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Cystic fibrosis (CF) arises from mutations in the cystic fibrosis
transmembrane conductance regulator (CFTR) gene. Monitoring
I” transport serves as a critical approach for evaluating CFTR
function in live cells, providing a foundation for the development
of diagnostic tools and therapeutic treatments. Here, we report
an iridium(n) complex (I-Sense) for the selective and pH-
independent imaging of intracellular I". By tracking cellular iodide
I” uptake, I-Sense facilitates the evaluation of CFTR activity in live
cells, providing a valuable tool for the functional characterization
of CFTR activity.

The cystic fibrosis transmembrane conductance regulator
(CFTR) is an ATP-gated anion channel that mediates the
transport of chloride and bicarbonate ions." Mutations in the
CFTR gene cause cystic fibrosis (CF), an autosomal recessive
disorder characterized by thickened mucus secretions, chronic
infections, and progressive lung disease.> To date, over 2000
distinct CFTR mutations have been reported.> CF compromises
CFTR function through diverse molecular mechanisms,
including impaired protein misfolding, trafficking, reduced
surface stability, and ion conductance.”® The mechanistic
heterogeneity reveals the importance for personalized functional
assessment of CFTR activity and therapeutic efficacy.’

In recent years, CFTR modulators such as combination
therapies like Trikafta have revolutionized CF treatment.® ™"
These therapies enhance the function of defective CFTR.
However, substantial inter-individual variability in therapeutic
response is observed among CF patients. Consequently,
functional assays that assess CFTR activity in patient-derived
cells are essential for guiding personalized therapeutic
strategies and enabling treatment access for individuals
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carrying rare or uncharacterized CFTR variants."**

Traditional diagnostic approaches such as sweat chloride
testing and nasal potential difference measurements, are
clinically established but often lack the resolution to assess
subtle functional differences or treatment responses at the
cellular level."”” Live-cell imaging has been important in
elucidating cell health and processes.'®'” It was employed to
assess CFTR activity based on its ability to mediate the
transport of halide ions, such as I', which is not endogenously
abundant in cells; intracellular I" concentration is 10 000-100
000 fold less than chloride. This unique ion distribution
permits the evaluation of CFTR function.”'® Non-selective
halide sensors have been used to monitor the CFTR-mediated
cellular uptake of I, as providing a functional readout of
CFTR activity."® These include genetically encoded fluorescent
proteins, such as YFP-based halide sensors,*' as well as
small-molecule indicator MQAE.?>>* These tools have been
instrumental in assessing CFTR activity by monitoring
intracellular I. However, both sensors exhibit notable
limitations as they detect CI" which is highly abundant in
cells, as it pays a crucial role in cell homeostasis.>®
Furthermore, fluorescent protein-based halide sensors are
pH-sensitive, whereby fluctuations in cytosolic pH can
confound signal interpretation. In contrast, the small-
molecule indicator MQAE enables pH-independent detection
of halide ions but it is limited by poor cellular uptake, limited
intracellular fluorescence brightness, and high susceptibility
to photobleaching.?” Therefore, there is an urgent need for an
imaging tool capable of visualizing intracellular I" in live cells
to evaluate CFTR activity.>”

Live-cell imaging is a widely utilized approach to directly

assess ion transport mediated by ion channels and
transporters in  cells.”®**  Cyclometallated iridium(m)
complexes have attracted considerable interest as

luminescent probes due to their favourable photophysical
properties, such as synthetic modularity, large Stokes shifts,
and notably long phosphorescent lifetimes.>**® These
prolonged emission lifetimes enable time-resolved imaging
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strategies that effectively reduce background
autofluorescence in complex biological systems.**° Their
robustness and adaptability place cyclometallated iridium(m)
complexes as powerful tools in the development of sensitive
indicators for live-cell imaging.’”*®* We herein synthesized
and characterized a phosphorescent iridium(m) complex,
referred to as I-Sense, based on the reported protocol (Fig. 1a
and S1-54).>>*° I-Sense exhibits a broad emission maximum
at 530 nm, with a substantial Stokes shift of 180 nm upon
excitation at 360 nm. The quantum yield of I-Sense decreases
significantly upon addition of I" (Table S1). Fluorescence
titration assay revealed that incremental addition of I" (0-1
mM) resulted in a concentration-dependent decrease in the
emission intensity of I-Sense at 530 nm (Fig. 1b-d). These
results demonstrate the high sensitivity of I-Sense toward I~
detection in the micromolar range, in contrast to existing
halide indicators for CFTR activity, which typically require
millimolar iodide concentrations.*' The limit of detection for
I" was calculated to be 10.8 uM, this is above the cellular
physiological range and indicates I-Sense only monitors our
induced cellular I" environments. Furthermore, the selectivity
of I-Sense for I was examined by comparing fluorescence
responses in the presence of a panel of physiologically
relevant anions or reactive oxygen species (Fig. 1e and $5).*>
I-Sense exhibited significant fluorescence quenching
exclusively in the presence of I'. Thus, indicating it's high
selectivity toward I" detection.

Next, we examined the pH-sensitivity of I-Sense. The
emission intensity ratio (I/Iz) increases steadily with
increasing [I'], and minimal variation in fold change and
detection sensitivity across a range of physiological pH
values, indicating that it's I -sensing capability is pH-
independent (Fig. 2a). This trend in detection is shown in a
3D surface plot (Fig. 2b). A linearly proportional normalized
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Fig. 1 1-Sense selectively detects I” in vitro. (a) Chemical structure of I-
Sense. (b) Emission spectrum of I-Sense in the presence of 0-1 mM |~
upon excitation at 360 nm. (c) Luminescence intensity at 530 nm (red)
and Stern-Volmer plot (blue) of I1-Sense (10 uM) with increasing [I'] in
sodium phosphate buffer (5 mM, pH 7.2) upon excitation at 360 nm. (d)
Photo of I-Sense with increasing concentration of I and 5 uM
fluorescein under UV illumination. (e) Luminescence response of I-Sense
given by the fold change of I¢/l in the presence of different physiological
ions (100 mM). Error bars indicate the mean * standard error of the mean
(s.e.m.) of three independent measurements.
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Fig. 2 I-Sense selectively detects I” in a pH-independent manner. (a)
Stern-Volmer plot of I-Sense (10 uM) with increasing [I'] in different
pH values upon excitation at 360 nm. Normalized emission intensity
ratio (lo/If) of 1-Sense represented as a function of [I'] at pH 4.5, 4.8,
5.0, 5.5, 6.0, 6.5, and 7.0. Values were normalized to lo/lr at [I'] at O
mM. (b) Calibration surface plot of Io/Ir of I-Sense as a function of [I']
and pH measured in 5 mM sodium phosphate buffer (150 mM KNOs, 5
mM NaNOsz, 1 mM Ca(NOs),, and 1 mM Mg(NO3),). (c) Normalized
fluorescence intensity ratio (lp/lf) of I-Sense in the presence of 0
uM, 10 puM, 100 pM, 250 puM, 500 pM, and 1000 puM I in sodium
phosphate buffer at indicated pH. (d) Phosphorescence lifetime decay
curve of I-Sense with 0 mM (black), 0.5 mM (green) and 1 mM (yellow)
I” in 5 mM phosphate buffer at pH 7.0. (e) Phosphorescence lifetime
values of |-Sense derived from lifetime decay plot (d). (f) Stern-Volmer
plot of I-Sense for I~ detection in physiological ionic environment. X,/
Xr = o/l (intensity) or To/Tr (lifetime), values were normalized to Xo/Xr
at [I'] = 0 mM. Error bars indicate the mean * standard error of the
mean (s.e.m.) of three independent measurements.

emission intensity ratio (Iy/I) to [I'] independent of pH can
be seen. In Fig. 2¢, we also see the consistent fold change of
Io/Iy across 0 to 1000 uM I" while staying uniform across the
pH range of 4.5 to 7.5, confirming unaffected I -sensing in
different pH. Additionally, phosphorescence lifetime decay of
I-Sense was measured in the presence of I under air-
equilibrated aqueous conditions. Upon incremental addition
of I a marked quenching of the phosphorescence lifetime
was observed, decreasing from 2.29 us to 79 ns (Fig. 2d-f).
Both the Stern-Volmer plot of lifetime decay values and
emission intensity (Fig. 2f) shows a linear correlation with
[I] upon addition of iodide, consistent with dynamic
quenching behavior.

I-Sense was evaluated as an imaging probe for
intracellular I. It's cytotoxicity profile was assessed,
revealing minimal toxicity under the tested conditions.
This supports the biocompatibility of I-Sense and its
suitability for live-cell imaging applications (Fig. S6). Next,
we evaluated I-Sense's ability to sense intracellular I
following its success with in wvitro testing under
physiological conditions. The positive charge of I-Sense

© 2025 The Author(s). Published by the Royal Society of Chemistry
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confers high water solubility and facilitates efficient
cellular uptake in the absence of any pretreatment. Upon
pulse and chase, I-Sense efficiently distributes throughout
the cytosol in all three tested cell types, indicating its
broad
cellular contexts (Fig. 3a, ¢ and e).

As shown in Fig. 3a-f, I-Sense-labeled-cells demonstrated
substantially higher whole-cell phosphorescence intensity

cell permeability and versatility across diverse

compared with the autofluorescence, while the intensity of
the I-Sense-labeled-cells lowered by 50% upon
treatment of I". To further evaluate I-Sense's sensitivity to

was

intracellular I", in-cell I" calibration was performed using
established protocols; treated with varying
concentrations of iodide.”>** I-Sense-labeled-cells showed a

cells were

concentration-dependent decrease in whole-cell fluorescence
intensity upon increasing [I'] (Fig. 3g and h). The results of

a

I-Sense

HelLa

HDF

RAW 264.7

-1/ uM

Fig. 3

. . _l
Whole Cell intensity
N B [~2] ©
< o o =] o
1 1 1
3
> 4%‘7 0
-

Whole Cell intensity
a
S
1

View Article Online

Communication

the in-cell I calibration align with the in vitro calibration,
supporting the reliability of intracellular I quantification of
I-Sense.

Given the ability of I-Sense to monitor intracellular I", we
next investigated its capability in assessing I uptake as a
functional indicator of CFTR channel activity. Using primary
skin fibroblasts derived from patients with cystic fibrosis, we
examined both impaired I" transport due to defective CFTR
and, the pharmacological rescue of CFTR function upon
treatment with an activator. Ivacaftor was used to enhance
CFTR activity by promoting gating function, particularly in
CFTR variants that exhibit impaired conductance.®'%**
Fluorescence signal in untreated patient fibroblasts (Fig. 4a)
revealed minimal signal quenching following I" stimulation
in CF patients compared to the normal individual (NI). This
indicates impaired anion permeability in the CF patient cells.
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|1-Sense detects intracellular I". (a, ¢ and e) Representative fluorescence images of I-Sense-labelled (a) HelLa (c) HDF and (e) RAW 264.7

cells, with and without incubation of 75 mM I". AF indicates autofluorescence. (b, d and f) Scatter plot of the whole cell intensities quantification of
(a), (c) and (e). (g) Representative fluorescence images of I-Sense-labeled HDF cells clamped in various [I']. (h) In vitro (green) and in cellulo (red) I
calibration of I-Sense. Experiments were performed in triplicate. The median of all trials is given by a line. The median value of individual trial is
given by a diamond symbol (n = number of cells). Error bars indicate the mean + standard error of the mean (s.e.m.) of three independent

measurements.
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Fig. 4

I-Sense functions as a molecular reporter for CFTR activity by quantifying cellular I” uptake in cells derived from cystic fibrosis patients. (a)

Representative fluorescence images of I-Sense-labeled primary skin fibroblasts from apparently healthy normal individuals and CFTR patients with
identified mutations (F508Del, G85E) after 500 uM |~ stimulation. (b) Quantification of whole cell intensity of (a). (c) Representative fluorescence
images of 1-Sense-labeled CFTR patient fibroblasts treated with and without 2 uM ivacaftor after 500 uM |” stimulation. (d) Quantification of whole
cell intensity of (c). Experiments were performed in triplicate for each cell line. The median value of each trial is given by square, circle, and
triangle symbols. One-way analysis of variance (ANOVA) followed by Dunnett's test for multiple comparison. **P < 0.01; ****P < 0.0001.

Quantification (Fig. 4b) of fluorescence intensity of I-Sense-
labeled cells shows the significantly reduced I -mediated
quenching in CF samples compared to NI. Upon treatment
with ivacaftor, a notable increase in fluorescence quenching
was observed. This indicates enhanced cellular uptake of I'.
This effect may be attributed to the pharmacological rescue
of CFTR activity. Quantitative analysis of whole-cell
fluorescence validated this
revealing a statistically significant increase in I uptake
following ivacaftor administration. These results suggest that
I-Sense holds potential as a tool for distinguishing I uptake

intensity further response,

differences between healthy individuals and CF patients.
Moreover, it may serve as a useful tool for monitoring the
therapeutic efficacy of candidate CF treatments.

The development of the phosphorescent cyclometallated
iridium(ur) I-Sense represents a notable
advancement in the imaging toolbox for probing CFTR
function. Existing halide-sensitive indicators typically
respond to a broad spectrum of halides, including CI’, Br’,
and I', few enable selective and pH-independent I" detection.

complex

In contrast, I-Sense displays marked selectivity toward I,
exhibiting high sensitivity and minimal response by other
physiological anions such as ClI” and Br’, thereby offering a
robust approach for I" imaging in live cells. In conclusion,
we synthesized and characterized a phosphorescent
iridium(m) complex I-Sense, capable of highly sensitive,

Sens. Diagn.

selective, and pH-independent detection of I'. A notable
advantage of I-Sense lies in its extended phosphorescence
lifetime, enabling reliable detection and monitoring of I".
Furthermore, its dual-mode exhibiting both
intensity- and lifetime-based detection of I, provides a

response,

robust and versatile platform for evaluating CFTR activation.
It permits sensitive detection of I" in the micromolar range
and reveals the differences in I uptake between primary
fibroblasts derived from healthy individuals and those from
cystic fibrosis patients. These features position I-Sense as a
powerful tool with strong potential for fundamental research,
drug evaluation of CFTR
modulators.

screening, and potentially
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