248 3258 3260 3278 3288
ACCCAGAAACGLTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGATCTCAAC
TGGGTCTTTGLGACCACTTTCATTTTCTACGACTTCTAGTCAACCCACGTGCTCACCCAATGTAGCTTGACCTAGAGTTG

3290 3300 3318 3320 3338 3340 3350 3360
AGCGGTAAGATCCTTGAGAGT TTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGT
TCGCCATTCTAGGAACTCTCAAAAGCGGGGCTTCTTGCAAAAGGTTACTACTCGTGAAAATTTCAAGACGATACACCGLG

3370 3380 3390 3400 3416 34720 3430 3440
GGTATTATCCCGTATTGACGCCGEGCAAGAGCAACTCGGTCGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACT
CCATAATAGGGCATAACTGCGGLCCGTTCTCETTGAGCCAGCGGCGTATGTGATAAGAGTCTTACTGAACCAACTCATGA

3450 3460 3470 3480 3490 3500 3518 3528
CACCAGTCACAGAAAAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAAC
GTGGETCAGTGTCTTTTCGTAGAATGCCTACCGTACTGTCATTCTCTTAATACGTCACGACGGTATTGGTACTCACTATTG

3530 3548 3558 3560 3578 3580 3590 ELCT]
ACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAGCTAACCGCTTTTTTGLACAACATGGGGGATCATGT

100

TGACGLCGETTGAATGAAGACTGTTGCTAGCCTCCTGGCTTCCTCGATTGGCGAAAAAACGTGTTGTACCCCCTAGTACA

3610 3628 3638 3640 3650 3660 3670 3680
AACTCGCCTTGATCGTTGGEAACCGGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGATGCCTGTAGCAA
TTGAGCGGAACTAGCAACCCTTGGCCTCGACTTACTTCGGTATGETTTGCTGCTCGCACTGTGGTGC TACGGACATCGTT

3690 3700 3718 3720 3730 3740 3750 3760
TGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTACTCTAGCTTCCCGECAACAATTAATAGACTGGATGGAG
ACCGTTGTTGCAACGCGTTTGATAATTGACCGCTTGATGAATGAGATCGAAGGGCCGTTGTTAATTATCTGACCTACCTC

3770 3780 3790 3808 3gle isze 3830 3840
GCGGATAAAGTTGCAGGACCACTTCTGCGCTCGECCCTTCCGELTEGCTGGTTTATTGCTGATAAATCTGGAGCCGETGA
CGCCTATTTCAACGTCCTGGTGAAGACGLGAGCCGGGAAGGLCGACCGACCAAATAACGACTATTTAGACCTCGGLCACT

3850 3860 3878 3888 3890 3980 33910 3928
GCGTGGETCTCGCGGTATCATTGCAGCACTGEEGGCCAGATGETAAGCCCTCCCGTATCGTAGTTATCTACACGACGGGGA
CGCACCCAGAGCGCCATAGTAACGTCGTGACCCCGGTCTACCATTCGGGAGGGCATAGCATCAATAGATGTGCTGCCCCT

3330 3548 3958 3968 3970 3980 3390 4800
GTCAGGCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTAACTGTCAGAC
CAGTCCGTTGATACCTACTTGCTTTATCTGTCTAGCGACTCTATCCACGGAGTGACTAATTCGTAACCATTGACAGTCTG

4810 4828 4838 4848 4058 4060 4870 4888
CAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGA
GTTCAAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAACT

4990 4100 4118 4128 4130 4140 4150 4160
TAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTT
ATTAGAGTACTCGTTTTAGCEAATTGCACTCAAAAGCAAGGTCACTCGCAGTCTCEEECATCTTTTCTAGTTTCCTAGAA

4170 4180 4198 4208 4216 4220 4230 4240
CTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGRTGETTTGTTTGLCG
GAACTCTAGGAAAAAAAGACGCGCATTAGACGACGAACGTTTGTTTTTTTGGTGGLGATGGTCGCCACCAAACAAACGEL

4250 4360 4378 42880 4298 4300 4310 4320
GATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTCCTTCTAGTGTA
CTAGTTCTCGATGGTTGAGAAAAAGGCTTCCATTGACCGAAGTCGTCTCGCGTCTATGGTTTATGACAGGAAGATCACAT

4330 4340 4350 4360 4370 4380 4390 4400
GCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGLTG
CGGCATCAATCCGGTGGETGAAGTTCTTGAGACATCCTGGCGGATCGTATGCAGCCAGACCGATTAGGACAATCGTCACCGAC

4410 4428 4438 4448 4450 4450 4478 4488
CTGCCAGTGGCGATAAGTCGTGTCTTACCGGETTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGLTGA
GACGGTCACCGCTATTCAGCACAGAATGGLCCAACCTGAGTTCTGCTATCAATGECCTATTCCGCETCGCCAGCCCGACT

4490 4500 4510 4520 4530 4540 4550 4560
ACGGGLEETTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCATTGAGA
TGCCCCCCAAGCACGTETETCGECTCCAACCTCGCTTCCTGEATETCCCTTCACTCTATGCATGTCGCACTCGTAACTCT

4570 4580 45908 466880 4518 4526 4630 4640
AAGCGCCACGCTTCCCGAAGGGAGAAAGGCGCACAGGTATCCCETAAGCGGCAGGGTCGGAACAGCAGAGCGCACGAGEE
TTCGLGETECCAAGGGCTTCCCTCTTTCCGLCTGTCCATAGGCCATTCGCCGTCCCAGCCTTETCCTCTCGCGTGLTCCC

4650 4660 4670 4680 4690 4700 471e 4720
AGCTTCCAGGGGGAAACGLCTGGTATCTTTATAGTCCTGTCGGETTTCGCCACCTCTGACTTGAGCGTCGATTTTTGTGA
TCGAAGGTCCCCCTTTGCGEACCATAGAAATAT CAGGACAGLCCAAAGCGGTGEAGACTGAACTCGCAGCTAAAAACACT

4730 47408 4758 4768 4778 4786 4738 4880
TGCTCGTCAGGGGGGCGLAGCCTATGGAAAAACGCCAGCAACGLGGCCTTTTTACGGTTCCTGGCCTTTTGCTGGCCTTT
ACGAGCAGTCCCCCCGLCTCEGATACCTTTTTGCGETCGTTGLGCCGEAAAAATELCAAGGALCGEAAAACGACCGLAAA

4810 4820 4830 4540 4850 4860 4870 4880
TGCTCACATGTTCTTTCCTCCGTTATCCCCTEATTCTCTCGATAACCCTATTACCGCCTTTGAGTCAGCTCATACCGCTC
ACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGEC GGAAACTCACTCGACTATGGLGAG

4390 4908 4918 4528 4936 4948 4350 4968
GCCGCAGCCGAACGACCGAGCGCAGCGAGTCAGTGAGCGAGGAAGCGGAAGAGLGLCCAATACGCAAACCGCCTCTCCCC
CGGCGTCGECTTGCTGLCTCGCGTCGCTCAGTCACTCGCTCCTTCGCCTTCTCGLGGETTATGCGTTTGGCGGAGAGGEE

4370 4980 4990 5600 5010 5020 5830 5040

GCGCGTTGGLCGATTCATTAATGCAGCTGGCACGACAGGTTTCCCGACTGGAAAGLGEGCAGTGAGCGCAACGCAATTAA
CGCGCAACCGGLTAAGTAATTACGTCGACCGTGCTGTCCAAAGGGCTGACCTTTCGCCCGTCACTCGCGTTGCGTTAATT

5858 5850 5070 5888 5098 51008 511@ 5128
TGTGAGTTAGCTCACTCATTAGGCACCCCAGGCTTTACACTTTATGCTTCCGGLTCGTATGTTGTGTGGAATTGTGAGLG
ACACTCAATCGAGTGAGTAATCCGTGGGGETCCGAAATGTGAAATACGAAGGLCGAGCATACAACACACCTTAACACTCGC

3130 5140
GATAACAATTTCACACAGGAAACAGCT
CTATTGTTAAAGTGTGTCCTTTGTCGA



PNR57 (avr-14a cDNA)

1o 20 30 48 58 60 70 80
ATGACCATGATTACGCCAAGCTTGCATGCCTGCAGGTCGACTCTAGAGGATCCCCGGGATTGGCCAAAGGACCCAAAGGT
TACTGGTACTAATGLGGTTCGAACGTACGGACGTCCAGCTGAGATCTCCTAGLGGCCCTAACCGETTTCCTGGGTTTCCA

9 160 110 120 130 140 156 160

ATGTTTCGAATGATACTAACATAACATAGAACATTTTCAGGAGGACCCTTGECTAGCGT TTGAGATGTGGCATTATCGAC

TACAAAGCTTACTATGATTGTATTGTATCTTGTAAAAGTCCTCCTGGGAACCGATCGCAAACTC TACACCGTAATAGCTG
_ JGENE=AV___ >

178 150 190 200 21e 220 230 240
TGACGACAATTCTTTTAATCATTTCTATAATTCATTCAATTCGAGCAAAACGAAAGCTCAAAGAGCAAGAAATTATTCAA
ACTGCTGTTAAGAAAATTAGTAAAGATATTAAGTAAGT TAAGCTCGTTTTGCTTTCGAGTTTCTCGTTCTTTAATAAGTT

/GENE=AVR-14A CDNA >

2508 260 270 2860 290 3ee 3le 320
AGAATATTGAAAGACTATGATTGGAGAGT TAGACCACGTGGAATGAATGCCACGTGGCCAGATACCGGTGGACCCGTTCT
TCTTATAACTTTCTGATACTAACCTCTCAATCTGGTGCACCTTACTTACGGTGCACCGGTCTATGGLCACCTGGGCAAGA

/GENE=AVR-14A CDNA >

330 340 350 360 370 380 390 400
AGTGACAGTAAACATTTATCTTCGATCAATATCAAAAATTGATGACGTAAATATGGAATACAGTGCTCAATTCACATTCA
TCACTGTCATTTGTAAATAGAAGCTAGTTATAGTTTTTAACTACTGCATTTATACCTTATGTCACGAGTTAAGTGTAAGT

/GENE=AVR-14A CDNA >

4l 420 430 440 458 460 470 4860
GAGAAGAATGGACAGATCAAAGATTGGCTTATGAAAGATATGAAGAATCTGGAGATACTGAGGTTCCACCGTTCGTCGTG
CTCTTCTTACCTGTCTAGTTTCTAACCGAATACTTTCTATACTTCTTAGACCTCTATGACTCCAAGGTGGCAAGCAGCAC

/GENE=AVR-14A CDNA >

See 510 528 538 540 55@ 560
TTGGCAACATCTGAAAATGCGGATCAATCTCAACAAATCTGGATGCCAGACACT TTCTTCCARAATGAARAGGAAGCACG
AACCGTTGTAGACTTTTACGCCTAGTTAGAGTTGTTTAGACCTACGGTCTGTGAAAGAAGGTTTTACTTTTCCTTCGTGC

/GENE=AVR-14A CDNA >

6460
ACGACACTTGATCGACAAACCAAATGTACTTATTAGAATTCATAAAAATGGACAAATCTTGTATTCAGTTCGATTATCAC
TGCTGTGAACTAGCTGTTTGGTTTACATGAATAATCTTAAGTATTTTTACCTGT TTAGAACATAAGTCAAGCTAATAGTG

/GENE=AVR-14A CDNA >

650 660 670 680 698 700 71e@ 720
TGGTCCTTTCATGTCCAATGTCATTGGAATTCTACCCATTGGATCGACAAAACTGTCTTATTGATTTAGCATCATACGCA
ACCAGGAAAGTACAGGTTACAGTAACCTTAAGATGGGTAACCTAGCTGTTTTGACAGAATAACTAAATCGTAGTATGCGT

/GENE=AVR-14A CDNA >

7308 740 750 760 778 780 79@ 806
TATACAACTCAAGATATCAAATATGAATGGAAAGAAAAGAAACCAATCCAACAAAAAGACGGTCTTCGTCAATCACTCCC
ATATGTTGAGTTCTATAGTTTATACTTACCTTTCTTTTCTTTGGTTAGGTTGTTTTTCTGCCAGAAGCAGT TAGTGAGGG

/GENE=AVR-14A CDNA >

gle 820 830 840 850 860 87e 880
ATCTTTCGAATTACAAGATGTTGTCACTGATTATTGTACTTCTCTCACAAATACAGGCGAATATTCATGTCTACGTACCC
TAGAAAGCTTAATGTTCTACAACAGTGACTAATAACATGAAGAGAGTGTTTATGTCCGCTTATAAGTACAGATGCATGGG

/GENE=AVR-14A CDNA >

il a0 910 920 93e 940 950 966
GTATGGTCCTCCGTCGCGAGTTCAGTTACTACTTACTACAGCTGTATATTCCAAGTTTCATGCTCGTCATCGTCTCGTGG
CATACCAGGAGGCAGCGCTCAAGTCAATGATGAATGATGTCGACATATAAGGTTCAAAGTACGAGCAGTAGCAGAGCACC

/GENE=AVR-14A CDNA >

978 980 990 loee lele leze 1030 lode
GTCTCTTTTTGGTTAGATAAGGATTCAGTACCAGCAAGAGTTACGTTAGGAGTCACTACACTTCTGACAATGACAACTCA
CAGAGAAAAACCAATCTATTCCTAAGTCATGGTCGTTCTCAATGCAATCCTCAGTGATGTGAAGACTGTTACTGTTGAGT

/GENE=AVR-14A CDNA >

»>note=c_to_t_silent
|
165@ 1860 1670 1080 1e38e 1188 | 1110 1120
AAGCTCAGGTATCAATGCGAAGCTGCCGCCAGTCAGTTATACAAAGGCGATCGATGTATGGATTGGAGTGTGCCTCGCAT
TTCGAGTCCATAGTTACGCTTCGACGGCGGTCAGTCAATATGTTTCCGCTAGCTACATACCTAACCTCACACGGAGCGTA

101

/GENE=AVR-14A CDNA,

113@ 1148 1158 1168 1178 1188 1198 1200
TCATTTTCGGAGCTCTTCTCGAATTTGCTCTTGTTAACTATGCGGCGAGAAAAGATATGACTCAGGTCTCACAACGAATT
AGTAAAAGCCTCGAGAAGAGCTTAAACGAGAACAATTGATACGCCGCTCTTTTCTATACTGAGTCCAGAGTGTTGCTTAA

/GENE=AVR-14A CDNA

121e 1220 1230 1249 1258 1260 1278 1288
AGACAAATGAAACAGCTCCCAACAGAAGGGTACAGACCTTTATCGGCTTCACAAGGAAGATCGTCGTTTTGTTGTAGAAT
TCTGTTTACTTTGTCGAGGGTTGTCTTCCCATGTCTGGAAATAGCCGAAGTGTTCCTTCTAGCAGCAAAACAACATCTTA

/GENE=AVR-14A CDNA

1368
CTTTGTGAGGAGATACAAGGAAAGATCTAAACGAATTGATGTTGTCTCCAGATTGGTCTTCCCAATCGGCTACGCGTGLT
GAAACACTCCTCTATGTTCCTTTCTAGATTTGCTTAACTACAACAGAGGTCTAACCAGAAGGGTTAGCCGATGCGCACGA

/GENE=AVR-14A CDNA

137@ 1380 1390 1408 1418 1428 1438 1448
TCAACGTGCTTTATTGGGCCETCTACCTGATGTGAGGTACCATGETATTGATATCTGAGC TCCGCATCGRCCGCTGTCAT
AGTTGCACGAAATAACCCGGCAGATGGACTACACTCCATGGTACCATAACTATAGACTCGAGGCGTAGCCGGLGACAGTA

/GENE=AVR-14A CDNA >

1456 1468 1470 1488 1498 1508 1518 1528
CAGATCGLCATCTCGLGCCCETGCCTCTGACTTCTAAGTCCAATTACTCTTCAACATCCCTACATGCTCTTTCTCCCTET
GTCTAGCGGTAGAGCGLGGGCACGGAGAC TGAAGATTCAGGTTAATGAGAAGTTGTAGGGATGTACGAGAAAGAGGGALCA

/NOTE=3"UTR OF UNC-54

153@ 1540 1550 156@ 1578 1580 1590 1608
GCTCCCACCCCCTATTTTTGTTATTATCAAAAAAACTTCTTCTTAATTTCTTTGTTTTTTAGCTTCTTTTAAGTCACCTC
CGAGGGTGGGGGATAAAAACAATAATAGTTTTTTTGAAGAAGAATTAAAGAAACAAAAAATCGAAGAAAATTCAGTGGAG

/NOTE=3"UTR OF UNC-54

16le 1620 1630 1649 1658 1660 1670 1688
TAACAATGAAATTGTGTAGATTCAAAAATAGAATTAATTCGTAATAAAAAGTCGAAAAARATTGTGCTCCCTCCCCCCAT
ATTGTTACTTTAACACATCTAAGTTTTTATCTTAATTAAGCATTATTTTTCAGCTTTTTTTAACACGAGGGAGGGGGETA

/NOTE=3"UTR OF UNC-54

1638 1708 1710 1728 1738 1748 1758 1768
TAATAATAATTCTATCCCAAAATCTACACAATGTTCTGTGTACACTTCTTATGTTTITTTTITACTTCTGATARATTTTTTT
ATTATTATTAAGATAGGGTTTTAGATGTGTTACAAGACACATGTGAAGAATACAAAAAARATGAAGACTATTTAAARAAA

/NOTE=3"UTR OF UNC-54

177@ 1788 1790 1888 1818 1828 1838 1848
TGAAACATCATAGAAAAAACCGCACACAAAATACCTTATCATATGTTACGTTTCAGTTTATGACCGCAATTTTTATTTCT
ACTTTGTAGTATCTTTTTTGGLGTGTGTTTTATGGAATAGTATACAATGCAAAGTCAAATACTGGCGTTAAAAATAAAGA

/NOTE=3"UTR OF UNC-54

1850 1860 1870 188@ 1898 1300 1918 1928
TCGCACGTCTGGGELCTCTCATGACGTCAAATCATGCTCATCGTGAAAAAGTTTTGGAGTATTTTTGGAATTTTTCAATCA
AGCGTGLAGACCCGGAGAGTACTGCAGTTTAGTACGAGTAGCACTTTTTCAAAACCTCATAAAAACCTTAAAAAGTTAGT

/NOTE=3"UTR OF UNC-54

1930 1940 1950 196@ 1978 1980 1990 2000
AGTGAAAGTTTATGAAATTAATTTTCCTGCTTTTGCTTTTTGGGGGTTTCCCCTATTGTTTGTCAAGAGTTTCGAGGALG
TCACTTTCAAATACTTTAATTAAAAGGACGAAAACGAAAAACCCCCAAAGGGGATAACARACAGTTCTCAAAGCTCCTGC

/NOTE=3"UTR OF UNC-54

201e 2020 2030 2040 2858 2060 2876 20880
GCGTTTTTCTTGCTAAAATCACAAGTATTGATCAGCACGATGCAAGAAAGATCCGAAGAAGGTTTGGGTTTGAGGCTCAG
CGCAAAAAGAACGATTTTAGTGTTCATAACTACTCGTGCTACGTTCTTTCTAGCCTTCTTCCAAACCCAAACTCCGAGTC

/NOTE=3"UTR OF UNC-54

2896 2108 2118 2128 2138 2148 2158 2168
TGGAAGGTGAGTAGAAGTTGATAATTTGAAAGTGGAGTAGTGTCTATGGGGTTTTTGCCTTAAATGACAGAATACATTCC
ACCTTCCACTCATCTTCAACTATTAAACTTTCACCTCATCACAGATACCCCAAAAACGGAATTTACTGTCTTATGTAAGG

/NOTE=3"UTR OF UNC-54

2248
CAATATACCAAACATAACTGTTTCCTACTAGTCGGCCGTACGGGLCCTTTCGTCTCGCGCGTTTCGGTGATGACGGTGAA
GTTATATGGTTTGTATTGACAAAGGATGATCAGCCGGCATGCCCGEGAAAGCAGAGCGCGLAAAGCCACTACTGCCACTT

/NOTE=3"'UTR OF U >

>

>

>

>

>

>

>

>

>

>

>

>



2258 2260 2270 2280 2290 2300 2318 2320
AACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTTGTCTGTAAGCGGATGLCGGGAGCAGACAAGCCCGTCAGGE
TTGGAGACTGTGTACGTCGAGGGLCTCTGLCAGTGTCGAACAGACATTCGCCTACGGCCCTCGTCTGTTCGGGCAGTCCT

2330 2340 2350 2360 2370 23860 2390 2400
CGCGTCAGCGLGTGTTGELELETGTCGGEELTGEECTTAACTATGLGGCATCAGAGCAGATTGTACTGAGAGTGCACCATA
GCGCAGTCGLCCACAACCGLCCACAGCCCCGACCGAATTGATACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTAT

2418 24208 2438 2440 2458 2460 247@ 2480
TGCGGTGTGAAATACCGCACAGATGCGTAAGGAGAAAATACCGCATCAGGLGECCTTAAGGGCCTCGTGATACGLCTATT
ACGCCACACTTTATGGCETETCTACGCATTCCTCTTTTATGGCGTAGTCCGLCGEAATTCCCGEAGCACTATGCGGATAA

2490 2500 2510 2520 2530 2548 2558 2568
TTTATAGGTTAATGTCATGATAATAATGETTTCTTAGACGTCAGGTGGCACTTTTCGGGGAAATGTGCGCGGAACCCCTA
AAATATCCAATTACAGTACTATTATTACCAAAGAATCTGCAGTCCACCGTGAAAAGCCCCTTTACACGCGCCTTGGGGAT

2570 2580 2590 2600 2610 2620 2630 2648
TTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGA
AAACAAATAAAAAGATTTATGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACTATTTACGAAGTTATTATAACT

2650 2660 2670 2680 2690 2708 2718 2728
AAAAGGAAGAGTATGAGTATTCAACATTTCCGTGTCGCCCTTATTCCCTTTTTTGLGGCATTTTGCCTTCCTGTTTTIGL
TTTTCCTTCTCATACTCATAAGTTGTAAAGGCACAGCGGGAATAAGGGAAAAAACGCCGTAAAACGGAAGGACAAAAACG

2738 2740 2750 2760 2770 2780 2796 2860
TCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGAAGATCAGTTGGGTGCACGAGTGGGTTACATCGAACTGGATCTCA
AGTGGGTCTTTGLGACCACTTTCATTTTCTACGACTTCTAGTCAACCCACGTGCTCACCCAATGTAGCTTGACCTAGAGT

2810 2820 2830 2848 2850 2860 2878 2888
ACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGT
TGTCGCCATTCTAGGAACTCTCAAAAGCGGGGLTTCTTGCAAAAGGTTACTACTCGTGAAAATTTCAAGACGATACACCG

2890 2900 2910 2920 2930 2940 2950 2960
GCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGETCGLCGCATACACTATTCTCAGAATGACTTGGTTGAGTA
CGCCATAATAGGGCATAACTGCGGCCCGTTCTCGTTGAGLCAGCGGCGTATGTGATAAGAGTCTTACTGAACCAACTCAT

2570 2980 2990 3008 3818 38280 3838 3048
CTCACCAGTCACAGAAAAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATA
GAGTGGTCAGTGTCTTTTCGTAGAATGCCTACCGTACTGTCATTCTCTTAATACGTCACGACGGTATTGGTACTCACTAT

3128
ACACTGCGGLCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGEGATCAT
TETGACGCCGGTTGAATGAAGACTGTTGCTAGCCTCCTGECTTCCTCGATTGRCGAAAAAACGTGTTGTACCCCCTAGTA

3138 3140 3158 3160 317e 31a@ 3198 3208
GTAACTCGCCTTGATCGTTGGGAACCGGAGCTGAATGAAGCCATACCAAACGACGAGCGTGACACCACGATGCCTGTAGT
CATTGAGCGGAACTAGCAACCCTTGGCCTCGACTTACTTCGGTATGGTTTGCTGCTCGCACTGTGGTGCTACGGACATCG

3218 3220 3230 3240 3250 3260 3270 3280
AATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACTTACTCTAGCTTCCCGGCAACAATTAATAGACTGGATGE
TTACCGTTGTTGCAACGCGTTTGATAATTGACCGCTTGATGAATGAGATCGAAGGGCCGTTGTTAATTATCTGACCTACC

3290 3300 3310 3320 33130 3340 3350 3360
AGGCGGATAAAGTTGCAGGACCACTTCTECECTCGGCCCTTCCOGCTGGCTGETTTATTGCTGATAAATCTGGAGCCGET
TCCGCCTATTTCAACGTCCTGETGAAGACGLGAGCCGGGAAGGLCGACCGACCAAATAACGACTATTTAGACCTCGGCCA

3378 3380 3390 3488 34180 34280 3438 3448
GAGCGTEGETCTCGCGETATCATTGCAGCACTGGGECCAGATEGTAAGCCCTCCCGTATCGTAGTTATCTACACGACGGG
CTCGCACCCAGAGCGCCATAGTAACGTCGTGACCCCGGTCTACCATTCGGGAGGGCATAGCATCAATAGATGTGCTGCCC

3450 3460 3470 3480 3490 3500 3518 3528
GAGTCAGGCAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATTAAGCATTGGTAACTGTCAG
CTCAGTCCGTTGATACCTACTTGCTTTATCTGTCTAGCGACTCTATCCACGGAGTGACTAATTCGTAACCATTGACAGTC

3538 3540 3550 3560 35760 3580 3590 3608
ACCAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTT
TGGTTCAAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAA

3610 3620 3630 3640 3650 3660 36760 3680
GATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATC

102

CTATTAGAGTACTGGTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGEECATCTTTTCTAGTTTCCTAG

3690 3700 3718 3720 3730 3740 3750 3760
TTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGL
AAGAACTCTAGGAAAAAAAGACGLGCATTAGACGACGAACGTTTGTTTTTTTGETGGCGATGGTCGCCACCAAACAAALG

3778 3788 3798 3800 3810 3820 3830 3840
CGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACCAAATACTGTCCTTCTAGTG
GCCTAGTTCTCGATGGTTGAGAAAAAGGLTTCCATTGACCGAAGTCGTCTCGCETCTATGGTTTATGACAGGAAGATCAC

3850 3860 3870 3380 3890 3900 3918 3920
TAGCCGTAGTTAGGLCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGT
ATCGGLATCAATCCGGTGGTGAAGTTCTTGAGACATCGTGGCGGATGTATGGAGCGAGACGATTAGGACAATGGTCACCG

3930 3940 3950 3960 3976 3980 3990 4808
TGCTGCCAGTGGCEATAAGTCGTETCTTACCGGETTGGACTCAAGACGATAGTTACCGGATAAGGCGCAGCGGTCGGGLT
ACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCTATCAATGGCCTATTCCGCGTCGCCAGCCCGA

4888
GAACGGGGGGTTCGTGCACACAGLCCAGCTTGGAGLGAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCATTGA
CTTGCCCCCCAAGCACGTGTGTCGGGTCGAACCTCGCTTGCTGGATGTGGLTTGACTCTATGGATGTCGCACTCGTAACT

4090 4100 4118 4120 4130 4140 4150 4160
GAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTATCCEGTAAGLGGLAGGGTCGGAACAGGAGAGCGLACGAG
CTTTCGCGETGCGAAGGGCTTCCCTCTTTCCGCCTGTCCATAGECCATTCGCCETCCCAGCCTTETCCTCTCGLETGLTC

4178 4180 4190 4100 4118 4220 4138 4240
GGAGCTTCCAGGGGELAAACGCCTERTATCTTTATAGTCCTGTCOEGTTTCGCCACCTCTEACTTGAGCGTCGATTTTTGT
CCTCGAAGGTCCCCCTTTGCGGACCATAGAAATATCAGCACAGCCCAAAGCGGTGGAGACTGAACTCGCAGCTARARACA

4258 4268 4278 4280 4250 4300 4319 4320
GATGLCTCGTCAGGGEGEECEEAGCCTATCEAAAAACGCCAGCAACGLGGLCTTTTTACGGTTCCTEGCCTTTTGCTEGCCT
CTACGAGCAGTCCCCCCGLCTCEEATACCTTTTTGLGGTCETTECGCCGEAAAAATGCCAAGGACCGGAAAACGACCGGA

4330 4348 4358 4368 4378 4388 4398 4408
TTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGLCTTTGAGTGAGC TGATACCGC
AAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGGCGGAAACTCACTCGACTATGGLG

4410 4420 4430 4440 4450 4450 4470 4480
TCGCCGCAGCCGAACGACCGAGCELAGCEAGTCAGTGAGCGAGGAAGCGEAAGAGCGCCCAATACGCAAACCECCTCTCC
AGCEGCGTCEECTTGECTEECTCELETCGLTCAGTCACTCGETCCTTCGECTTCTCGCGEGTTATGCGTTTGGLGEAGAGE

4458 4500 4518 4520 4530 4540 4550 4560
CCGLGCGTTEGCCGATTCATTAATGCAGCTGGCACGACAGGTTTCCCGACTGGAAAGCGGGCAGTGAGCGCAACGLAATT
GGCGLGCAACCGGLTAAGTAATTACGTCGACCGTGCTGTCCAAAGGGCTGACCTTTCGCCCGTCACTCGLGTTGLGTTAA

4570 4580 4590 4600 4618 4620 4630 4640
AATGTGAGTTAGCTCACTCATTAGGCACCCCAGGLTTTACACTTTATGCTTCCGGCTCGTATGTTGTGTGGAATTGTGAG
TTACACTCAATCGAGTGAGTAATCCGTGGEETCCGAAATGTGAAATACGAAGGCCGAGCATACAACACACCTTAACACTC

4658 4668
CGGATAACAATTTCACACAGGAAACAGCT
GCCTATTGTTAAAGTGTGTCCTTTGTCGA



PNR59 (avr-14b cDNA)

10 20 3e 48 58 1:] 70 1)
ATGACCATGATTACGCCAAGCTTGCATGCCTGCAGGTCGACTCTAGAGGATCCCCGGGATTGGCCAAAGGACCCAAAGGT
TACTGGTACTAATGCGGTTCGAACGTACGGACGTCCAGCTGAGATCTCCTAGGGGCCCTAACCGGTTTCCTGGGTTTCCA

90 100 110 120 138 140 158 168
ATGTTTCGAATGATACTAACATAACATAGAACATTTTCAGGAGGACCCTTGGCTAGCGTTTGAGATGTGGCATTATCGAC
TACAAAGCTTACTATGATTGTATTGTATCTTGTAAAAGTCCTCCTGGGAACCGATCGCAAACTCTACACCGTAATAGCTG

/GENE=AV >

170 138 190 200 218 220 238 248
TGACGACAATTCTTTTAATCATTTCTATAATTCATTCAATTCGAGCAAAACGAAAGCTCAAAGAGCAAGAAATTATTCAA
ACTGCTGTTAAGAAAATTAGTAAAGATATTAAGTAAGTTAAGCTCGTTTTGCTTTCGAGTTTCTCGTTCTTTAATAAGTT

/GENE=AVR-14B CDNA >

250 268 270 288 298 308 318 320
AGAATATTGAAAGACTATGATTGGAGAGTTAGACCACGTGGAATGAATGCCACGTGGCCAGATACCGGTGGACCCGTTCT
TCTTATAACTTTCTGATACTAACCTCTCAATCTGGTGCACCTTACTTACGGTGCACCGGTCTATGGCCACCTGGGCAAGA

/GENE=AVR-14B CDNA >

488
AGTGACAGTAAACATTTATCTTCGATCAATATCAAAAATTGATGACGTAAATATGGAATACAGTGCTCAATTCACATTCA
TCACTGTCATTTGTAAATAGAAGCTAGTTATAGTTTTTAACTACTGCATTTATACCTTATGTCACGAGTTAAGTGTAAGT

J/GENE=AVR-14B CDNA >

438
GAGAAGAATGGACAGATCAAAGATTGGCTTATGAAAGATATGAAGAATCTGGAGATACTGAGGTTCCACCGTTCGTCGTG
CTCTTCTTACCTGTCTAGTTTCTAACCGAATACTTTCTATACTTCTTAGACCTCTATGACTCCAAGGTGGCAAGCAGLAC

/GENE=AVR-14B CDNA >

450 508 510 520 538 540 550 560
TTGGCAACATCTGAAAATGCGGATCAATCTCAACAAATCTGGATGCCAGACACTTTCTTCCAAAATGAAAAGGAAGCACG
AACCGTTGTAGACTTTTACGCCTAGTTAGAGTTGTTTAGACCTACGGTCTGTGAAAGAAGGTTTTACTTTTCCTTCGTGL

/GENE=AVR-14B CDNA >

570 588 590 600 618 620 630 548
ACCACACTTGATCCACAAACCAAATGTACTTATTAGAATTCATAAAAATCCACAAATCTTGTATTCAGTTCCATTATCAC
TGCTGTCAACTAGCTETTTGGTTTACATGAATAATCTTAAGTATTTTTACCTGTTTAGAACATAAGTCAAGCTAATAGTG

/GENE=AVR-14B CDNA >

650 660 670 680 690 708 7180 720
TEGTCCTTTCATGTCCAATGTCATTGGAATTCTACCCATTGGATCGACAAAACTGTCTTATTGATTTAGCATCATACGCA
ACCAGGAAAGTACAGGTTACAGTAACCTTAAGATGGGTAACCTAGCTGTTTTGACAGAATAACTAAATCGTAGTATGLGT

/GENE=AVR-14B CDNA >

730 748 750 760 778 780 799 800
TATACAACTCAAGATATCAAATATGAATGGAAAGAAAAGAAACCAATCCAACAAAAAGACGETCTTCGTCAATCACTCCC
ATATGTTGAGTTCTATAGTTTATACTTACCTTTCTTTTCTTTGGTTAGGTTGTTTTTCTGCCAGAAGCAGTTAGTGAGGG

/GENE=AVR-148 CDNA >

8l1e a2e 830 840 850 860 878 280
ATCTTTCGAATTACAAGATGTTGTCACTGATTATTGTACTTCTCTCACAAATACAGGTGAATACAGTTETGCACGGGTCG
TAGAAAGCTTAATGTTCTACAACAGTGACTAATAACATGAAGAGAGTGTTTATGTCCACTTATGTCAACACGTGCCCAGT

/GENE=AVR-14B CDNA >

890 s08 gle 920 930 940 958 960
TTTTGCGTCTTCGCAGAGAATACAGTTATTATCTCATTCAACTTTACATTCCATGTATTATGCTTGTCETTGTTTCATGG
AAAACGCAGAAGCGTCTCTTATGTCAATAATAGAGTAAGTTGAAATGTAAGGTACATAATACGAACAGCAACAAAGTACC

/GENE=AVR-148 CDNA >

970 988 998 1800 1818 1028 1838 1940
GTATCTTTCTGGCTTGATAAGGACGLTGTGCCAGCTCGTETCTCTTTGGGAGTAACAACACTTCTCACAATGACTACTCA
CATAGAAAGACCGAACTATTCCTGECGACACGGTCGAGCACAGAGAAACCCTCATTGTTGTGAAGAGTGTTACTGATGAGT

/GENE=AVR-14B CDNA >

1138 1148 1158 1168 1178 1188 1198 1200
TCATTTTTGGAGCTCTTCTCGAATATGCAGTTGTCAATTATTACGGAAGAAAAGAATTTTTGAGAAAGGAAAAGAAGAAA
AGTAAAAACCTCGAGAAGAGCTTATACGTCAACAGTTAATAATGCCTTCTTTTCTTAAAAACTCTTTCCTTTTCTTCTTT

/GENE=AVR-14B CDNA >

1218 1228 1238 1248 1258 1260 1278 1288
AAAACACGAATTGATGATTGTGTATGTCCATCAGATCGCCCTCCACTTCGATTAGATTTATCAGCATATCGTAGTGTTAA
TTTTGTGCTTAACTACTAACACATACAGETAGTCTAGCGGGAGGTGAAGCTAATCTAAATAGTCGTATAGCATCACAATT

/GENE=AVR-14B CDNA >

1298 1200 1218 1320 1238 1248 1358 1380
ACGATTACCTATTATAAAAAGAATAAGTGAAATTTTATCGACGAATATCGATATTTCTCGAAGGGTTGATTTAATGTCTC
TGCTAATGGATAATATTTTTCTTATTCACTTTAAAATAGCTGCTTATAGCTATAAAGAGCTTCCCAACTAAATTACAGAG

/GENE=AVR-14B CDNA >

1378 1388 1398 1408 1418 1428 1438 1440
GACTCACATTCCCACTCACATTTTTCTCETTTTTAATTTTCTACTACGTTGCATATGTGAAACAGAGCCGTGATTAAGET
CTGAGTGTAAGGGTGAGTGTAAAAAGAGCAAAAATTAAAAGATGATGCAACGTATACACTTTGTCTCGGCACTAATTCCA

/GENE=AVR-14B CDNA >

1458 1468 1478 1480 1498 1500 1510 1528
ACCTATTGATATCTGAGCTCCGCATCGGCCGCTCTCATCAGATCGCCATCTCGCGCCCETGCCTCTGACTTCTAAGTCCA
TGGATAACTATAGACTCGAGGLCGTAGCCGGCGACAGTAGTCTAGCGGTAGAGCGCGGGCACGGAGACTCAAGATTCAGET

/NOTE=3'UTR OF UNC-54 >

1538 1548 1558 1568 1578 1388 1598 1600
ATTACTCTTCAACATCCCTACATGCTCTTTCTCCCTGTGCTCCCACCCCCTATTTTTGTTATTATCAAARAARACTTCTTC
TAATGAGAAGTTGTAGGGATGTACGAGAAAGAGGGACACGAGGGTGGGGGATAAAAACAATAATAGTTTTTTTGAAGAAG

/NOTE=3"UTR OF UNC-54 >

1618 1628 1638 1648 1658 1668 1678 1680
TTAATTTCTTTGTTTTTTAGCTTCTTTTAAGTCACCTCTAACAATGAAATTGTGTAGATTCAAAAATAGAATTAATTCGT
AATTAAAGAAACAAAAAATCGAAGAAAATTCAGTGGAGATTGTTACTTTAACACATCTAAGTTTTTATCTTAATTAAGCA

/NOTE=3'UTR OF UNC-54 >

1698 1708 1718 1728 1738 1749 1758 1760
AATAAAAAGTCGAAAAAAATTGTGCTCCCTCCCCCCATTAATAATAATTCTATCCCAAAATCTACACAATGTTCTETGTA
TTATTTTTCAGCTTTTTTTAACACGAGGGAGGGGGGTAATTATTATTAAGATAGGGTTTTAGATGTGTTACAAGACACAT

/NOTE=3'UTR OF UNC-54 >

177@ 1788 1798 1ze8 1818 1828 1838 1240
CACTTCTTATGTTTTTTTTACTTCTGATAAATTTTTTTTGAAACATCATAGAAAAAACCGCACACAAAATACCTTATCAT
GTGAAGAATACAAAAAAAATGAAGACTATTTAAAAAAAACTTTGTAGTATCTTTTTTGGCGTGTGTTTTATGGAATAGTA

/NOTE=3"UTR OF UNC-54 >

1858 1868 1878 1886 1898 1908 1918 1320
ATGTTACGTTTCAGTTTATGACCGCAATTTTTATTTCTTCGCACGTCTGGGCCTCTCATGACGTCAAATCATGCTCATCG
TACAATGCAAAGTCAAATACTGGCGTTAAAAATAAAGAAGCGTGCAGACCCGGAGAGTACTGCAGTTTAGTACGAGTAGT

/NOTE=3'UTR OF UNC-54 >

1938 1948 1958 1968 1978 1988 1998 2800
TGAAAAAGTTTTGGAGTATTTTTGGAATTTTTCAATCAAGTGAAAGTTTATGAAATTAATTTTCCTGCTTTTGCTTTTTG
ACTTTTTCAAMACCTCATAAAAACCTTAAAMAGTTAGTTCACTTTCAAATACTTTAATTAAAAGGACGAAAACGAAAAAC

/NOTE=3"UTR OF UNC-54 >

2018 2028 2038 2048 2058 2068 2078 2880
GGGGTTTCCCCTATTGTTTGTCAAGAGTTTCGAGGACGGCGTTTTTCTTGCTAAAATCACAAGTATTGATGAGCACGATG
CCCCAAAGGGGATAACAAACAGTTCTCAAAGCTCCTGCCGCAAAAAGAACGATTTTAGTGTTCATAACTACTCGTGCTAC

/NOTE=3"UTR OF UNC-54 >

2096 2108 2118 2120 2138 2148 2158 2160
CAAGAAAGATCGGAAGAAGGTTTGGGTTTGAGGCTCAGTGGAAGGTGAGTAGAAGTTGATAATTTGAAAGTGGAGTAGTG
GTTCTTTCTAGCCTTCTTCCAAACCCAAACTCCGAGTCACCTTCCACTCATCTTCAACTATTAAACTTTCACCTCATCAC

/NOTE=3'UTR OF UNC-54 >

1850 1868 1e7e 1888 1098 11880 1118 1128
AGCCAGTGGAATTAACTCAAAATTACCGCCTGTTTCTTATATTAAAGCTGTTGATGTATGGATCGGAGTGTGTCTTGCAT
TCGGTCACCTTAATTGAGTTTTAATGGCGGACAAAGAATATAATTTCGACAACTACATACCTAGCCTCACACAGAACGETA

/GENE=AVR-14B CDNA >

2178 2188 2198 2100 2218 2220 2230 2240
TCTATGGGETTTTTGCCTTAAATGACAGAATACATTCCCAATATACCAAACATAACTGTTTCCTACTAGTCGGCCGTACG
AGATACCCCAMAAACGGAATTTACTGTCTTATGTAAGGETTATATGGTTTGTATTGACAAAGGATGATCAGCCGGCATGL
/NOTE=3'UTR OF UNC-54 >

103

2258 2260 2278 2188 2290 2300 2310 2320



GGLCCTTTCGTCTCGCGCGTTTCGGETGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACAGCTTET
CCEGEAAAGCAGAGCGCGCAAAGCCACTACTGCCACTTTTGGAGACTETGTACGTCGAGGGCCTCTGCCAGTETCGAACA

2338 2340 2358 2360 2378 2380 2358 24060
CTGTAAGCGGATGLCGGGAGCAGACAAGLCCGTCAGGGCGCGTCAGLGGETETTEECGGETETCGGEELTGECTTAACTA
GACATTCGCCTACGGCCCTCGTCTETTCGEGCAGTCCCGCGCAGTCGCCCACAACCGCCCACAGCCCCGACCGAATTGAT

2419 2420 24309 2440 2458 2460 2470 2480
TGCGGECATCAGAGCAGATTCTACTCAGAGTGCACCATATGCGGTGTGAAATACCGCACAGATGCGTAAGGAGAAAATACC
ACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTATACGCCACACTTTATGGCGTGTCTACGCATTCCTCTTTTATGG

2458 2508 2518 2528 2538 2548 2558 2588
GCATCAGGCGGCCTTAAGGGCCTCGTGATACGLCTATTTTTATAGGTTAATGTCATGATAATAATGGTTTCTTAGACGTC
CGTAGTCCGLCGGAATTCCCGGAGCACTATGCGGATAAAAATATCCAATTACAGTACTATTATTACCAAAGAATCTGLAG

2578 2580 2598 2600 2618 2620 2630 2640
AGGTGGCACTTTTCGGGGAAATETGLGCGEAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCA
TCCACCGTGAAAAGCCCCTTTACACGLGLCTTGGGGATAAACAAATAAAAAGATTTATGTAAGTTTATACATAGGCGAGT

2650 2660 2670 26860 26560 2700 2710 2720
TGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGTATGAGTATTCAACATTTCCGTETCGCCCTT
ACTCTGTTATTGGGACTATTTACGAAGTTATTATAACTTTTTCCTTCTCATACTCATAAGTTGTAAAGGCACAGLGGGAA

2730 2740 2750 2768 2770 2788 2790 2808
ATTCCCTTTTTTGCGGCATTTTGCCTTCCTGTTTTTGCTCACCCAGAAACGLTGGTGAARAGTAAAAGATGCTGAAGATCA
TAAGGGAAAAAACGCCCTAAAACGGAAGGACAAAAACGAGTGGGTCTTTGCGACCACTTTCATTTTCTACGACTTCTAGT

2810 2820 2830 2840 2858 2860 2878 2880
GTTGGGTGCACGAGTGGGTTACATCGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTT
CAACCCACGTGCTCACCCAATGTAGCTTGACCTAGAGTTGTCGCCATTCTAGGAACTCTCAAAAGCGGGELTTCTTGLAA

2890 2908 2910 2928 2938 2948 29560 2960
TTCCAATGATGAGCACTTTTAAAGTTCTGLTATGTGGCGCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGGT
AAGGTTACTACTCGTGAAAATTTCAAGACGATACACCGCGCCATAATAGGGCATAACTGCGGCCCGTTCTCETTGAGLCA

2978 2980 2998 1000 lele 3620 038 3040
CGCCGCATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTTACGGATGGCATGACAGT
GCEGLETATGTGATAAGAGTCTTACTGAACCAACTCATGAGTGGTCAGTGTCTTTTCGTAGAATGCCTACCGTACTGTCA

3850 3060 3e7e 3688 30390 3lae 311e 3128
AAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGALCLGA
TTCTCTTAATACGTCACGACGGTATTGEGTACTCACTATTGTGACGLCGGTTEAATGAAGACTGTTGCTAGCCTCCTGGLT

3130 3140 3158 3168 3178 3188 3198 3288
AGGAGCTAACCGCTTTTTTGCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGGGAACCGGAGCTGAATGAAGCC
TCCTCGATTGGCGAAAAAACGTGTTGTACCCCCTAGTACATTGAGCGGAACTAGCAACCCTTGGCCTCGACTTACTTLGE

3218 3220 3238 3240 3258 3260 3278 3280
ATACCAAACGACGAGCGTGACACCACGATGLCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGCGAACTACT
TATGGTTTGCTGCTCGCACTGTEETGLTACGGACATCGTTACCGTTGTTGCAACGCGTTTGATAATTGACCGCTTGATGA

3290 33e0 3310 3320 3330 3340 3350 3360
TACTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCEGLCCTTC
ATGAGATCGAAGGGCCGTTGTTAATTATCTGACCTACCTCCGCCTATTTCAACGTCCTGGTGAAGACGLGAGCLGRGAAG

3370 3388 3350 3408 3418 3428 3438 3448
CGGCTGGCTGGTTTATTGCTGATAAATCTGGAGCCGGTGAGCGTGGGTCTCGLGGTATCATTGCAGCACTGGGGCCAGAT
GCCGACCGACCAAATAACGACTATTTAGACCTCGGCCACTCGCACCCAGAGCGCCATAGTAACGTCGTGACCCCGETCTA

3450 3460 3470 34880 34390 3508 3510 3528
GETAAGCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAGGLAACTATGGATGAACGAAATAGACAGATCGLTGA
CCATTCGGGAGGGCATAGCATCAATAGATGTGCTGCCCCTCAGTCCGTTGATACCTACTTGCTTTATCTGTCTAGCGACT

3530 3540 3550 3560 3578 3580 3590 3600
GATAGGTGCCTCACTGATTAAGCATTGETAACTGTCAGACCAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTC
CTATCCACGGAGTGACTAATTCGTAACCATTGACAGTCTGGTTCAAATGAGTATATATGAAATCTAACTAAATTTTGAAG

3610 3620 3630 3648 3650 36680 3670 3680

ATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTC
TAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAAAACTATTAGAGTACTGGTTTTAGGGAATTGCACTCAAAAGCAAG

104

3690 3700 3710 3720 3730 3740 3750 3760
CACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCA
GTGACTCGCAGTCTGGEECATCTTTTCTAGTTTCCTAGAAGAACTCTAGGAAAAAAAGACGCGCATTAGACGACGAACGT

3770 3780 3790 3800 3810 3820 3g3e 3840
AACAAAAAAACCACCGLTACCAGLEETEETTTETTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGLT
TTGTTTTTTTGGTGGCGATGGTCGLCACCARACAAACGGCCTAGTTCTCGATGGTTGAGAAAAAGGC TTCCATTGACCGA

3858 3860 3870 3888 3899 3908 3918 3328
TCAGCAGAGCGCAGATACCAAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCG
AGTCGTCTCGCGTCTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGETGAAGTTCTTGAGACATCGTGGC

3930 3948 3950 39660 3970 3980 3990 4000
CCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGLGATAAGTCGTGTCTTACCGGGTTGGACTC
GGATGTATGGAGCGAGACGATTAGGACAATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAG

4018 4020 4038 4040 4858 40680 4070 4080
AAGACGATAGTTACCGGATAAGGLECAGCGETCGGECTCAACGGGGGGTTCCTCCACACAGCCCAGCTTGGAGCGAACGA
TTCTGCTATCAATGGCCTATTCCGLGTCGLCAGCCCGACTTGCCCCCCAAGCACGTGTGTCGGETCGAACCTCGCTTGLT

4698 4180 4118 4128 4138 4148 4158 4168
CCTACACCGAACTGAGATACCTACAGCGTGAGCATTGAGAAAGCGCCACGCTTCCCGAAGGGAGAAAGGCGGACAGGTAT
GGATGTGGCTTGACTCTATGGATGTCGCACTCGTAACTCTTTCGCGGTGLGAAGGGCTTCCCTCTTTCCGCCTGTCCATA

4178 4180 4198 4200 421@ 4220 4230 4240
CCGGTAAGCGGCAGGGTCGGAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGT
GGCCATTCGCCGTCCCAGCCTTETCCTCTCECGTGCTCCCTCGAAGGTCCCCCTTTGLGEACCATAGAAATATCAGGACA

4258 4268 4278 4280 4298 4300 4310 4320
CGGETTTCGCCACCTCTCACTTCAGCGTCCATTTTTGTCATGCTCGTCAGGGGCGLGGAGCCTATGCAAAAACGCCAGCA
GCCCAAAGCGGTGGAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGLCTCGRATACCTTTTTGCGGTCGT

4338 4348 4358 4368 4378 4380 4358 4408
ACGCGGCCTTTTTACGGETTCCTGECCTTTTGCTGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTG
TGCGCCGGAAAAATGLCAAGGACCGGAAAACGACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACAC

4418 4420 4438 4440 4458 4468 4478 4480
GATAACCGTATTACCGLCTTTGAGTGAGCTGATACCGCTCGCCGCAGCCGAACGACCGAGCGCAGLGAGTCAGTGAGCGA
CTATTGGCATAATGGCGGAAACTCACTCGACTATGECGAGCGGCGTCGGCTTGCTEECTCGCETCGCTCAGTCACTCGLT

4498 4508 4518 4520 4538 4548 4550 4560
GGAAGCGGAAGAGCGCCCAATACGLAAACCGLCTCTCCCCGCGCGTTGGLCGATTCATTAATGCAGCTGGCACGACAGGT
CCTTCGCCTTCTCGCGEETTATGLGETTTEGELGEAGAGGGGCGCGCAACCGGCTAAGTAATTACGTCGACCGTGCTGTCCA

4578 4580 4598 4688 4618 4620 4638 4648
TTCCCGACTGGAAAGCGGGCAGTCAGCGCAACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCAGGCTTTACAC
AAGGGCTGACCTTTCGLCCGTCACTCGLETTECGTTAATTACACTCAATCGAGTGAGTAATCCGTGEEETCLGAAATGTG

4658 4660 4578 4688 46980 4780
TTTATGCTTCCGGCTCGTATGTTGTGTGGAATTGTGAGCGGATAACAATTTCACACAGGAAACAGCT
AAATACGAAGGCCGAGCATACAACACACCTTAACACTCGCCTATTGTTAAAGTGTGTCCTTTGTCGA



pPNR94 (mgl-3 cDNA)

10 20 30 48 59 69 79 ge 1130 1140 1150 1160 117@ 1180 1130 1200
AAGCTTGCATGCCTGCAGGTCGACTCTAGAGGATCCCCGEGATTGGCCAAAGGACCCAAAGGTATGTTTCGAATGATACT TGGGETATCARACAATCAGTTGTCCGTGEATTGEAGCATCGAACATACGGAGCAATCACAATTGCTCCAATGGTACGAGA
TTCGAACGTACGGACGTCCAGCTGAGATCTCCTAGEGGECCCTAACCGETTTCCTGGGTTTCCATACAAAGCTTACTATGA ACCCCATAGTTTGTTAGTCAACAGGCACCTAACCTCOTAGCTTGTATGCCTCOTTAGTGTTAACGAGGTTACCATGCTCT

/GENE=MGL-3 CDNA >

160
AACATAACATAGAACATTTTCAGGAGGACCCTTGGAGEGTACCTCCGGATATGACATGCGTGTCGTTTCACACACCTCCG 1210 1220 1230 1240 1250 1260 1270 1280
TTETATTGTATCTTGTAAAAGTCCTCCTEGEAACCTCCCATGGAGGCCTATACTGTACGCACAGCAAAGTGTETGGAGGE AGAAACTGCATATTTGGAATATTTTCGATCACTTTCCCCAAAAGGATTTGTTTTCTTGGAAGAGTTTTTCGAGTATCTCG
/GENE=MGL-3 CDNA > TCTTTGACCTATAAACCTTATAAAAGCTAGTGAAAGGGGTTTTCCTAAACAAAAGAACCTTCTCAAAAAGCTCATAGAGC
[ /GENE=MGL-3 CDNA >

178 180 198 200 210 220 230 248
CTTCTACGGCGATATTCTTCAATTCTTCAAAATCTTTTTTTCTTCTTCCTATTGCATATTCCAATCAGTTCGACAGTARA 1298 13ee 1318 1320 1338 1348 1358 1368
GAAGATGCCGCTATAAGAAGTTAAGAAGTTTTAGAAAAAAAGAAGAAGGATAACGTATAAGGTTAGTCAAGCTGTCATTT GATGTTCGGCCACTGTAGATGTCAAGACTTTTGGAGATTGTTTTGATATGGTTAATATTACTTTGAAACAGGTTTACATC
/GENE=MGL-3 CONA > CTACAAGCCGGTGACATCTACAGTTCTGAAAACCTCTAACAAAACTATACCAATTATAATGAAACTTTGTCCAAATGTAG
/GENE=MGL-3 CDNA >

250 260 270 280 290 300 310 320
e e socosc oo s el bl il CATCGC%gggGAACAA%?i'?TTTCAT»IR:E\\?GTTCTGFI\:EgAGTTTT%:éﬂGGAATC%#E\?GTTCCA%#%ETGGTTG;E:E
TETTGARTEAC ATGGG((TGTTTAT{M‘GATSEEﬁEI::E;AEEHMGTAUTCGGC(TTCTTTACGTAGTG”GT” N GTAGCGAGTTCTTGTTAGTAAAAGTATTTACAAGACTTCCTCAAAAATGTCCTTAGGATACAAGGTAAACACCAACTGTG
/GENE=MGL-3 CDNA >
460 1458 1468 1478 1488 1438 1588 1518 1520

GTGGAAAGATTAAAGCAGATCAAGGAGTTCAGAGAATGGTGGCAATGTTATTTGCATTGGAAAAGGTTAATCGAGATAGA
CACCTTTCTAATTTCGTCTAGTTCCTCAAGTCTCTTACCACCGTTACAATAAACGTAACCTTTTCCAATTAGCTCTATCT
/GENE=MGL-3 CDNA >

TGTAAAAATAATTGCAAAAGCAATTTCAATGTACATTGAAGATGATTGTGGGAAGATTCCATTTCATAAGTGTACATTGG
ACATTTTTATTAACGTTTTCGTTAAAGTTACATGTAACTTCTACTAACACCCTTCTAAGGTAAAGTATTCACATGTAACC

/GENE=MGL-3 CDNA >

480
1530 1548 1550 1566 1576 1586 1598 1660
CAACTACTTCCACAAGCAAGTTTAGGAGCACAGATTTTGGATACATGCTCAGTTGACAGTTATGCATTGGAACAAACTCT CTCAATCAGGETTCAGAGGAGAACGTCTTCAAAGATATTATAGGAATATGTCTCTCATCAAAAACGAGLCAGCCTTAATC
GTTGATEAAGETGTTCGTTCAAATCCTCETCTCTAAAACCTATGTACGAGTCAACTGTCAATACGTAACCTTGTTTGAGA GAGTTAGTCCCAAGTCTCCTCTTGCAGAAGTTTCTATAATATCCTTATACAGAGAGTAGTTTTTGCTCGGTCGGAATTAG
/GENE=MGL-3 CDNA > /GENE=MGL-3 CDNA >
430 560 516 526 536 546 556 560 1610 1620 1630 1648 1658 1660 1678 1680
TGAGTTCATAAAATCAGTCATGTCAAATGGAGATGGAGTAACATGTGCAGATGGTTCAACTGGTTCATATACTAGACAGC GATGCGAATGGTGACGGAATCGGACGATATGATGTCTTCCAATTGGATATAAATGGAGTATATCAAAAAGTTGGAAAATG
ACTCAAGTATTTTAGTCAGTACAGTTTACCTCTACCTCATTGTACACGTCTACCAAGTTGACCAAGTATATGATCTGTCG CTACGCTTACCACTGCCTTAGCCTGCTATACTACAGAAGGTTAACCTATATTTACCTCATATAGTTTTTCAACCTTTTAC
/GENE=MGL-3 CONA > /GENE=MGL-3 CDNA >
570 580 598 580 618 620 630 540 1656 1786 1710 1720 1738 1748 1756 1768
CAGTTGTTGCAGTTGTTGGAGCTGCTGEAAGTCAAGTCAGTGTTATGGTTGCTTCGATGTTACAATTGTTCAAGATTCCT GAGATCTACAGATGATTTCTTGTCTGTTGAAGTCGAGAAAATCCETCACGCATTCAAAACAGCTCACGGAGAACGGCLGA
GTCAACAACGTCAACAACCTCGACGACCTTCAGTTCAGTCACAATACCAACGAAGCTACAATGTTAACAAGTTCTAAGGA CTCTAGATGTCTACTARAGAACAGACAACTTCAGCTCTTTTAGGCAGTGCGTAAGTTTTGTCGAGTGCCTCTTGCCGGCT
/GENE=MGL-3 CONA > /GENE=MGL-3 CDNA >
720 1770 1780 1790 1800 18160 1820 1830 1848
CAAGTCAGCTACAGTTCAACAGGAGCCGAATTAAGTGAGAAGCCCCGATTCGCTTTTTTCTCAAGAGTTGTTCCACCAGA TGAGCGTGTGCTCCACGGATTGTCCACGTGGACATTACAGAGCATATCAGGATCAGACGTGTTGTTGGGCATGTATTCCA
GTTCAGTCGATGTCAAGTTGTCCTCGGCTTAATTCACTCTTCGGGGLTAAGCGAAAAAAGAGTTCTCAACAAGGTGGTCT ACTCOCACACGAGGTGCCTAACAGGTGCACCTGTAATGTCTCGTATAGTCCTAGTCTGCACAACAACCCGTACATAAGET
/GENE=MGL-3 CDNA > /GENE=MGL-3 CDNA >
730 740 758 768 778 780 790 800 1850 1860 1870 1880 1890 1980 1910 1920
CAACCTGCAAGCTCAAGTCATGGCTAGAGTTGTTTGTTTTTCTTCACTTTTTARATCATCCTGGCATGAAATTGTTCAGA TeTCATACTTCTACAAGTATTCATAATEAAACAAGCTGTEAAGAGTETECTGTTOGAATEETTCCAGATCOAACTCTTCA
GTTGGACGTTCGAGTTCAGTACCGATCTCAACAAACAAAAAGAAGTGAAAAATTTAGTAGGACCGTACTTTAACAAGTCT ACACTATGAAGATGTTCATAAGTATTACTTTGTTCGACACTTCTCACACGACAACCTTACCAAGETCTAGCTTGAGAAGT
N /GENE=MGL-3 CDNA >

/GENE=MGL-3 CONA >
810 820 238 540 556 560 578 288 1930 1940 1950 1966 1976 1986 1996 2000

TTTTTGCGTGCCAATTCCTCCGGTTTCAATGCAATGGGACACAACATGGTCTCTAATCCCAGCTGCATTCTCAACACTTG

TTCCACCACTECAATCCACATATCTACATECARTTGE TGATACGOGATC TTATCGTCARAGAGGAATCEATTCATTTCCA AARAACGCACGGTTAAGGAGGCCAAAGTTACGTTACCCTGTGTTGTACCAGAGATTAGGGTCGACGTAAGAGTTGTGAAC

AACCTCGTEACCTTACCTGTATACATGTACGTTAACGACTATGCCCTAGAATACCACTTTCTCCTTACCTAAGTAAAGCT

FGENE=MGL-3 CDNA > /GENE=MGL-3 CDNA >

2010 26020 2030 2040 2050 2060 2070 2080

830 200 a1e 920 939 940 950 960 GAATCGCATCGACCATATTTGTTGTCTCGGTTTTCTTARAATTTTCCAATACTCCTETGATAATGGCATCTGEARGAGAG

GCAGCTECAGCTEAAAATGGAATTTGTATTEATGEAGATETACAGAAGATTTCGAGAACATEGACTEAGAAARATTTCAG CTTAGCGTAGCTGGTATAAACAACAGAGLCAAAAGAATTTTAAAAGGT TATGAGGACACTAT TACCGTAGACCTTCTCTC

CGTCGACGTCGACTTTTACCTTAAACATAACTACCTCTACATGTCTTCTAAAGCTCTTCTACCTGACTCTTTTTAAAGTC JGENEZMGL-3 CONA N
/GENE=MGL-3 CDNA >

2696 21600 2110 2120 2130 2140 2150 2160

a7e a8e 938 1089 lele le2e le3g lode CTATGTTATTGTATGATGTCTGGAATTGGAATGTGCTACACTTTGACATTTTTCTTGGTTTCTCAGCCGACTGTTATCAC

AGATCTCCTAATCCGAATGCATCGAACACGGAAGGCTCGTGGAGTGGTGATGTTTGTCGATGAAGATAATTTAAAACGAC GATACAATAACATACTACAGACCTTAACCTTACACGATGTGAAACTGTAAAAAGAACCAAAGAGTCEGCTGACAATAGTG

TCTAGAGGATTAGGCTTACGTAGCTTGTGCCTTCCGAGCACCTCACCAC TACAAACAGCTACTTCTATTAAATTTTGETG /GENE=MGL-3 CDNA N
JGENE=MGL-3 CONA >

2176 2180 2190 2200 2210 2220 2230 2240

1056 1060 1076 1680 1698 1100 1110 1120 ATGCTCAATGACTCGGATTCTAATGGGTCTATCAATGTCAGCCATTTATGCAGCAATCATCACAAAAACTAATCGACTTG

TTCTCAAGACGTTGGATCTTCTTGTAGCTGAAGGACATACCGAATTGGATAGACATTTTTGGTTTGTTGCATCCGACTCA TACGAGTTACTGAGCCTAAGATTACCCAGATAGTTACAGTCGGTAAATACGTCGTTAGTAGTGTTTTTGATTAGCTGAAC

AAGAGTTCTGCAACCTAGAAGAACATCGACTTCCTGTATGECTTAACCTATCTGTAAAAACCAAACAACGTAGGCTGAGT /GENE=MGL-2 CDNA >
JGENE=MGL-3 CONA >

2250 2260 2270 2280 2290 2360 2310 2320
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CACGAGTATTCAAACCAGATTCTGCACAAAGACCGAGGTTTATCACTCCAAAAGCTCAGGTTGGAATTTGCATGGGAATA
GTGCTCATAAGTTTGGETCTAAGACGTGTTTCTGGCTCCARATAGTGAGGTTTTCGAGTCCAACCTTAAACGTACCCTTAT
/GENE=MGL-3 CDNA >

2338 2340 2358 2360 2370 2380 2390 2400
GTATCTGTTCAACTGATCGGAACATTTGTCTGGATACTATTCGATCCACCTGGCACAATGATTGTATTTCCAACAAGAAC
CATAGACAAGTTGACTAGCCTTGTAAACAGACCTATGATAAGCTAGGTGGACCGTGTTACTAACATAAAGGTTGTTCTTG

/GENE=MGL-2 CDNA >

2410 2420 2430 2448 2458 2460 2478 2480
TGAAGCAGTATTAACTTGTAAAGCAACAACTTCTCATCTCCTTATATCTCTGCTCTACAACATTTTGCTAATTGTCGCCT
ACTTCGTCATAATTGAACATTTCGTTGTTGAAGAGTAGAGGAATATAGAGACGAGATGTTGTAAAACGATTAACAGLGGA

/GENE=MGL-3 CDNA >

2430 2500 2518 2528 2530 2548 2558 2568
GCACTGTGTATGCCTTCAAAACACGGAAAATACCGGAAAATTTCAATGAAACACGACATATTGGATTTACAATGTATTCC
CGTGACACATACGGAAGTTTTGTGCCTTTTATGGCCTTTTAAAGTTACTTTGTGCTGTATAACCTAAATGTTACATAAGG

/GENE=MGL-2 CDNA >

2578 2580 2590 2668 2618 2620 2638 2640
ACGTGTATTCTTTGGCTTGCATTCGGTCCGATTTATTTTGCGACACAGAGTGATTTCAGGATTCAAATAACATCATTGTG
TGCACATAAGAAACCGAACGTAAGCCAGGCTAAATAAAACGCTGTGTCTCACTAAAGTCCTAAGTTTATTGTAGTAACAC

/GENE=MGL-2 CDNA >

2658 2660 2670 2680 2698 2768 2718 2720
CATGTGCATATCACTTTCTGGAACAGTTGCACTTATTTGCTTTTTTGCTCCAAAGGTCTACATAGTTCTCTTCCAACCAT
GTACACGTATAGTGAAAGACCTTGTCAACGTGAATAAACGAAAAAACGAGGTTTCCAGATGTATCAAGAGAAGGTTGGTA

/GENE=MGL-3 CDNA >

273@ 2748 2750 2760 2778 2780 2798 2800
ACAAAAATGTGAGGACCCGTCAATCAGCTGTTGGACGACTCGTAAATCAACAAATGAGGTTTATGAGCCAATTGACCTAC
TGTTTTTACACTCCTGGGCAGTTAGTCGACAACCTGCTGAGCATTTAGTTGTTTACTCCAAATACTCGGTTAACTGGATG

/GENE=MGL-3 CDNA >

2810 2820 2830 2848 2858 2860 2870 2880
AACCCCGATGEATGCAACTCATATCAACCGATGTCTTCCAACCAATCCTATAAACCTAGTACAGAGGAGAGTTCTCACAC
TTGGGGCTACCTACGTTGAGTATAGTTGGCTACAGAAGGTTGETTAGGATATTTGGATCATGTCTCCTCTCAAGAGTGTG

/GENE=MGL-3 CDNA >

23390 2900 2918 2920 2930 2948 2958 2960
GAGCAACGCTCAGGTACAACAGCCAACTCGAGCGATCCCTCCGCATGTAATTGAACAATTGGCAGCGAGTCTACCGATTA
CTCGTTGCGAGTCCATGTTGTCGGTTGAGCTCGLTAGGGAGGLGTACATTAACTTGTTAACCGTCGCTCAGATGGCTAAT

/GENE=MGL-3 CDNA >

2570 2980 2990 3000 3018 3020 ELEL] 3940
GTGATAAAAATGATTTGGTGAAAAAGTTGTCACTCCAAGACAAATTCTTCAACAATAACAATAATAACGAGAACAGTGAA
CACTATTTTTACTAAACCACTTTTTCAACAGTGAGGTTCTGTTTAAGAAGTTGTTATTGTTATTATTGCTCTTGTCACTT

FGENE=MGL-3 CDNA >

3120
GAGATTCGTCGTCGTCOTCCGAGCAGTGTTCATACAGTCGGAGCAGTTACAAATGGCTCATCAGTTGCTCATATTCCACC
CTCTAAGCAGCAGCAGCAGGLTCGTCACAAGTATGTCAGCCTCGTCAATGTTTACCGAGTAGTCAACGAGTATAAGGTGE

/GENE=MGL-3 CDNA >

3130 3140 3158 3168 3178 3186 3198 3208
AAGAAGCTACACAGATGAACCAAAATCATCAATGATCAGACAGGACACTGCAAAGAGTAGAACAAGTCTTGCAGAATCTC
TTCTTCGATGTGTCTACTTGGTTTTAGTAGTTACTAGTCTGTCCTGTGACGTTTCTCATCTTGTTCAGAACGTCTTAGAG

/GENE=MGL-2 CDNA >

321@ 3220 3230 3240 3250 3260 3270 3280
ATCAAGTTGACCTTATTCTGGAAGAAATTGCAGCCGACACTAATTCCACTTTTCTTTGAGAATTCCAACTGAGCGCCGGT
TAGTTCAACTGGAATAAGACCTTCTTTAACGTCGGCTGTGATTAAGGTGAAAAGAAACTCTTAAGGTTGACTCGCGGCCA

/GENE=MGL-2 CDNA >

3290 3300 3310 3320 3330 3348 3358 3360
CGCTACCATTACCAACTTGTCTGETGTCAAAAATAATAGEGGCCGCTGTCATCAGAGTAAGTTTAAACTGAGTTCTACTA
GCGATGGTAATGGTTGAACAGACCACAGTTTTTATTATCCCCGGCGACAGTAGTCTCATTCAAATTTGACTCAAGATGAT

337@ 3380 3330 3400 3410 3420 3430 3440

ACTAACGAGTAATATTTAAATTTTCAGCATCTCGCGCCCETGCCTCTGACTTCTAAGTCCAATTACTCTTCAACATCCCT
TEATTGCTCATTATAAATTTAAAAGTCGTAGAGCGCGEGCACGGAGACTGAAGATTCAGGTTAATGAGAAGTTGTAGGGA
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3'UTR OF UNC-54 >

3450 3460 3470 3480 3490 3500 3510 3520
ACATGCTCTTTCTCCCTGTGCTCCCACCCCCTATTTTTGTTATTATCAAAAAAACTTCTTCTTAATTTCTTTGTTTTTTA
TGTACGAGAAAGAGGGACACGAGGGTGGELEATAAAAACAATAATAGTTTTTTTGAAGAAGAATTAAAGAAACAAAARAT

3'UTR OF UNC-54 >

3538 3548 3550 3568 3578 3588 35968 3500
GCTTCTTTTAAGTCACCTCTAACAATGAAATTGTGCTAGATTCAAAAATAGAATTAATTCGTAATAAAAAGTCGAAAARAA
CGAAGAAAATTCAGTGGAGATTGTTACTTTAACACATCTAAGTTTTTATCTTAATTAAGCATTATTTTTCAGCTTTTTTT

3'UTR OF UNC-54 >

3610 3620 3630 3640 3658 3660 3676 3580
TTETECTCCCTCCCCCCATTAATAATAATTCTATCCCAAAATCTACACAATGTTCTGTGTACACTTCTTATGTTTTTTTT
AACACGAGGGAGGGEGETAATTATTATTAAGATAGGGTTTTAGATGTGTTACAAGACACATGTGAAGAATACAAAAAAAA

3'UTR OF UNC-54 >

3690 3700 3710 3720 3730 3740 3750 3760
ACTTCTGATAAATTTTTTTTGAAACATCATAGAAAAAACCGCACACAAAATACCTTATCATATGTTACGTTTCAGTTTAT
TGAAGACTATTTAAAAAAAACTTTGTAGTATCTTTTTTGGCGTGTGTTTTATGGAATAGTATACAATGCAAAGTCAAATA

3'UTR OF UNC-54 >

3778 3780 3750 3ze0 3818 38280 3830 3840
GACCGCAATTTTTATTTCTTCGCACGTCTGGGLCTCTCATGACGTCAAATCATGCTCATCGTGAAAAAGTTTTGGAGTAT
CTGGCGTTAAAAATAAAGAAGCGTGCAGACCCGGAGAGTACTGCAGTTTAGTACGAGTAGCACTTTTTCAAAACCTCATA

3'UTR OF UNC-54 >

3850 3860 3870 3880 38960 3966 3916 3920
TTTTGGAATTTTTCAATCAAGTGAAAGTTTATGAAATTAATTTTCCTGCTTTTGCTTTTTGGGEETTTCCCCTATTGTTT
AARACCTTAAAAAGTTAGTTCACTTTCAAATACTTTAATTAAAAGGACGAAAACGAAAAACCCCCAAAGGGGATAACAAA

3'UTR OF UNC-54 >

3938 3940 3950 3960 39786 3986 39960 4800
GTCAAGAGTTTCGAGGACGGCGTTTTTCTTGCTAAAATCACAAGTATTGATGAGCACGATGCAAGAAAGATCGGAAGAAG
CAGTTCTCAAAGCTCCTGLCGCAAAAAGAACGATTTTAGTGTTCATAACTACTCGTGCTACGTTCTTTCTAGCCTTCTTL

3'UTR OF UNC-54 >

4018 4028 4038 4040 4850 4860 4676 4080
GTTTGEGTTTGAGGLTCAGTGGAAGGTGAGTAGAAGTTGATAATTTGAAAGTGGAGTAGTGTCTATGGGGTTTTTGCCTT
CAMACCCAAACTCCGAGTCACCTTCCACTCATCTTCAACTATTAAACTTTCACCTCATCACAGATACCCCAAAAACGGAA

3'UTR OF UNC-54 >

4098 4180 4118 4128 4138 4148 4158 4160
AAATGACAGAATACATTCCCAATATACCAAACATAACTGTTTCCTACTAGTCGGCCGTACGGGCCCTTTCGTCTCGCGLG
TTTACTGTCTTATGTAAGGGTTATATGETTTGTATTGACAAAGGATGATCAGCCGGCATGCCCGERAAAGCAGAGCGCGL

3'UTR OF UNC-54 >

4178 4180 4138 4200 4210 4228 4238 4240
TTTCGETGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGEAGACGGTCACAGCTTGTCTGTAAGLGGATGCCGGRA
AAAGCCACTACTGCCACTTTTGGAGACTETGTACGTCGAGGGLCTCTGCCAGTETCGAACAGACATTCGCCTACGGLCCT

4256 4260 4270 4180 4298 4368 41318 4320
GCAGACAAGCCCGTCAGGGLGCGTCAGLGGGTGTTGGCGEETETCGGGGCTGGCTTAACTATGCGGCATCAGAGCAGATT
CGTCTGTTCGGGCAGTCCCGCGCAGTCGLCCACAACCGCCCACAGCCCCGACCGAATTGATACGCCGTAGTCTCGTCTAA

4338 4340 4358 4360 4370 43860 4398 4480
GTACTGAGAGTGCACCATATGCGGTGTGAAATACCGCACAGATGCGTAAGGAGAAAATACCGCATCAGGCGGCCTTAAGS
CATGACTCTCACGTGGTATACGCCACACTTTATGGCGTGTCTACGCATTCCTCTTTTATGGCGTAGTCCGCCGGAATTCC

4410 4420 4430 4440 4450 4460 4470 4480
GCCTCGTGATACGCCTATTTTTATAGGTTAATGTCATGATAATAATGGTTTCTTAGACGTCAGGTGGCACTTTTCGGGGA
CGGAGCACTATGCGEATAAAAATATCCAATTACAGTACTATTATTACCAAAGAATCTGCAGTCCACCGTGAAAAGCCCCT

4496 4500 4518 4520 4538 4548 4558 4568
AATGTGCGCGGAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATCCGCTCATGAGACAATAACCCTGATA
TTACACGCGCCTTGGEGGATAAACAAATAAAAAGATTTATGTAAGTTTATACATAGGCGAGTACTCTGTTATTGGGACTAT

4578 4580 4538 4600 4618 4620 46360 4840
AATGCTTCAATAATATTGAAAAAGGAAGAGTATGAGTATTCAACATTTCCGTETCGCCCTTATTCCCTTTTTTGCGECAT
TTACGAAGTTATTATAACTTTTTCCTTCTCATACTCATAAGTTGTAAAGGCACAGCGGGAATAAGGGAAAAAACGCCGTA



4650 4668 4676 4680 4698 4700 4718 4728
TTTGCCTTCCTGTTTTTGCTCACCCAGAAACGCTGETGAAAGTAAAAGATGCTGAAGATCAGTTGGETGCACGAGTGGET
AAACGGAAGGACAAAAACGAGTGGGTCTTTGCGACCACTTTCATTTTCTACGACTTCTAGTCAACCCACGTGCTCACCCA

4730 4746 4758 4760 4778 4788 4798 4808
TACATCGAACTGGATCTCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAGAACGTTTTCCAATGATGAGCACTTT
ATGTAGCTTGACCTAGAGTTGTCGCCATTCTAGGAACTCTCAAAAGCGGGGCTTCTTGCAAAAGGTTACTACTCGTGAAA

4810 4828 4338 4348 4858 4860 4878 4888
TAAAGTTCTGCTATGTGGCGLGGTATTATCCCGTATTGACGCCGGGCAAGAGCAACTCGETCGCCGCATACACTATTCTC
ATTTCAAGACGATACACCGCGLCATAATAGGGCATAACTGCGGCCCGTTCTCGTTGAGCCAGCGGCGTATGTGATAAGAG

4890 49500 4916 4920 4338 4940 4950 4960
AGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTTACGGATGGCATGACAGTAAGAGAATTATGCAGTGCT
TCTTACTGAACCAACTCATGAGTGGTCAGTGTCTTTTCGTAGAATGCCTACCGTACTGTCATTCTCTTAATACGTCACGA

4978 4988 4598 5088 5018 5828 5838 5848
GCCATAACCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAGGACCGAAGGAGCTAACCGCTTTTTT
CGGTATTGGTACTCACTATTGTGACGCCGGTTGAATGAAGACTGTTGCTAGCCTCCTGGCTTCCTCGATTGGLGAAAAAA

5850 5868 5076 50860 5098 5108 5118 5128
GCACAACATGGGGGATCATGTAACTCGCCTTGATCGTTGEGAACCGGAGCTGAATGAAGCCATACCAAACGACGAGLGTE
CGTGTTGTACCCCCTAGTACATTGAGCGGAACTAGCAACCCTTGGCCTCGACTTACTTCGGTATGETTTGCTGCTCGCAC

5280
ACACCACGATGCCTGTAGCAATGGCAACAACCTTGCGCAAACTATTAACTGGCGAACTACTTACTCTAGCTTCCCGGLAA
TETGGETGCTACGGACATCGTTACCGTTETTGCAACGCGTTTGATAATTGACCGCTTGATGAATGAGATCGAAGGGCCETT

5218 5228 5238 5248 5258 5268 5278 5288
CAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGGCCCTTCCGGCTGGCTGGTTTATTGL
GTTAATTATCTGACCTACCTCCGCCTATTTCAACGTCCTEETGAAGACGCGAGCCGGGAAGGCCGACCGACCAAATAACG

5290 5300 5310 5320 5338 5348 5358 5368
TGATAAATCTGGAGCCGGTGAGCGTGGETCTCGLGGTATCATTGCAGCACTGGEGCCAGATGGTAAGCCCTCCCGTATCG
ACTATTTAGACCTCGGCCACTCGCACCCAGAGCGCCATAGTAACGTCGTGACCCCGGTCTACCATTCGGGAGGGCATAGT

5370 5380 5398 5400 541@ 5420 54380 5448
TAGTTATCTACACGACGGGGAGTCAGGLAACTATGGATGAACGAAATAGACAGATCGCTGAGATAGGTGCCTCACTGATT
ATCAATAGATGTGCTGCCCCTCAGTCCGTTGATACCTACTTGCTTTATCTGTCTAGCGACTCTATCCACGGAGTGACTAA

5458 5468 5478 5488 5498 5508 5518 5528
AAGCATTGGTAACTGTCAGACCAAGTTTACTCATATATACTTTAGATTGATTTAAAACTTCATTTTTAATTTAAAAGGAT
TTCGTAACCATTGACAGTCTGGTTCAAATGAGTATATATGAAATCTAACTAAATTTTGAAGTAAAAATTAAATTTTCCTA

5530 5540 5558 5560 5578 5580 5598 5600
CTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTTAACGTGAGTTTTCGTTCCACTGAGCGTCAGACCCCG
GATCCACTTCTAGGAAAAACTATTAGAGTACTGGTTTTAGGGAATTGCACTCAAAAGCAAGGTGACTCGCAGTCTGGEEC

5610 5628 5638 5640 5658 5660 5670 5680
TAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGCTGCTTGCAAACAAAAAAACCACCGCTA
ATCTTTTCTAGTTTCCTAGAAGAACTCTAGGAAAAAAAGACGCGCATTAGACGACGAACGTTTGTTTTTTTGGTGGCGAT

5690 5780 5718 5720 573@ 57460 5758 5760
CCAGCGGTGETTTGTTTGCCGEATCAAGAGCTACCAACTCTTTTTCCGAAGGTAACTGGCTTCAGCAGAGCGCAGATACT
GGTCGCCACCAAACAAACGGLCTAGTTCTCGATGETTGAGAAAAAGGCTTCCATTGACCGAAGTCGTCTCGCGTCTATGE

5778 5780 5798 5800 5810 5820 5830 5840
AAATACTGTCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTAGCACCGCCTACATACCTCGCTCTGEL
TTTATGACAGGAAGATCACATCGGCATCAATCCGETGGTGAAGTTCTTGAGACATCGTGGCGGATGTATGGAGCGAGALG

5858 5868 5878 5888 5898 5908 5918 5928
TAATCCTGTTACCAGTGGCTGLTGCCAGTGGCGATAAGTCGTGTCTTACCGGGTTGGACTCAAGACGATAGTTACCGGAT
ATTAGGACAATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGCCCAACCTGAGTTCTGCTATCAATGGCCTA

5930 5940 5958 5960 5976 5980 5998 6080
AAGGCGCAGCGGTCEEGLTGAACGGGEEETTCGTGCACACAGCCCAGCTTGGAGCGAACGACCTACACCGAACTGAGATA
TTCCGCETCECCAGCCCGACTTGLCCCCCAAGCACGTGTGTCGGGETCRAACCTCGCTTGLTGGATGTGGCTTGACTCTAT

6018 6828 6038 6040 6058 6060 6780 6088

CCTACAGCGTGAGCATTGAGAAAGCGCCACGCTTCLCGAAGGGAGAAAGGCGGACAGGTATCCGGTAAGCGGCAGGGTCG
GGATGTCGCACTCGTAACTCTTTCGCGETGCGAAGGGCTTCCCTCTTTCCGCCTGTCCATAGGCCATTCGCCGTCCCAGT

107

6160
GAACAGGAGAGCGCACGAGGGAGCTTCCAGGGGGAAACGCCTGGTATCTTTATAGTCCTGTCGGGTTTCGCCACCTCTGA
CTTGTCCTCTCGCGTGCTCCCTCGAAGGTCCCCCTTTGCEGACCATAGAAATATCAGGACAGCCCAAAGCGGTGGAGACT

6170 6180 6190 6200 6210 6220 6230 6240
CTTGAGCCTCCATTTTTGTCATCCTCGTCAGGGGGECGEAGCCTATGGAAAAACGCCAGCAACGCGGCCTTTTTACGGTT
GAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCECCTCGGATACCTTTTTGCGGTCGTTGCGCCGGAAAAATGLCAA

6258 6260 6270 6288 6298 6380 6318 5320
CCTGGCCTTTTGCTGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGATTCTGTGGATAACCGTATTACCGLCT
GGACCGGAAAACGACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTAAGACACCTATTGGCATAATGLLGGA

6330 6340 6350 6360 6370 6380 63960 6400
TTGAGTGAGCTGATACCGCTCGCCGCAGCCGAACGACCGAGCGLAGCGAGTCAGTGAGCGAGGAAGCGGAAGAGLGLCCA
AACTCACTCGACTATGGCGAGCGGLGTCGGCTTGLTGGCTCGCGTCGCTCAGTCACTCGCTCCTTCGCCTTCTCGLGEET

6418 6428 6430 6448 6458 6460 64768 5480
ATACGCAAACCGCCTCTCCCCGCGCGTTGGCCGATTCATTAATGCAGCTGGCACGACAGGTTTCCCGACTGGAAAGLGREG
TATGCGTTTGGCGGAGAGGGGLGLGCAACCGGLTAAGTAATTACGTCGACCGTGCTGTCCAAAGGGCTGACCTTTLGLCC

6490 6500 E51@ 6528 6520 6540 €558 £560
CAGTGAGCGCAACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCAGGCTTTACACTTTATGCTTCCGGLTCGTA
GTCACTCGCGTTCCGTTAATTACACTCAATCGAGTCAGTAATCCCTGGGETCCGAAATGTGAAATACGAAGGCCGAGCAT

6578 6580 6590 6600 6618 6620 6630 5640
TETTGTGTGGAATTGTGAGCGEATAACAATTTCACACAGGAAACAGCTATGACCATGATTACGCCAAGCTGTAAGTTTAA
ACAACACACCTTAACACTCGLCTATTGTTAAAGTGTGTCCTTTGTCGATACTGGTACTAATGCGGTTCGACATTCAAATT

6650 6660 6670 6680 66390 6700 6716 6720
ACATGATCTTACTAACTAACTATTCTCATTTAAATTTTCAGAGCTTAAAAATGGCTGAAATCACTCACAACGATGGATAC
TGTACTAGAATGATTGATTGATAAGAGTAAATTTAAAAGTCTCGAATTTTTACCGACTTTAGTGAGTGTTGCTACCTATG

6730 6740
GCTAACAACTTGGAAATGAAAT
CEATTGTTGAACCTTTACTTTA



pNR56 (glc-3 cDNA)

i@ 28 3@ 4@ 58 60 78 =]
ATGACCATGATTACGCCAAGCTTGCATGCCTGCAGGTCGACTCTAGAGGATCCCCGGGATTGGCCAAAGGACCCAAAGGT
TACTGGTACTAATGCGGTTCGAACGTACGGACGTCCAGCTGAGATCTCCTAGGGGCCCTAACCGGTTTCCTGGGTTTCCA

EL] 100 110 120 138 140 158 160
ATGTTTCGAATGATACTAACATAACATAGAACATTTTCAGGAGGACCCTTGGCTAGCATACTTGATGAGTCTCCGTTCAC
TACAAAGCTTACTATGATTGTATTGTATCTTGTAAAAGTCCTCCTEGGAACCGATCGTATGAACTACTCAGAGGLAAGTG

/GENE=GL >

17e 1s@ 190 200 210 220 230 240
TTCTCAATATTCTGCTTATTGTTGCATTTTGGATAGTTGGAGGAAATTGCGATGCTTCCTCGGATACCGAAATTATCAAG
AAGAGTTATAAGACGAATAACAACGTAAAACCTATCAACCTCCTTTAACGCTACGAAGGAGCCTATGGCTTTAATAGTTC

/GENE=GLC-3 CDNA >

258 2608 278 280 298 3ee 318 320
AAACTGCTCGGAAAAGGATATGACTGGEAGAGTACGTCCGCCTGETATTAACCTAACAATTCCTGGAACTCACGGAGCAGT
TTTGACGAGCCTTTTCCTATACTGACCTCTCATGCAGGLGGACCATAATTGGATTGTTAAGGACCTTGAGTGCCTCGTCA

/GENE=GLC-3 CDNA >

330 340 350 360 378 380 398 400
CATTGTTTATGTGAACATGCTGATTAGAAGTATTTCGAAAATAGACGATGTGAATATGGAGTACAGTGTTCAATTGACTT
GTAACAAATACACTTGTACGACTAATCTTCATAAAGCTTTTATCTGCTACACTTATACCTCATGTCACAAGTTAACTGAA

/GENE=GLC-3 CDNA >

41@ 428 43@ 448 458 468 478 488
TCCGAGAGGAATGGGTTGALCGGACGGLTGGCTTACGGGTTTCCAGGLGATTCGACGCCAGATTTCTTGATTTTGACTGCA
AGGCTCTCCTTACCCAACTGLCTGCCGACCGAATGCCCAAAGGTCCGCTAAGCTGCGGTCTAAAGAACTAAAACTGACGT

/GENE=GLC-3 CDNA >

430 500 516 520 538 540 558 560
GGACAGCAGATTTGGATGCCAGATAGTTTTTTCCAGAACGAAAAACAAGCTCACAAACACGACATCGACAAGCCGAATGT
CCTGTCETCTAAACCTACGGTCTATCAAAAAAGGTCTTGCTTTTTETTCGAGTGTTTGTGCTGTAGCTGTTCGGCTTACA

FGENE=GLC-3 CDNA >

570 580 590 600 618 620 638 640
GCTAATTCGAATTCATAGAGACGGTCGAATTCTTTACTCGGTTCGAATTTCGATGGTTTTGTCATGTCCGATGCATTTAC
CGATTAAGCTTAAGTATCTCTGCCAGCTTAAGAAATGAGCCAAGCTTAAAGC TACCAAAACAGTACAGGCTACGTAAATG

/GENE=GLC-3 CDNA >

650 660 670 680 €98 700 718 720
AATACTATCCAATGGATGTTCAAACGTGTCTGATTGATCTTGCCTCTTACGCATATACTGAAAATGATATCGAGTATCGA
TTATGATAGGTTACCTACAAGTTTGCACAGACTAACTAGAACGGAGAATGCGTATATGACTTTTACTATAGCTCATAGCT

FGENE=GLC-3 CDNA >

730 748 750 760 770 788 798 a0e
TGGAAGAAGACTGATCCAGTTCAATTGAAGAAAGGACTGCATTCTTCACTTCCAAGTTTTGAACTTAATAATGTTGATAC
ACCTTCTTCTGACTAGGTCAAGTTAACTTCTTTCCTGACGTAAGAAGTGAAGGTTCAAAACTTGAATTATTACAACTATG

/GENE=GLC-3 CDNA >

>/note=A_to_G_silent
|
a1e 82e CELD) 840 LR 860 a7e 880
AACTTTATGTACGAGTAAAACAAATACAGGGACTTACTCCTGTCTACGAACAGTCTTGGAACTGAGACGACAGTTCAGTT
TTGAAATACATGCTCATTTTGTTTATGTCCCTGAATGAGGACAGATGCTTGTCAGAACCTTGACTCTGCTGTCAAGTCAA
/GENE=GLC-3 CDNA >

a89e se8 91e 528 938 548 958 960
ATTATCTTCTTCAATTATATATTCCATCAACAATGTTAGTGATCGTCTCATGGGTATCGTTTTGGC TAGACAGAGGTGCT
TAATAGAAGAAGTTAATATATAAGGTAGTTGTTACAATCACTAGCAGAGTACCCATAGCAAAACCGATCTGTCTCCACGA

/GENE=GLC-3 CDNA >

976 980 996 o080 lale 1920 la3e 1848
GTCCCCGCACGAGTCACTTTGGGAGTAACTACTCTACTCACAATGACCACACAGGCCTCCGGAATCAACGLCAAACTTCC
CAGGGGLGTGLTCAGTGAAALCCTCATTGATGAGATGAGTGTTACTGGTGTETCCGRAGGLCTTAGTTGCEETTTGAAGG

FGENE=GLC-3 CDNA >

1les5e leece le7e lese 1698 1lee 1118 1120
ACCGGTCTCATACACAAAAGCGATCGATGTTTGGATTGGCGCCTGCCTTACTTTTATTTTTGGTGCTTTATTAGAATTTG
TGGCCAGAGTATGTGTTTTCGCTAGCTACAAACCTAACCGCGGACGGAATCAAAATAAAAACCACGAAATAATCTTAAAC

108

FGENE=GLC-3 CDNA

1138 1148 11508 1168 1178 1188 1198 1200
CATGGGTAACTTACATATCGTCGAGGAGTTTTTATAAACGAAATAAAAACTGCTCAAGTCGAAATTCACTATTGATCGAA
GTACCCATTGAATGTATAGCAGCTCCTCAAAAATATTTGCTTTATTTTTGACGAGTTCAGCTTTAAGTGATAACTAGCTT

JGENE=GLC-3 CDNA

1218 1220 1230 1248 1258 1268 1278 1280
ACAAAACAGGCACTGATTATTCCGAACACAGTGGTAGCTCAGTTTCCAGAGCATCCCGAGGAAGTGLAAATGGGETTGGE
TETTTTGTCCGTGACTAATAAGGCTTGTGTCACCATCGAGTCAAAGGTCTCGTAGGGCTCCTTCACCTTTACCCCAACCE

JGENE=GLC-3 CDNA

1368
TCAGGCTCCAGATGTTTGGATTCGACAGTCTGGAAATGGAAAAACTGTAAGTAGAGTAAATGGGCATATCAATCACAACA
AGTCCGAGGTCTACAAACCTAAGCTGTCAGACCTTTACCTTTTTGACATTCATCTCATTTACCCGTATAGTTAGTGTTGT

/GENE=GLC-3 CDNA

1378 1380 13390 1408 1418 1428 1438 1440
ATGATGAGGLCGCGGAGCTCATCATTTTTGACGCCAAGCACAAAAATCGCCGATTTGTTTGETGGACTAACTTTCGARAT
TACTACTCCGGCGCCTCGAGTAGTAAAAACTGLGGTTCGTGTTTTTAGCGGCTAAACARACCACCTGATTGAAAGCTTTA

/GENE=GLC-3 CDNA

1458 1460 1470 1428 1498 1508 1518 1520
ATTCGACTAATTAGATGGATTCGAAATCGATTAAATGTTGATGATAACGCGAAAAGGGCGGATTTAATATCAAGAGTCCT
TAAGCTGATTAATCTACCTAAGCTTTAGCTAATTTACAACTACTATTGCGCTTTTCCCGCCTAAATTATAGTTCTCAGGA

/GENE=GLC-3 CDNA

1538 1548 1550 1568 1578 1588 1598 1600
ATTTCCTACTCTCTTCETATGTTTCAACTTTGTCTACTGGACCAAGTATTCACAATATCACGCACCGGAAGCCARATGAG
TAAAGGATGAGAGAAGCATACAAAGTTGAAACAGATGACCTGGTTCATAAGTGTTATAGTGCGTGGCCTTCGGTTTACTC

FGENE=GLC-3 CDNA >

1618 1620 1638 1648 1658 16668 1678 1680
GTACCATGGTATTGATATCTGAGCTCCGCATCGGCCGCTGTCATCAGATCGCCATCTCOCGCCCGTRCCTCTGACTTCTA
CATGGTACCATAACTATAGACTCGAGGLGTAGLCGGCGACAGTAGTCTAGCGGTAGAGCGCGGGCACGGAGACTGAAGAT

___/NOTE=3'UTR OF UNC-5

1638 1700 1718 1728 1738 1748 1758 1768
AGTCCAATTACTCTTCAACATCCCTACATGCTCTTTCTCCCTGTGCTCCCACCCCCTATTTTTGTTATTATCAAAAAAAC
TCAGGTTAATGAGAAGTTGTAGGGATGTACGAGAAAGAGGGACACGAGGGTGGEGGATAAAAACAATAATAGTTTTTTTG

/NOTE=3"UTR OF UNC-54

177@ 1780 1730 1868 181a 1828 1830 1848
TTCTTCTTAATTTCTTTGTTTTTTAGCTTCTTTTAAGTCACCTCTAACAATGAAATTGTGTAGATTCAAAAATAGAATTA
AAGAAGAATTAAAGAAACAAARAATCGAAGAAAATTCAGTGGAGATTGTTACTTTAACACATCTAAGTTTTTATCTTAAT

/NOTE=3"'UTR OF UNC-54

1856 1860 1870 1888 1398 1908 1918 1320
ATTCGTAATAAAAAGTCGAAAAAAATTGTGLTCCCTCCCCCCATTAATAATAATTCTATCCCAAAATCTACACAATGTTC
TAAGCATTATTTTTCAGCTTTTTTTAACACGAGGGAGGGGEGTAATTATTATTAAGATAGGETTTTAGATGTGTTACAAG

/NOTE=3"'UTR OF UNC-54

1938 1948 1950 1560 1378 1988 1990 2000
TGTGTACACTTCTTATGTTTTTTTTACTTCTGATAAATTTTTTTTGAAACATCATAGAAAAAACCGCACACAAAATACCT
ACACATGTGAAGAATACAAAAAAAATGAAGACTATTTAAAAAAAACTTTGTAGTATCTTTTTTGGCGTGTGTTTTATGGA

/NOTE=3"UTR OF UNC-54

2e1@ 20820 2030 2048 2058 2068 2070 20880
TATCATATGTTACGTTTCAGTTTATGACCGCAATTTTTATTTCTTCGCACGTCTGGGCCTCTCATGACGTCAAATCATGE
ATAGTATACAATGCAAAGTCAAATACTGGCGTTAAAAATAAAGAAGCGTGCAGACCCGGAGAGTACTGCAGTTTAGTACG

/NOTE=3"UTR OF UNC-54

2096 2100 2118 2128 2138 2148 2158 2168
TCATCGTGAAAAAGTTTTGGAGTATTTTTGGAATTTTTCAATCAAGTGAAAGTTTATGAAATTAATTTTCCTGCTTTTGE
AGTAGCACTTTTTCAAAACCTCATAAAAACCTTAAAAAGTTAGTTCACTTTCAAATACTTTAATTAAAAGGACGAAAACG

/NOTE=3"UTR OF UNC-54

2240
TTTTTGGGGGTTTCCCCTATTGTTTGTCAAGAGTTTCGAGGACGGLGTTTTTCTTGCTAAAATCACAAGTATTGATGAGT
AAAAACCCCCAAAGGGEATAACAAACAGTTCTCAAAGCTCCTGCCGCAAAAAGAACGATTTTAGTGTTCATAACTACTCG

/NOTE=3"'UTR OF UNC-54
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>



2258 2268 2270 2288 2298 2300 2318 2320
ACGATGCAAGAAAGATCGGAAGAAGGTTTGGGTTTGAGGCTCAGTGGAAGGTGAGTAGAAGTTGATAATTTGAAAGTGGA
TGCTACGTTCTTTCTAGCCTTCTTCCAAACCCAAACTCCGAGTCACCTTCCACTCATCTTCAACTATTAAACTTTCACCT

/NOTE=3"'UTR OF UNC-54 >

2330 2340 2350 2368 2370 2380 2350 2400
GTAGTGTCTATGGGGTTTTTGCCTTAAATGACAGAATACATTCCCAATATACCAAACATAACTGTTTCCTACTAGTCGGE
CATCACAGATACCCCAAAAACGEAATTTACTGTCTTATGTAAGGGTTATATGGTTTGTATTGACAAAGGATGATCAGCCG

JNOTE=3"UTR OF UNC-54 >

2418 2420 2438 2449 2458 2468 2478 24808
CGTACGGGCCCTTTCGTCTCGCGLGTTTCGGTCGATGACGGTGAAAACCTCTGACACATGCAGCTCCCGGAGACGGTCACA
GCATGCCCGGGAAAGCAGAGLGLELAAAGCCACTACTGLCACTTTTGGAGACTGTGTACGTCGAGGGLCTCTGCCAGTGT

2438 2500 2518 25289 2538 2548 2558 25608
GCTTGTCTGTAAGCGGATGCCGEEAGCAGACAAGCCCGTCAGGGCGCGTCAGCGGGTGTTGGLGEGTGTCGGGGCTGELT
CGAACAGACATTCGCCTACGGCCCTCGTCTGTTCGGGCAGTCCCGCGCAGTCGCCCACAACCGCCCACAGCCCCGALCGA

2578 2580 2598 2609 2610 26268 2630 2648

TAACTATGCGGCATCAGAGCAGATTGTACTGAGAGTGCACCATATGCGGTGTGAAATACCGCACAGATGCGTAAGGAGAA
ATTGATACGCCGTAGTCTCGTCTAACATGACTCTCACGTGGTATACGCCACACTTTATGGCGTGTCTACGCATTCCTCTT

2650 2660 2670 2688 2698 2760 2718 2720
AATACCGCATCAGGCGGLCTTAAGGGCCTCGTGATACGCCTATTTTTATAGGTTAATGTCATGATAATAATGGTTTCTTA
TTATGGCGTAGTCCGCCGLAATTCCCGGAGCACTATGCGGATAAAAATATCCAATTACAGTACTATTATTACCAAAGAAT

2730 2740 2750 2768 2778 27860 27560 2800
GACGTCAGGTGGCACTTTTCGGECAAATCTCCCCECAACCCCTATTTGTTTATTTTTCTAAATACATTCAAATATGTATC
CTGCAGTCCACCGTGAAAAGLCCCTTTACACGCGLCTTGGGGATAAACAAATAAAAAGATTTATGTAAGTTTATACATAG

2810 2820 2830 2848 2850 28660 2870 2880
CGCTCATGAGACAATAACCCTGATAAATGCTTCAATAATATTGAAAAAGGAAGAGTATGAGTATTCAACATTTCCGTGTC
GCGAGTACTCTGTTATTGGGACTATTTACGAAGTTATTATAACTTTTTCCTTCTCATACTCATAAGTTGTAAAGGCACAG

2940 2956 2960
GCCCTTATTCCCTTTTTTGLGGCATTTTGCCTTCCTGTTTTTGC TCACCCAGAAACGCTGGTGAAAGTAAAAGATGCTGA
CGGGAATAAGGGAAAAAALGLCGTAAAACGGAAGGACAAAAACGAGTGEGTCTTTGCGACCACTTTCATTTTCTACGACT

2979 2980 2930 3000 lele 3020 3030 3040
AGATCAGTTGGGTGCACGAGTGEGTTACATCGAACTGGATC TCAACAGCGGTAAGATCCTTGAGAGTTTTCGCCCCGAAG
TCTAGTCAACCCACGTGCTCACCCAATGTAGCTTGACCTAGAGTTETCGCCATTCTAGGAACTCTCAAAAGLGGGGCTTC

3050 3060 3eve 3080 @50 3160 31le 3120
AACGTTTTCCAATGATGAGCACTTTTAAAGTTCTGCTATGTGGCGCGGTATTATCCCGTATTGACGCCGGGCAAGAGCAA
TTGCAAAAGGTTACTACTCGTGAAAATTTCAAGACGATACACCGCGCCATAATAGGGCATAACTGCGGCCCGTTCTCLTT

313 3140 3150 3168 3l7e 3180 3150 3200
CTCGGTCGCCGLATACACTATTCTCAGAATGACTTGGTTGAGTACTCACCAGTCACAGAAAAGCATCTTACGGATGGCAT
GAGCCAGCGGLGTATGTGATAAGAGTCTTACTGAACCAACTCATGAGTGGTCAGTGTCTTTTCGTAGAATGCCTACCGTA

3210 3220 3230 3248 3250 32660 3270 3280
GACAGTAAGAGAATTATGCAGTGCTGCCATAACCATGAGTGATAACACTGCGGCCAACTTACTTCTGACAACGATCGGAG
CTETCATTCTCTTAATACGTCACGACGETATTGGTACTCACTATTGTGACGCCGGTTGAATGAAGACTGTTGCTAGCCTC

3299 3300 3310 3320 3330 3340 3350 3360
GACCGAAGGAGCTAACCGCTTTTTTGCACAACATGGGGEATCATGTAACTCGCCTTGATCGTTGGGAACCGGAGCTGAAT
CTEGCTTCCTCGATTGGLGAAAAAACGTGTTGTACCCCCTAGTACATTGAGCGGAACTAGCAACCCTTGGCCTCGACTTA

3370 3380 3390 3408 3410 3420 3430 3440
GAAGCCATACCAAACGACGAGCGTGACACCACGATGLCTGTAGCAATGGCAACAACGTTGCGCAAACTATTAACTGGLGA
CTTCGGTATGGTTTGCTGCTCGLACTGTGETGCTACGGACATCETTACCGTTGTTGCAACGCGTTTGATAATTGACCGCT

3459 3460 3470 3488 3450 3500 3518 3520
ACTACTTACTCTAGCTTCCCGGCAACAATTAATAGACTGGATGGAGGCGGATAAAGTTGCAGGACCACTTCTGCGCTCGG
TGATCAATGAGATCCAAGGECCETTCTTAATTATCTGACCTACCTCCGCCTATTTCAACGTCCTGETGAAGACGCGAGCC

3530 3540 3550 3568 3570 3580 3590 3600
CCCTTCCGGLTGECTGGTTTATTGCTGATAAATCTGGAGCCGETGAGCGTGGGTCTCGCGGTATCATTGCAGCACTGGGG
GGEAAGGCCGACCGACCAAATAACGACTATTTAGACCTCGGCCACTCGCACCCAGAGCGCCATAGTAACGTCGTGACCCC
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3610 3620 3630 3640 36560 3660 36760 3680
CCAGATGGTAAGCCCTCCCGTATCGTAGTTATCTACACGACGGGGAGTCAGGCAACTATGGATGAACGAAATAGACAGAT
GGTCTACCATTCGGGAGGGCATAGCATCAATAGATGTGCTGCCCCTCAGTCCGTTGATACCTACTTGCTTTATCTGTCTA

3698 3708 3718 3720 3738 3748 3758 3758
CGCTGAGATAGGTGLCTCACTGATTAAGCATTGETAACTGTCAGACCAAGTTTACTCATATATACTTTAGATTGATTTAA
GCGACTCTATCCACGGAGTGACTAATTCGTAACCATTGACAGTCTGGTTCAAATGAGTATATATGAAATCTAACTAAATT

3778 3788 3750 38880 3818 3828 38380 3848
AACTTCATTTTTAATTTAAAAGGATCTAGGTGAAGATCCTTTTTGATAATCTCATGACCAAAATCCCTTAACGTGAGTTT
TTGAAGTAAAAATTAAATTTTCCTAGATCCACTTCTAGGAAARACTATTAGAGTACTGGTTTTAGGGAATTGCACTCAAA

3850 3868 3870 38860 38960 3900 3918 3920
TCGTTCCACTGAGCGTCAGACCCCGTAGAAAAGATCAAAGGATCTTCTTGAGATCCTTTTTTTCTGCGCGTAATCTGLTG
AGCAAGGTGACTCGCAGTCTGGGGCATCTTTTCTAGTTTCCTAGAAGAACTCTAGGAAAAAAAGACGCGCATTAGACGAL

3930 3940 3950 3960 3970 3980 3990 40088
CTTGCAAACAAAAAAACCACCGCTACCAGCGGTGGTTTGTTTGCCGGATCAAGAGCTACCAACTCTTTTTCCGAAGGTAA
GAACGTTTGTTTTTTTGGTGGCCATEETCGCCACCAAACAAACGGLCTAGTTCTCGATGETTGAGAAAAAGGCTTCCATT

4@1e 4028 40380 4048 4858 4868 4878 40808
CTGGCTTCAGCAGAGCGCAGATACCAAATACTETCCTTCTAGTGTAGCCGTAGTTAGGCCACCACTTCAAGAACTCTGTA
GACCGAAGTCGTCTCGCGTCTATGGTTTATGACAGGAAGATCACATCGGCATCAATCCGGTGGTGAAGTTCTTGAGACAT

4098 4186 4110 4128 4138 4148 4158 41608
GCACCGCCTACATACCTCGCTCTGCTAATCCTGTTACCAGTGGCTGCTGCCAGTGGCGATAAGTCGTGTCTTACCGEGTT
CGTGGCGGATGTATGGAGLGAGACGATTAGGACAATGGTCACCGACGACGGTCACCGCTATTCAGCACAGAATGGLCCAA

4178 4138 4198 4208 4218 4228 4238 4248

GGACTCAAGACGATAGTTACCGGATAAGGLGCAGLGGTCGGGLTGAACGGGGGGTTCGTGCACACAGCCCAGCTTGGAGT
CCTGAGTTCTGCTATCAATGGCCTATTCCGCGTCGCCAGCCCGACTTGCCCCCCAAGCACGTGTGTCGGGTCGAACCTCG

4258 4260 4278 4280 4296 4300 4310 4320
GAACGACCTACACCGAACTGAGATACCTACAGCGTGAGCATTGAGAAAGCGCCACGLTTCCCGAAGGGAGAAAGGLGGALC
CTTGCTGGATGTGECTTGACTCTATGEATGTCGCACTCGTAACTCTTTCGCGGTGCGAAGGGCTTCCCTCTTTCCELCTG

4330 4340 4350 4360 43760 4380 4390 4400
AGGTATCCGGTAAGCGGCAGGGETCGEAACAGGAGAGCGCACGAGGGAGCTTCCAGGGEEAAACGCCTGGTATCTTTATAG
TCCATAGGCCATTCGLCGTCCCAGCCTTETCCTCTCGCGTGCTCCCTCGAAGGTCCCCCTTTGCGGACCATAGAAATATC

4416 4426 4438 4440 4450 4460 4470 4480
TCCTGTCGGGTTTCGLCACCTCTGACTTCGAGCGTCGATTTTTGTGATGCTCGTCAGGGGEGLGCAGCCTATGCAAAAALG
AGGACAGCCCAAAGCGGETGGAGACTGAACTCGCAGCTAAAAACACTACGAGCAGTCCCCCCGCCTCGGATACCTTTTTGL

4490 4508 4518 4520 4530 4540 4550 4560
CCAGCAACGCGELCTTTTTACGGTTCCTELCCTTTTGCTGGCCTTTTGCTCACATGTTCTTTCCTGCGTTATCCCCTGAT
GGTCGTTGCGCCGEAAAAATGCCAAGGACCGGAAAACGACCGGAAAACGAGTGTACAAGAAAGGACGCAATAGGGGACTA

4570 4586 4590 4600 4616 4620 4630 4640
TCTGTGGATAACCGTATTACCGCCTTTGAGTGAGCTGATACCGCTCGLCGCAGCCGAACGACCGAGCGCAGCGAGTCAGT
AGACACCTATTGGLCATAATGGCGGAAACTCACTCGACTATGGLGAGCGGCGTCGGCTTGLTGGCTCGCGTCGCTCAGTCA

4650 4666 4670 4680 4690 4700 4710 4720
GAGCGAGGAAGLGGAAGAGCGCCCAATACGLAAACCGCCTCTCCCCGLGCGTTGGCCGATTCATTAATGCAGCTGELALG
CTCGCTCCTTCECCTTCTCGCGGGTTATGLGTTTGGCGGAGAGGLECGCGCAACCGLCTAAGTAATTACGTCGACCETGL

4738 4740 4758 4760 4778 4780 4790 4300
ACAGGTTTCCCGACTGGAAAGCGGGCAGTGAGCGCAACGCAATTAATGTGAGTTAGCTCACTCATTAGGCACCCCAGGLT
TGTCCAAAGGGLTGACCTTTCGCCCETCACTCGCGTTGCGTTAATTACACTCAATCGAGTGAGTAATCCGTGGEETCCGA

48160 4826 4830 4540 4550 4860 4870
TTACACTTTATGCTTCCGGCTCGTATGTTGTGTGGAATTGTGAGCGGATAACAATTTCACACAGGAAACAGLT
AATGTGAAATACGAAGGCCGAGCATACAACACACCTTAACACTCGCCTATTGTTAAAGTGTGTCCTTTGTCGA
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