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We report on a dual ratiometric two-photon fluorescent probe for
in situ sensing of mitochondrial CE activity and pH. Using the probe
it is possible to visualize the CE-mediated acidification of hepatoma
cells and hepatic tissues during medication with antipyretic anti-
inflammatory drugs.

Carboxylesterase (CE) is an important enzyme for ester drugs
including antipyretic and anti-inflammatory medicines." CE
mainly exists in the endoplasmic reticulum as well as mito-
chondria. These two organelles are in close contact, resulting in
high levels of CE near the mitochondria.> During the metabo-
lism of these drugs, CE participates in the hydrolysis of esters
and the resultant acidic metabolites may cause the acidification
of mitochondria. Mitochondria are one of the most vital organelles
in cells,® and their acidification is extremely dangerous especially
for mitochondrial division.® Therefore, exploring CE-mediated
mitochondrial acidification is essential for understanding the
enzyme triggered organelle aberrations.

During drug administration, the acidification of mitochondria
can be caused by CE-generated metabolites. Therefore, a molecular
probe is required that can successively respond to CE activity
and pH, in order to visually explore CE-mediated pH variation
during the administration of ester drugs. For many years,
researchers have developed various molecular probes,” many of
which can be used for report CE activity® or pH.” Unfortunately,
there is no molecular probe for the consecutive reporting of CE
activity and pH. Therefore, with this research, we present the
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design of a ratiometric two-photon fluorescent probe for the
in situ imaging the CE activity and pH in mitochondria.

Mitochondria-targeting groups are usually positive groups,
that can exit the mitochondria during cellular acidification,
therefore causing a loss of in situ information about the
mitochondria. Therefore, with our design, we synthesized
the 1-(4-(chloromethyl)benzyl)-4-methylpyridin-1-ium with 4-methyl-
pyridine and 1,4-bis(chloromethyl)benzene (Fig. S1, ESIt). This
molecule has both a positive charge for mitochondria targeting
and a benzyl chloride group that can covalently lock the probe
with the mitochondria, allowing for the in situ evaluation of
mitochondrial information even under the acidic conditions.
With this precursor, we next obtained the (E)-1-(4-(chloro-
methyl)benzyl)-4-(2-(7-hydroxy-2-oxo-2H-chromen-3-yl)pyridin-1-
ium (HMT)). HMT responds to changes of pH in a reversible
ratiometric manner. Finally, we transformed the hydroxyl of HMT
into carboxylic esters to produce the CEMT probe. According to
our design, CEMT can target and lock with the mitochondria,
and be triggered by mitochondrial CE to produce HMT which
can then reversibly monitor the variation of pH in the mito-
chondria (Scheme 1).

With the probe CEMT in hand, we investigated its properties.
Fig. 1 shows that, with the increase of CE, the emission of CEMT
at 460 nm (Ex = 410 nm) decreases gradually while the emission
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Scheme 1 Design and sensing mechanism of a ratiometric two-photon
mitochondria-locked probe CEMT toward carboxylesterase (CE) activity
and pH.
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Fig. 1 Optical response to CE activity and pH. (a) Fluorescence spectra
changes and (b) fluorescent intensity ratio (/sso//460) of CEMT (10 uM) in the
presence of carboxylesterase (0 pg mL™, 1.5 pg mL™% 3.0 ug mL™?,
45 pg mL™, 6.0 pg mL™% 7.5 pg mL™%, 9.0 pg mL7% 12.0 pg mL7?,
13.5 ug mL™%, 15.0 pg mL™Y in B-R buffer solution (pH = 7.42, 40 mM)
at 37 °C. dex = 410 nm. (c) Fluorescence spectra changes and (d) fluorescent
intensity ratio (lg20/ls50) of HMT (10 uM) in the presence of in 40 mM B—-R
buffer solution at various pH (4.98, 5.31, 5.74, 6.01, 6.50, 7.08, 7.42, 8.31,
8.59, 9.07) (Jex = 410 nm and 530 nm).

at 550 nm (Ex = 410 nm) increases linearly (I5s50/l460). The ratio-
metric response of ultraviolet absorption is observed (Fig. S4,
ESIt), which is consistent with the fluorescence properties. Next,
we investigated the fluorescence response of HMT to pH.

As Fig. 1 indicates, with increasing pH (5.0-9.0), the fluores-
cence intensity of HMT at 550 nm decreases, while the fluores-
cence intensity at 620 nm (Ex = 530 nm) increases, with good
linear correlation towards pH for the Ig,/Is50 ratio. The rever-
sibility for reporting pH was satisfactory (Fig. S7, ESIt). We then
evaluated the ability of CEMT to report CE activity and pH.
As shown in Fig. 2, CEMT displayed a ratiometric response
(Isso/lss0) towards increasing amounts of CE (0-15 pg mL™%).
Subsequently, B-R buffer was added to generate pH values from
5.0 to 9.0, resulting in a ratiometric response (Is30/I550). Thus,
CEMT was suitable for the consecutive reporting of CE activity
and pH. Finally, we validated the ability of CEMT to target and
lock at the mitochondria. As shown in Fig. 3, the co-localization
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Fig. 2 (a) Fluorescence ratio of probe CEMT (10.0 uM) in B-R buffer
solution (pH = 7.42, 40 mM) toward CE (0, 3.1, 6.0, 9.2, 11.9 and 15.0 pg mL™Y).
(b) B—R buffer was added to the resulting mixture of (a) to give a pH values
of 4.98-9.07 (Lex = 410 nm and 530 nm).
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Fig. 3 Colocalization experiments of probe HMT and Mito Tracker Deep
Red (MTDR) in HepG2 cells. The cells were incubated with HMT (10 uM) for
20 min at 37 °C ((a): pH = 7.40; (b): pH = 4.98), and the medium was
replaced with fresh medium containing MTDR (0.1 uM) and incubated for
15 min. Images for MTDR (1) and HMT (2) were then recorded using
excitation wavelengths of 633 and 488 nm, and collection windows were
at 660-740 nm and 500-570 nm, respectively. (3) The merged images of
(1) and (2). (4) The bright field. (5) The correlation between red and green
channels in (3). (6) Pixel correlation across arrow in (3). Scale bar: 10 um.

experiments of HMT with MTDR (mitochondrial targeting deep
red dye: Ex = 640 nm; Em = 662 nm) indicates that the Pearson’s
co-localization coefficient was 0.91, demonstrating good targeting
ability of CEMT. Subsequently, we changed the pH to 5.0 with
B-R buffer and obtained the co-localization coefficients of HMT
with MTDR as 0.89. These results demonstrate that although
the mitochondria were acidified, probe leakage from the mito-
chondria was negligible. Therefore, CEMT can be used for the
in situ imaging of mitochondrial CE activity and pH.
Therefore, we investigated the ability of CEMT to image CE-
mediated acidification in cells. As shown in Fig. 4-1, the control
group exhibited fluorescence in the yellow channel and the red
channel. The two ratios, R1 (Is50/I460) and R2 (Is20/I550), indicate
the CE activity and pH (Fig. 4-1). Then, enzyme inhibitor BNPP
(bis-para-nitrophenylphosphate) was added to group 2 before
incubation with CEMT. As shown in Fig. 4-2, compared to the
control group, fluorescence of the green channel was signifi-
cantly enhanced, while the fluorescence of both yellow channel
and red channel was very weak. This result indicated that BNPP
effectively inhibited CE activity, which confirmed that the
yellow fluorescence in the control group was due to CE activity.
In group 3, we added vinyl acetate, a well-known CE-mediated
acidizing agent,”® to investigate the response pattern of CEMT to
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Fig. 4 Two-photon fluorescence images of HepG2 cells. (1) HepG2 cells
incubated with CEMT (10 pM) for 20 min. (2) HepG2 cells pre-treated with
BNPP (500 puM) before incubation with CEMT (10 puM) for 20 min. (3)
HepG2 cells pre-treated with vinyl acetate (500 uM) before incubation
with CEMT (10 uM) for 20 min. (4). HepG2 cells pre-treated with BNPP
(500 pM) before the incubation with vinyl acetate (500 pM) for 20 min,
followed by incubation with CEMT (10 uM) for 20 min. (5). HepG2 cells
pre-treated with BNPP (500 pM) before incubation with B—R buffer (pH =
4.98, 40 mM) for 20 min, followed by incubation with CEMT (10 uM) for
20 min. (6). HepG2 cells pre-treated with benorilate (500 uM) for 20 min
before incubation with CEMT (10 uM) for 20 min. Images were captured
using 810 nm for two-photon excitation. Two-photon fluorescence
emission window: (a) bright field. (b) Green channel (400-500 nm).
(c) Yellow channel (500-570 nm). (d) Red channel (570-710 nm). (e) Ratio
imaging: lyetow/lgreen- (f) Ratio imaging: rea/lyelow- Scale bar: 20 pm.

CE activity and pH. Compared with group 1, group 3 exhibited
an enhanced green fluorescence intensity, indicating that
CE participated in the metabolism of vinyl acetate and the
activity of the CE decreased. However, the yellow fluorescence
increased with decreasing red fluorescence, indicating that the
metabolism of vinyl acetate resulted in a lowering of the pH.
Accordingly, the two ratios R1 (Isso/lieo) and R2 (Ispo/Iss0),
displayed upward and downward trends respectively (Fig. 4-3).
To verify the result, we pre-treated the cells with inhibitor BNNP
before incubation with vinyl acetate. From Fig. 4-4, we can see
that, compared with group 3, this group displayed an enhanced
fluorescence in the green channel and a weakened fluorescence
in yellow channel, demonstrating the inhibition of CE. Finally,
to verify that acidification was caused by the CE mediated
metabolism of vinyl acetate, we used the B-R buffer to adjust
the pH to 5.0 after the cells were pre-treated with BNNP. As
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shown in Fig. 4-5, compared with group 3, this group displayed
a strong fluorescence in green channel, weak fluorescence
in the yellow channel and negligible fluorescence in the red
channel. Indicating, that CE facilitates acidification via media-
tion of the metabolism of vinyl acetate. Thus, we can use the
signal of CEMT to detect acidification caused by CE-mediated
hydrolysis of ester drugs. As an antipyretic drug, benorilate is
widely used in the clinic. CE can metabolize benorilate to the
acetylsalicylic acid resulting in a reduction of fever and inflam-
mation. We then used the benorilate instead of vinyl acetate
to perform the above imaging analysis. As Fig. 4-6 shows,
compared with the control group 1, group 6 exhibited enhanced
fluorescence in both the green and the yellow channel but
weakened fluorescence in the red channel. Obviously, benor-
ilate results in similar fluorescence changes to vinyl acetate,
which indicates that benorilate participates in the CE-mediated
metabolism and causes acidification. Moreover, the increased
R1 (Iss0/I460) and the decreased R2 (Isz0/I550) further confirmed
this result. Therefore, with its dual ratio signals, CEMT is able
to reveal CE-mediated mitochondrial acidification. Considering
the two-photon nature of CEMT, we then set out to test its
applicability for tissue imaging. Since, the liver is responsible for
drug metabolism, we used the probe to visualize the CE-mediated
acidification during medication. Drug medication was performed
with mice via the heart perfusion of vinyl acetate or benorilate
(ESIY). As shown in Fig. 5, compared with group 1, group 2 (vinyl
acetate) and group 3 (benorilate) displayed increased fluores-
cence intensity in the green channel, indicating a decreased
activity of CE due to its participation in drug metabolism.
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Fig. 5 Two-photon fluorescence images for liver of mice with cardiac
perfusion: (1) CEMT (20 puM) for 10 min. (2) Pretreated with vinyl acetate
(1 mM) before with CEMT (20 uM). (3) Pretreated with benorilate (1 mM)
before with CEMT (20 uM) for 10 min. Images were captured using 810 nm
for two-photon excitation. Emission window: (a) green channel (400-
500 nm). (b) Yellow channel (500-570 nm). (c) Red channel (570-710 nm).
(d) Ratio imaging: lyeiow//green- (€) Ratio imaging: /rea/lyeiow- Scale bar: 20 pm.
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Moreover, the fluorescence ratios Lejiow/Igreen ad Ire/yeiiow €Xhibited
upwards and downwards trends respectively. Thus, the two sets
of data consistently demonstrated the CE mediated acidification
during medication with ester drugs.

In summary, a dual ratiometric mitochondria-locked two-
photon fluorescent molecular probe CEMT has been designed
to detect CE activity and pH. During medication with ester
drugs, CEMT responded to CE-mediated acidification with
an upward R1 (I5s¢/I460) and downward R2 (Is,0/I550). Moreover,
the mitochondrial targeting function allowed visualization of
in situ information during acidification. The CEMT probe is an
effective tool for the visualization of the CE-mediated acidifica-
tion of cells and tissue, which is of great significance for the
exploration of subcellular environmental changes mediated by
enzymes.
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