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Caenorhabditis elegans is used as a model system to understand
the neural basis of behavior, but application of caged compounds
to manipulate and monitor the neural activity is hampered by the
innate photophobic response of the nematode to short-wavelength
light or by the low temporal resolution of photocontrol. Here, we
develop boron dipyrromethene (BODIPY)-derived caged compounds
that release bioactive phenol derivatives upon illumination in the yel-
low wavelength range. We show that activation of the transient re-
ceptor potential vanilloid 1 (TRPV1) cation channel by spatially targeted
optical uncaging of the TRPV1 agonist N-vanillylnonanamide at 580 nm
modulates neural activity. Further, neuronal activation by illumination-
induced uncaging enables optical control of the behavior of freelymov-
ing C. elegans without inducing a photophobic response and without
crosstalk between uncaging and simultaneous fluorescence monitoring
of neural activity.

caged compounds | C. elegans | photocontrol | fluorescence imaging |
photolysis

Caged compounds that release bioactive molecules upon light
irradiation have been widely used for photocontrol of cell

signaling (1). Various molecules such as neurotransmitters, nu-
cleotides, ions, drugs, fluorophores, and proteins can be ren-
dered biologically inert by using photoreactive caging groups (2).
Light irradiation induces photolysis of the caging groups to re-
store the bioactivity of these molecules. Since the initial appli-
cations of caged cyclic adenosine monophosphate (cAMP) (3)
and caged adenosine triphosphate (ATP) (4) in biological ex-
periments, caged compounds have been applied to cultured cells
(1), brain slices (5, 6), and living animals (7). Although the light-
mediated delivery of chemical probes in vivo is challenging, there
are reports of photoactivation of neurons in Drosophila by caged
ATP (8, 9) and photo-mediated gene activation in zebrafish by
caged RNA/DNA (10, 11). The optical transparency of these
species makes them particularly suitable targets for photochemical
probes.
The nematode Caenorhabditis elegans is also amenable to

optical manipulation using photocontrollable tools owing to its
transparent body, compact nervous system, and ease of genetic
manipulation (12–15). Nevertheless, few reports describe the
application of caged compounds to C. elegans. One reason for
this may be that most conventional caged compounds have the
major limitation that uncaging requires short-wavelength (ul-
traviolet to blue) light, which induces an innate photophobic
response, as well as causing cell damage or even death of the
nematode (16, 17). Thus, it would be preferable to achieve
photocontrol by using longer-wavelength visible light.
Methods for uncaging with longer-wavelength visible light

(green to near infrared) include photorelease via metal–ligand
photocleavage (18), via photooxidative C-C cleavage and hy-
drolysis (19), and by using a photosensitizer (20). However, these
strategies have disadvantages: The photocages can only release

the fluorophore upon irradiation at over 550 nm (18), the caged
compounds show relatively poor temporal resolution of neural
control due to the multistep nature of the photoreaction (19),
and they generate toxic levels of reactive oxygen species under
normoxic conditions (20). Therefore, they are unsuitable for
neurophysiological experiments in C. elegans, a model system
that is widely used to elucidate the neuronal basis of behavior.
Another method for releasing bioactive molecules with visible/
near-infrared light is to use two-photon excitation, wherein the
excitation wavelength can be twice that of the one-photon
counterpart (21–23). Two-photon excitation is particularly use-
ful for studies that require spatially high-resolution uncaging,
such as functional mapping of receptors along dendrites (6) and
single-spine stimulation (24), although the amount of the pho-
torelease is very small (25).
Here, we aimed to develop practically useful caged com-

pounds that can be uncaged by one-photon excitation in C. ele-
gans without the disadvantages described above and that would
be suitable for neurophysiological experiments. We confirmed
that our compounds exhibit sharp absorption spectra at around
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580 nm that do not overlap with those of GFP-based probes and
show simple, single-step photorelease of the caged molecules in
response to light irradiation at over 550 nm. We also validated
the application of caged N-vanillylnonanamide for neurophysi-
ological studies. Uncaging by illumination at 580 nm with si-
multaneous monitoring of neuronal activity using GCaMP
demonstrated that the uncaging triggers responses in sensory
neurons, body wall muscles, motor neurons, and interneurons
that are associated with behavioral changes of freely moving
C. elegans.

Results
Initially, we focused on our previously developed 4-aryloxy boron
dipyrromethene (BODIPY)–caged compounds, which can re-
lease phenols or bioactive molecules through cleavage of self-
immolative linkers in response to irradiation with blue-green
light (26, 27). Since uncaging with even longer-wavelength light
can be accomplished by using π-extended BODIPY derivatives
(26), we set out to develop caged compounds based on these
derivatives. We focused on Keio Fluors-1 (KFL-1) as a caging
group due to its red-shifted absorption (λmax: 579 nm), sharp
absorption spectrum, and high extinction coefficient (e around

200,000 M−1·cm−1) (28) compared to other BODIPY derivatives
(26, 29).
We synthesized four KFL-1 derivatives (1–4) by incorporating

aryl groups with different highest occupied molecular orbital
(HOMO) energy levels at the boron position (Fig. 1 A and B).
These KFL-1 derivatives showed strong and sharp absorption
spectra with absorption maxima at 580 nm and molar extinction
coefficients of 200,000 (SI Appendix, Fig. S1 and Table S1). We
previously reported that the charge separation state formed by
photoinduced electron transfer (PeT) from the aryl group to the
fluorophore plays a critical role in the photocleavage of aryloxy
BODIPY-caged compounds (26). The photoreaction of aryloxy
KFL-1 derivatives is expected to proceed in the same manner, so
we examined the PeT-based quenching of fluorescence (Fig. 1C
and SI Appendix, Table S1). As expected, the fluorescence
quantum efficiency (ϕfl) of aryloxy KFL-1 derivatives decreased
as the HOMO energy level of the aryloxy groups increased. This
means that the rate of PeT increases with increase in the HOMO
energy level of the aryloxy group. However, a higher rate of PeT
does not necessarily provide a high efficiency of uncaging, be-
cause back electron transfer may increase and compete with the
uncaging reaction (26, 27). Indeed, we confirmed by high-
performance liquid chromatography (HPLC) analysis that the
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Fig. 1. Synthesis of aryloxy KFL-1 derivatives. (A) General scheme of the synthesis of aryloxy KFL-1 derivatives. (B) Aryloxy KFL-1 derivatives (1–5) synthesized
in this study. (C) Plot of the fluorescence quantum efficiency (ϕfl) and uncaging quantum efficiency (ϕu) of aryloxy BODIPY or KFL-1 derivatives against the
HOMO energy level of the corresponding phenols. The HOMO energy levels of the phenols were calculated (solvent = dichloromethane) at the B3LYP/6-31G
level by Gaussian09. Black and red circles represent data of BODIPY-caged compounds (26) and KFL-1–caged compounds, respectively. The numerals on the
red circles indicate aryloxy KFL-1 derivatives (1–4).
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efficiency of photoclevage (ϕu) upon yellow light irradiation
(580 ± 10 nm) increases with increasing HOMO energy level of
the aryloxy groups up to −0.2 hartree and decreases above −0.2
hartree (Fig. 1C and SI Appendix, Figs. S2 and S3 and Table S1).
Although the values of uncaging quantum efficiency (ϕu) of
aryloxy KFL-1–caged compounds are lower than those of aryloxy
BODIPY-caged compounds (0.00049 of KFL-1-mOPh-4-OMe
vs. 0.0013 of BODIPY-OPhOMe) (26), the product of e and ϕu,
which represents the uncaging efficiency (2), is ∼100 M−1·cm−1

due to compensation by the high molar absorption coefficient of
the KFL-1 fluorophore (e = 200,000; SI Appendix, Table S1)
(28). This value of eϕu is of the same order of magnitude as that
of the widely used o-nitrobenzyl caging group and other
BODIPY-based caging groups (29).
As uncaging was most efficient when the HOMO energy level

of the aryl group was around −0.21 hartree (Fig. 1C), we focused
on a capsaicin analog, N-vanillylnonanamide (VN), whose
HOMO energy level is −0.210 hartree [calculated with B3LYP/6-
31G by Gaussian09 (solvent = dichloromethane)]. Capsaicin is
an agonist of ligand-gated cation channel transient receptor
potential vanilloid 1 (TRPV1) (30), and its caged derivative has
been used to optically control the activity of nociceptive neurons
in rats (31). Although wild-type C. elegans does not use capsaicin
as a neurotransmitter and shows no acute response to capsaicin
(32), VN binds to heterologously expressed TRPV1 and can
induce selective activation in neurons of interest. Therefore, we
next synthesized KFL-VN (5) by incorporating VN at the boron
of KFL-1 (Fig. 1B) and examined its photochemical properties
(Fig. 2A). KFL-VN showed a sharp absorption spectrum with a
maximum around 577 nm, and the KFL-1–derived fluorescence
was strongly suppressed (absorption maximum, λabs = 577 nm;
emission maximum, λem = 587 nm; ϕfl = 0.01) (Fig. 2B). KFL-
VN absorbs little light in the blue range (450–500 nm), so that
excitation light for GCaMP should not induce photoactivation of
KFL-VN (Fig. 2B). Liquid chromatography-mass spectrometry
(LC/MS) analysis showed that KFL-VN was decomposed to
produce VN and solvolysed KFL-1 upon irradiation with yellow
light [time constant of consumption of KFL-VN, τc = 58 s; time
constant of production of VN, τp = 78 s; ϕu = 0.00019 (calculated
using τc); eϕu = 39 M-1·cm-1 (e was assumed to be 200,000 M-

1·cm-1, according to the literature (28).); chemical yield, 39.9 ±
4.8% (mean ± SEM, n = 3 independent measurements)]
(Fig. 2 A and C). The chemical yield of VN was only up to 40%,
probably owing to an unclarified photoinduced side reaction(s);
however, the yield was sufficient to trigger neuronal responses. It

should be noted that KFL-1–caged compounds are insoluble in
aqueous solution. However, this problem can be overcome by
solubilizing the compounds with ethanol/dodecane solution in
the same way as described for long-chain lipids (33), as we
previously reported (27). In C. elegans, the insolubility was
overcome by delivering KFL-VN together with bacterial food as
described below.
Next, we created worm strains expressing GCaMP6s in ASH

sensory neurons under the sra-6 promoter by microinjecting
appropriate plasmids into wild-type or integrant worms
expressing TRPV1 in ASH neurons (kyIs200 X, kind gift from C.
I. Bargmann, The Rockefeller University, New York) (32) to
examine whether KFL-VN can induce neuronal activation in the
worms in response to photoirradiation. Weak expression of
GCaMP6s was also observed in ASI neurons (Fig. 3A and SI
Appendix, SI Note). Next, KFL-VN was incorporated into worms
by feeding a mixture of the compound and Escherichia coli
(strain OP50), following the method used to deliver hydrophobic
all-transretinal in optogenetic studies (14). By observing KFL-
1–derived fluorescence with a confocal fluorescence microscope,
we found that KFL-VN was localized mainly in the digestive
system of the worm (buccal cavity, pharynx, and intestine)
(Fig. 3B). Uncaging of KFL-VN was induced by yellow light ir-
radiation (580 ± 20 nm) of the whole body of KFL-VN–fed C.
elegans, and the fluorescence change of GCaMP6s was moni-
tored during the photoirradiation. GCaMP6s fluorescence was
increased in kyIs200 X (TRPV1 (+), KFL-VN (+); onset la-
tency, 1.62 ± 0.35 s), whereas no increase of fluorescence oc-
curred in the absence of irradiation (Fig. 3 C–E and Movie S1).
In averaged Ca2+ traces, wild-type worms with KFL-VN
(TRPV1 (‒), KFL-VN (+)) and kyIs200 X with control com-
pound 2 (TRPV1 (+), compound 2 (+)), which releases
4-methoxyphenol, showed modest increases in GCaMP fluores-
cence (∼20 and ∼25%, respectively) (Fig. 3D). However, the
increases in these control groups were not statistically significant
compared with the no irradiation group (Games–Howell
method, P = 0.8115 (TRPV1 (‒), KFL-VN (+) vs. TRPV1 (+),
compound 2 (+)), 0.9074 (TRPV1 (‒), KFL-VN (+) vs. no ir-
radiation), and 0.9993 (TRPV1 (+), compound 2 (+) vs. no ir-
radiation)) (Fig. 3E). Although the chemical yield of VN was not
high (∼40%), these results indicated that no potentially inter-
fering byproduct(s) was produced in the photoreaction, and thus
we concluded that KFL-VN can be used for photocontrol of
neural activity. Multiple light stimulations could also induce re-
petitive neuronal activation, although the magnitude of the
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response decreased with repetition (Fig. 3 F and G). The reason
for this may be desensitization of TRPV1, as reported in the case
of repeated applications of capsaicin (30). In addition, although
we focused on the cell body of neurons for quantifying neuronal
activity, we also obtained calcium signals from the neurites in
kyIs200 X when the fluorescent images contained neurites on the
same focal plane as the cell body (SI Appendix, Fig. S4). These
results indicate that ASH neurons expressing TRPV1 were ac-
tivated by VN released from yellow-light–activated KFL-VN,
and this activation could be monitored in terms of the green
fluorescence of GCaMP6s.
We tested whether the behavior of freely moving worms can

be manipulated by optical uncaging of KFL-VN. After feeding
KFL-VN to wild-type or kyIs200 X strains, the whole body of the
worms was repeatedly illuminated with 545–580 nm light, and
their behavior was recorded and analyzed (Fig. 4A). Worms
expressing TRPV1 exhibited an avoidance response with a re-
versal movement followed by an omega-shaped turn in response
to light irradiation, but wild-type worms did not (Fig. 4 B–E and
Movies S2 and S3). This irradiation-induced avoidance response
is similar to the ASH-mediated acute response evoked by cap-
saicin application to kyIs200 X (32). Repetitive light stimulation

alone could elicit the avoidance response, but characteristically
showed a decrease of the fraction responding to light and an
increase in the response delay time with repetition (Fig. 4 B and
C). These changes are due to sensory adaptation of ASH neu-
rons to repetitive stimulation (34).
We also checked whether KFL-VN in the digestive system

affects behavior, because enzymes in the intestine might cleave
KFL-VN to release the agonist. Recording the behavior for
60 min using a microfluidic device established that KFL-VN does
not induce the ASH-mediated reversal response in the absence
of irradiation (SI Appendix, Fig. S5). The amount of KFL-VN in
freely moving worms decreased with time, and after 60 min light
irradiation could no longer effectively induce the reversal re-
sponse (SI Appendix, Fig. S6).
Finally, we tested whether KFL-VN can be applied to other

cells to optically manipulate their activity. We created worm
strains expressing rat TRPV1 and GCaMP6s in body wall mus-
cles (BWMs), motor neurons (HSN), interneurons (RIM, AVA),
and sensory neurons (ASK). For BWM and HSN, optical ma-
nipulation was carried out with simultaneous recording of neu-
ronal activity and behavior. In BWM with TRPV1 and KFL-VN,
light irradiation induced Ca2+ influx into muscle cells and muscle
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contraction, resulting in a transient decrease of relative body length
(Fig. 5 A–D and Movie S4). In worms expressing TRPV1 in HSN
neurons under the egl-6 promoter, uncaging of KFL-VN strongly
activated neuronal activity (HSN onset latency, 1.00 ± 0.16 s) and
induced egg-laying behavior (Fig. 5 E–J and Movie S5), which is
comparable to the results in the case of optogenetic manipulation of
HSN neurons and egg laying (15, 35–38). Simultaneous imaging of
Ca2+ and behavior showed that egg-laying events were synchronized
with HSN activity (Fig. 5 G and H).
RIM or AVA interneurons play a crucial role in reversal ini-

tiation (14, 39). Thus, we tested whether RIM (Fig. 6A) or AVA
(Fig. 6E) can be optically activated by KFL-VN and whether
their activation can induce a reversal movement in freely moving
worms expressing TRPV1 in these neurons. After feeding KFL-
VN, Ca2+ imaging using GCaMP6s showed that uncaging of
KFL-VN induced Ca2+ transients in RIM (RIM onset latency,
1.88 ± 0.75 s; Fig. 6 B–D) or AVA (AVA onset latency, 3.55 ±
0.77 s; Fig. 6 F–H). In freely moving worms, 65% of
RIM::TRPV1 worms showed reversal responses to light. This
result is comparable to that in a previous report of optogenetic
RIM control on a wild-type background (14). In contrast, light
illumination evoked reversal responses in only 35.3% of
AVA::TRPV1 worms, which was not statistically significant
compared to the control worms (Fig. 6I). This result may reflect
the TRPV1 expression in multiple cells under the rig-3 promoter
(Fig. 6E) and their concomitant activation, as described previ-
ously (SI Appendix, SI Note) (40).
In addition to these cells, PVQ interneurons or glial cell GLRs

also responded to uncaging of KFL-VN (SI Appendix, Fig. S7).

We also applied KFL-VN to ASK sensory neurons, but we
could not induce a sufficient Ca2+ response by light irradiation
(SI Appendix, Fig. S8). This might be due to the weak expres-
sion of TRPV1 in ASK under the sra-9 promoter, in contrast to
the sufficient expression in HSN (egl-6 promoter) (SI Appendix,
Fig. S8E).

Discussion
Our results demonstrate that uncaging by yellow light enables
optical control of neural activity and behavior in wild-type worms
without inducing a photophobic response, and importantly, the
absorption spectrum of KFL-VN is orthogonal to that of
GCaMP, enabling imaging of GCaMP, even in neurites, to be
done simultaneously without concomitant undesired photo-
uncaging (SI Appendix, Figs. S4, S9A, and S10D). This caged
compound activatable by light at a wavelength of 550 nm or
longer has been applied to C. elegans for optical control of neural
activity and behavior. In this context, KFL-1–caged compounds
offer several advantages over other caged compounds that are
activatable only by light over 550 nm. For example, caged com-
pounds based on the cyanine scaffold show sustained release of
the caged molecules even in the dark after photostimulation, due
to the multistep nature of the reaction (19). This characteristic
considerably reduces the temporal resolution of neural activa-
tion, and so these compounds are not well suited for photo-
control. In contrast, the KFL-1–caged compounds release
phenol derivatives in a rapid, one-step photoreaction that occurs
only during light irradiation (SI Appendix, Figs. S2 and S3). Sil-
icon phthalocyanine (SiPc)–based compounds can also function
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as caging groups under low-O2 conditions and in the presence of
an electron donor, but SiPcs essentially act as photosensitizers
under normoxic conditions (20), whereas excitation of KFL-
1–caged compounds did not cause any apparent cytotoxicity in
worms under ambient conditions (Figs. 3–6).
Since C. elegans shows an innate photophobic response to

intense short-wavelength light (16, 17), it is important to use

longer-wavelength light for photocontrol. It is possible to use lite-
1 mutants lacking the light response (14, 41), but there is also a
LITE-1–independent light response (16), and lite-1 mutants
show a slightly different locomotion pattern (42) and circadian
rhythm (43) compared with normal nematodes. Our compounds
can be activated by light at 580 nm and applied to C. elegans
without inducing the photophobic response (16, 17).
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Fig. 5. Simultaneous imaging of neuronal activity and behavior with optical neuronal control. (A) Fluorescence image of GCaMP6s expressed in BWMs under
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0.0082 for minimum relative body length). n = 9 worms for KFL-VN (+), 10 worms for KFL-VN (−). (E) Fluorescence image of GCaMP6s expressed in HSN
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stimulation is indicated by a yellow bar. Shaded regions are SEM. (J) Box plots of peak Ca2+ responses: line inside the box, median; box edges, interquartile
range; whiskers, range without outliers; cross mark, outliers. **P < 0.01, Welch’s t test (P = 0.003). n = 25 worms for KFL-VN (+), 24 worms for KFL-VN (−).
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For photocontrol of neural signaling, optogenetics with ge-
netically encoded, light-gated ion channels (channelrhodopsins
[ChRs]) (44–46) offers an alternative to caged compounds. Since
the first application to C. elegans (12), this approach has been
widely used in neurophysiological research (14, 41, 47–49). Al-
though simultaneous optical control and monitoring of neural
activity in independent color channels have been hampered by
spectral overlaps between ChRs and genetically encoded calcium
indicators (GECIs) (14), recently developed red-shifted GECIs
(50) have enabled simultaneous control and monitoring of neu-
ral activity with blue-activatable ChRs (SI Appendix, Fig. S10A)
(41). However, red GECIs show smaller maximal fluorescence
changes (three- to fourfold less) than green GECIs such as
GCaMP6 indicators (50). In C. elegans interneurons, most of the
synaptic connections are located on the neurites (51) and the
confinement of neuronal activity to the neurites is important for

sensory and motor processing (41, 52–56). Since neuronal
microcompartments such as neurites show a weaker fluorescence
signal (57), it is advantageous to use high-performance green
GECIs such as GCaMP6 and jGCaMP7 indicators that show
large maximal fluorescence changes (10- to 14-fold) (58, 59) to
detect the compartmentalized Ca2+ transients with a sufficient
signal-to-noise ratio. However, red-shifted optogenetic actuators
such as VChR1 (60), C1V1 (61), Chrimson (62), and ReaChR
(63) have a long tail on the blue side of their excitation spectra,
resulting in undesired activation at the wavelengths used to ex-
cite green GECIs (SI Appendix, Figs. S9A and S10 B and C), as
described previously (48). Our compounds enable simultaneous
imaging of green GECIs in neurites without crosstalk (SI Ap-
pendix, Figs. S4, S9A, and S10D) and thus can serve in a com-
plementary role with optogenetics.
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RIM::TRPV1 or AVA::TRPV1 worms showing backward movement during whole-body illumination. ***P < 0.001, pairwise comparisons using Fisher’s exact test
(P = 0.0001 for RIM KFL-VN (+) vs. RIM KFL-VN (−), 0.2012 for AVA KFL-VN (+) vs. AVA KFL-VN (−), 0.0761 for RIM KFL-VN (+) vs. AVA KFL-VN (+)). n = 40 worms
for RIM KFL-VN (+), 37 worms for RIM KFL-VN (−), 34 worms for AVA KFL-VN (+), 31 worms for AVA KFL-VN (−).
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The combination of caged compounds and optogenetics is very
efficient, as described previously (64). For example, the KFL-1
caging group can be used for direct protection of neuro-
modulators such as serotonin and dopamine that have a phenolic
structure or for indirect protection of amino acids and amines
such as glutamate, γ (gamma)-aminobutyric acid (GABA), and
histamine through a benzyloxycarbonyl linker (26). Thus, KFL-1
caged neuromodulators working at 580 nm and blue-light sen-
sitive ChRs working at 480 nm can be combined without optical
crosstalk for analyses of neural functions. In addition, the sharp
absorption spectra of KFL-1 and BODIPY caged compounds
should enable multicolor photolysis and calcium imaging, in
which neuronal activity would be excited by KFL-VN at 580 nm,
or inhibited by BODIPY-histamine (26) and histamine-gated
chloride channel (HisCl) (65) at 500 nm, and simultaneously
monitored using XCaMP-B (66) at 400 nm (SI Appendix, Fig. S9B).

Materials and Methods
Detailed materials and methods are provided in SI Appendix, SI Methods.
This includes information on chemical synthesis, spectroscopic measure-
ments, quantification of photoreaction, worm strains, molecular biology,
calcium imaging, image processing, behavioral assays, data analysis, and
microfluidic device fabrication. Aryloxy KFL-1 derivatives were synthesized

as previously reported (26, 27). For experiments using C. elegans, standard
culture, molecular biology, and microinjection techniques were used.

Data Availability. All study data are included in this article and/or supporting
information.
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