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mediated prodrug activation
induced by ionizing radiation

Juncheng Liu,†ab Bing Xu,†ab Mark A. R. de Geus, a Antonia G. Denkova*b

and Rienk Eelkema *a

Boronic acid and ester-caged prodrugs have been widely investigated in cellular-generated hydrogen

peroxide triggered release. Although it is well-known that ionizing radiation generates hydrogen

peroxide in aqueous solution, using this approach to activate boronic acid or ester-based prodrugs

suffers from low H2O2 yields and thus low uncaging efficiency. However, the organochloride peroxyl

radical formed from irradiating an aqueous solution of an organochloride may increase the uncaging

efficiency. In this study, we used a boronic acid-caged coumarin derivative to quantify the yield of

oxidation induced by clinical doses of radiation (less than 8 Gy), and boronic acid-caged gemcitabine to

assess the activation of a prodrug upon irradiation. Irradiation of the coumarin derivative in phosphate

buffered saline shows a low yield of 0.048 mM per Gy, and the prodrug after irradiation has only limited

toxicity to the U87 cell line, indicating limited uncaging. The oxidation of boronic acid can be greatly

enhanced by the peroxyl radical generated from irradiation of dilute PBS-organochloride solutions, with

the yield increasing to 0.13 mM per Gy. Moreover, the oxidation by peroxyl radical can be catalyzed by

N,N-dimethylaniline derivatives, increasing the yield to 0.19 mM per Gy. Clinical dose irradiation of the

caged gemcitabine derivative in a solution of PBS with trichloroethanol and 2-(dimethylamino)benzoic

acid shows efficient tumor cell killing and a comparable toxicity with that of the parent drug, indicating

efficient uncaging.
Introduction

Radiotherapy and chemotherapy are two common approaches
to treat malignant tumors. High-energy X-rays or g-rays are
applied in radiotherapy to damage the DNA of cancer cells,
while cytotoxic drugs are applied in chemotherapy. Combina-
tions of radiotherapy and chemotherapy have shown enhanced
treatment effects for a variety of cancer types, but this strategy is
still limited by the systemic toxicity of most chemotherapeu-
tics.1 Targeted prodrug activation is a strategy to reduce
systemic toxicity. Prodrugs are chemically modied drugs
where a key functional group is caged by a cleavable group.
These prodrugs are activated by specic stimuli present in the
tumor microenvironment (e.g. oxidative stress2,3 and enzymes4)
or by external stimuli such as near-infrared light.5 Upon acti-
vation, the drug is released at the targeted site, enabling precise
control over drug delivery. Ionizing radiation-activated pro-
drugs have been intensively studied in recent years for potential
application in combined radiotherapy and chemotherapy with
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reduced side effects.6–9 Since most radiation initiated chemical
reactions are mediated by species from water radiolysis,10

radiation-sensitive prodrugs should be designed to react with
these species (e.g. hydrogen radical,11 hydroxyl radical12 and
aqueous electrons13–17). However, these species have low radio-
lytic yield (0.28 mM per Gy for aqueous electron and hydroxyl
radical) and the total administered dose in radiation therapy is
typically less than 60 Gy, given in 1.8–2 Gy fractions.18 In addi-
tion, the reactive species react unselectively with cellular
components, which oen results in a low efficiency of drug
activation.

Arylboronic acids or esters are widely used as caging groups
in prodrug design and chemical sensing systems, owing to their
selective oxidation by reactive oxygen species (ROS) such as
hydrogen peroxide (H2O2) and peroxynitrite,19,20 leading to
phenol formation through hydrolysis of the intermediate
(Fig. 1). Since cancerous cells have high levels of H2O2 (ranging
from 10 mM to 100 mM) compared to normal cells, using intra-
cellularly generated H2O2 to activate boronic acid-based pro-
drugs has been reported in anti-cancer therapy.3,21,22 Matsushita
et al. reported a prodrug where the 4-amino group of gemcita-
bine was caged with an arylboronate-ester-based carbamate
group.2 Upon oxidation by H2O2, the boronate hydrolyses,
leaving a phenol group that undergoes quinone-methide elim-
ination to release a molecule of CO2 and free gemcitabine.
Chem. Sci.
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Fig. 1 Oxidation of benzylboronic acid cages induces release of
hydroxyl or amine cargo. State of the art: oxidation induced by H2O2 or
photochemistry; this work: oxidation induced by ionizing radiation
mediated by organochloride additives.

Fig. 2 (a) Radiation induced uncaging of BOH-AMC, yielding the AMC
fluorescent probe. (b) Fluorescence emission spectrum of BOH-AMC
before and after 8 Gy of g-irradiation (excitation at 330 nm; 10 mM
probe in PBS, pH 7.4; 12 mM of TCE if present; 100 mM of amine 1 if
present; samples were incubated for 30 min after irradiation); (c)
HPLC-UV chromatograph determines the oxidation of BOH-AMC (10
mM in water; 12 mM of TCE if present; 100 mM of amine 1 if present;
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However, not all types of cancer overproduce H2O2, for instance,
pancreatic epithelial cell line and human glioblastoma cell line
(U87) are not responsive to boronate ester or acid-based pro-
drugs.2,3 Besides, the sluggish reaction rate of H2O2 and aryl-
boronates lowers the efficiency of prodrug activation.20,23

Ionizing radiation, delivered during radiotherapy, generates
H2O2 within tissues, offering potential for the development of
radiation-activated prodrugs. However, the practical application
of this approach is limited by the generated low yield of H2O2.
Recent years have shown the emergence of alternative strategies
for in vivo activation of arylboronic acid based prodrugs, in
particular through photochemistry using Ir or Os based
photocatalysts.24–26

In previous work, we demonstrated the oxidation of stilbene
and thioether derivatives through irradiation in aerated water
containing organochloride.27,28 Aqueous electrons generated
from water radiolysis can react with the organochloride to form
a carbon-centered radical and a chloride ion. The radical reacts
rapidly with dissolved oxygen to form a peroxyl radical, a strong
oxidant which can be used for subsequent reactions. Here, we
present the oxidation of arylboronic acids using ionizing radi-
ation. A uorescent probe, 7-amino-4-methylcoumarin (AMC),
was employed to quantify this reaction since the oxidation of
arylboronic acid led to the activation of uorescence emission.
We found that the peroxyl radical generated from the radiolysis
of water in the presence of organochloride can efficiently
oxidize arylboronic acids (Fig. 1). Furthermore, this oxidation
process can be catalyzed by N,N-dimethylaniline derivatives.
Building on these ndings, we synthesized a gemcitabine
Chem. Sci.
prodrug in which the gemcitabine 4-amino group is protected
as an arylboronic acid-based carbamate. Upon exposure to 6 Gy
X-rays in phosphate buffer saline (PBS) containing organo-
chloride and the N,N-dimethylaniline derivative, the prodrug
demonstrated an inhibitory effect on U87 spheroid growth. Our
ndings indicate that the activation of a boronic acid-caged
prodrug via radiation in the presence of organochlorides is an
effective approach for combining chemotherapy with radiation
therapy.
Results and discussion

To study the oxidation of arylboronic acids, we synthesized a 7-
amino-4-methylcoumarin based uorescent probe, in which the
7-amino group is protected by a benzylboronic acid based self-
immolative caging group (denoted as BOH-AMC, Fig. 2). The
uorescence emission of AMC is quenched when the 7-amino is
caged by an electron-withdrawing carbamate group. Oxidation
of boronic acid will lead to the release of the amino group of
AMC, coupled to an increase in uorescence emission. As
shown in Fig. 2a, irradiation (8 Gy) of BOH-AMC in PBS leads to
an increase in emission intensity at 441 nm, indicating the
release of AMC. The yield of AMC is 0.048 mM per Gy in PBS
(Fig. 3e), which is close to the G-value (radiolytic yield) of H2O2

(0.073 mM per Gy). We therefore attribute this release to the
oxidation of arylboronic acid by radiation-generated H2O2. The
presence of 2,2,2-trichloroethanol (TCE) during irradiation
results in substantially more AMC activation (G-value= 0.13 mM
per Gy) as evidenced by a higher emission intensity than that in
PBS alone (Fig. 2a and 3e). The key role of TCE implies that the
oxidation is caused by the organochloride peroxyradical species
generated from irradiating PBS/TCE.27,28

To further increase the uncaging efficiency, we looked at
alternative means to oxidize boronic acids. It is reported that
organic N-oxides can oxidize boronic acids or esters selectively
and efficiently.29–33 Additionally, N-oxide derivatives are
commonly synthesized by oxidizing tertiary amines using
samples were incubated for 30 min after irradiation).

© 2025 The Author(s). Published by the Royal Society of Chemistry
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Fig. 3 (a) Structure screen of tertiary amines; (b) the concentration of released AMC after exposure to 8 Gy g-radiation (1–13, irradiation in PBS/
12 mM TCE/100 mM amines, dashed line presents the AMC release after 8 Gy in PBS/12 mM TCE); (c) determination of AMC release against [1]
(radiation dose, 8 Gy; 10 mM BOH-AMC in PBS/12 mM TCE; dashed line represents the released AMCwithout 1; n= 3 independent experiments);
(d) proposed mechanism of N,N-dimethylaniline catalyzed arylboronic acid oxidation; (e) dose-dependent AMC release induced by radiation (n
= 3 independent experiments; for some data, error bars are smaller than data markers); (f) time evolution of the probe solutions post-irradiation
(radiation dose, 8 Gy; 10 mM probe in PBS, pH 7.4; 12 mM TCE if present; 100 mM of 1 if present); (g) determination of AMC release against [TCE]
(radiation dose, 8 Gy; 10 mM probe in PBS/5 mM 1; dashed line represents the released AMC without TCE; n = 3 independent experiments).
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peroxides such as hydrogen peroxide and peroxybenzoic acids.34

Building on this, we were curious if tertiary amines can act as
mediators of short lived radiation-generated ROS in the
uncaging of benzylboronic acids, thereby enhancing the radio-
lytic uncaging yield. As shown in Fig. 2b, more AMC is activated
when 2-(dimethylamino)benzoic acid 1 is present in PBS/TCE
during irradiation. In contrast, irradiation of BOH-AMC in
PBS/1 results in much lower AMC activation than observed in
PBS/TCE/1, indicating that the presence of TCE is crucial in the
oxidation process and that radiation-generated cOH plays only
a minor role, if any. This conclusion is corroborated by high-
performance liquid chromatography (HPLC) measurements
(Fig. 2c), where irradiation in water/TCE/1 results in the highest
© 2025 The Author(s). Published by the Royal Society of Chemistry
conversion from BOH-AMC to AMC among all the irradiated
groups.

We investigated a series of tertiary amine categories,
including derivatives of N,N-dimethylaniline (compound 1, 3–
9), aliphatic amines (compound 10, 12) and aromatic hetero-
cyclic amines (compound 11, 13) (Fig. 3a) with solutions of
BOH-AMC (10 mM) in PBS/12 mM TCE. Aer irradiation with 8
Gy of g-radiation, the solutions were incubated at 37 °C for 30
minutes. The emission intensities of AMC are converted to
concentrations according to a calibration curve as shown in
Fig. S1. In all cases, amine concentrations were 100 mM. As
shown in Fig. 3b, irradiation in the presence of 1, 2, 3, 5, 6, 8, 9,
10, 12 leads to enhanced AMC release, whereas the presence of 7
exhibits inhibitory effects. N,N-dimethylaniline derivatives (1, 3,
Chem. Sci.
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Fig. 4 (a) Proposed reaction network, including the competitive effect
of oxygen on the boronic acid oxidation; (b) the effect of oxygen
concentration on AMC release (t-test, n = 3, P > 0.05 show as “ns”).
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5, 8, 9) show more pronounced enhancement compared to
aliphatic amines (10, 12) whereas heterocyclic amines (11, 13)
show no enhancement.

To test whether N,N-dimethylanilines serve as a catalyst in
the oxidation process, BOH-AMC solutions were prepared in
PBS/TCE with varying concentrations of amine 1. The release of
AMC was monitored following irradiation (8 Gy). As shown in
Fig. 3c, the AMC release exhibits an increase with increasing [1],
peaking at 5 mM, aer which it decreases. At [1] exceeding
∼1 mM, the activation of AMC decreases even below that
observed without the presence of 1. Notably, at [1] = 0.1 mM,
approximately 0.36 mMmore AMC is activated compared to that
in the absence of the amine, suggesting multiple catalytic
turnovers by the amine. Our observations align with ndings
reported by Zhu et al.,32 wherein N,N-dimethylaniline N-oxide
derivatives exhibit the highest reactivity towards arylboronic
acids, while aliphatic tertiary amines, such as N-methyl-
morpholine N-oxide and trimethylamine N-oxide, exhibit slug-
gish reactivity. In addition, we also detected the N-oxide of 9
aer irradiation of a water/TCE/9 solution (120 Gy, Fig. S5).
However, when we mixed the separately synthesized N-oxide of
9 with BOH-AMC and allowed it to react, we did not observe
activation of AMC, suggesting a different catalytic mechanism
(Fig. S7 and S8). Experiments where we irradiated PBS solutions
of TCE or TCE/9 and only aer irradiation added the BOH-AMC
probe showed much lower levels of uncaging than when the
probe was present in the mixture during irradiation (Fig. S9–
S11). This result indicates that highly reactive and unstable
species are involved in boronic acid oxidation, and that the
relatively stable N-oxide does not play a signicant role. N,N-
dimethylanilines are easily oxidized to their radical cations.
These unstable species likely play a role in the catalytic boronic
acid uncaging, possibly through cleavage of the carbon-boron35

bond and subsequent phenol formation through reaction of the
aryl radical24 with O2. We thereby proposed a catalytic cycle
(Fig. 3d) in which peroxyradicals, generated during the irradi-
ation of PBS/TCE, oxidize N,N-dimethylaniline to its corre-
sponding radical cation, which then oxidizes the arylboronic
acid.

We used compound 1 for subsequent studies. Fig. 3e shows
the release AMC proles in relation to absorbed radiation dose.
BOH-AMC (10 mM) was irradiated in PBS, PBS/TCE and PBS/
TCE/1, and the solutions were incubated for 30 minutes at room
temperature. Irradiation in PBS gives the lowest G-value (0.048
mMper Gy). The presence of 12mMTCE increases the G-value of
AMC to 0.13 mM per Gy, and the G-value is further enhanced
(0.19 mM per Gy) when amine 1 is present (Fig. 3e). When
measuring the concentration of activated AMC aer irradiation,
we observed concentration-time proles that correlate with the
G-values associated with the various conditions (Fig. 3f). This
observation indicates that, in the two-step process of boronic
acid oxidation and subsequent elimination of the 4-hydrox-
ybenzyl carbamate intermediate, the latter step is rate limiting,
obscuring measurements of the relative rates of H2O2 and per-
oxyradical boronic acid oxidations.36 In addition, in the absence
of irradiation, BOH-AMC remains stable over the course of the
experiment.
Chem. Sci.
The use of organochlorides like TCE in biomedical settings
raises concerns about potential hepatotoxicity and carcinoge-
nicity.37 It is advisable to minimize TCE usage to mitigate any
side effects. Considering this, we investigated the oxidation of
BOH-AMC in PBS/TCE/1 with TCE concentrations ranging from
12 mM to 24 mM. As illustrated in Fig. 3g, aer exposure to the
same dose of g-irradiation, low concentrations of TCE lead to
decreasing release of AMC, while at 24 mM TCE, the release of
AMC is slightly lower than that at 12 mM. The strong depen-
dence on TCE concentration can be attributed to the short
lifetime of the aqueous electron, where higher TCE concentra-
tions favor the TCE-aqueous electron reaction over reacting with
molecular oxygen or other scavengers (Fig. 4a).

It is interesting that molecular oxygen, a crucial species in
the formation of the peroxyl radical, can also efficiently scav-
enge aqueous electrons. To describe the competitive relation-
ship between aqueous electrons, organochloride and molecular
oxygen, we proposed a reaction network as depicted in Fig. 4a.
There, the organochloride reacts with an aqueous electron to
form a carbon-centered radical and a chloride anion. The
reaction rate is unknown but is estimated to be diffusion
controlled (k ∼1010 M−1 s−1).38 The formed carbon centered
radical reacts with molecular oxygen to form the peroxyl radical
(k ∼109 M−1 s−1).39 In parallel, H2O2 is formed primarily by
recombination of hydroxyl radicals (k = 5.5 × 109 M−1 s−1),40

but the radiolytic yield is considerably lower than that of
hydrated electrons and even of the TCE-mediated BOH-AMC
uncaging (G(H2O2) = 0.073 mM per Gy, G(eaq

−) = 0.28 mM per
Gy, G(TCE) = 0.13 mM per Gy). Ultimately, either H2O2 or the
organochloride peroxyradical will oxidize the boronic acid,
leading to uncaging. They will do so at different rates,
depending on their respective concentrations and rate
constants, with the H2O2-mediated oxidation typically
proceeding at k ∼2 M−1 s−1 at physiological pH.41
© 2025 The Author(s). Published by the Royal Society of Chemistry

http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d5sc03191e


Edge Article Chemical Science

O
pe

n 
A

cc
es

s 
A

rt
ic

le
. P

ub
lis

he
d 

on
 2

4 
N

ov
em

be
r 

20
25

. D
ow

nl
oa

de
d 

on
 1

2/
14

/2
02

5 
1:

47
:5

7 
A

M
. 

 T
hi

s 
ar

tic
le

 is
 li

ce
ns

ed
 u

nd
er

 a
 C

re
at

iv
e 

C
om

m
on

s 
A

ttr
ib

ut
io

n 
3.

0 
U

np
or

te
d 

L
ic

en
ce

.
View Article Online
Aqueous electrons can react with molecular oxygen to form
superoxide anion (k = 1.9 × 1010 M−1 s−1)38 which is known to
be unreactive toward organochlorides.42 The comparable reac-
tion rate of oxygen and organochloride with aqueous electrons
makes the yield of the peroxyl radical strongly dependent on the
concentration ratio of organochloride and oxygen.43 To experi-
mentally investigate this dependence and to test if radiation-
induced oxidation can be performed under hypoxic condi-
tions, BOH-AMC solutions (10 mM) were irradiated with 8 Gy g-
rays in varying oxygen concentrations. The concentrations of
TCE and amine 1 were 120 mM and 5 mM, respectively. Oxygen
partial pressure at 2% is the commonly reported value for
hypoxic tumors and 5% oxygen is the average for healthy
tissues.44,45 As shown in Fig. 4b, in the group of irradiation in the
presence of TCE and amine 1, the maximum AMC release is
observed at 2% (ca. 27 mM) oxygen, and higher oxygen concen-
tration results in reduced release of AMC. This result is in line
with the proposed mechanism, and means that the oxidation is
most efficient under hypoxic conditions. Notably, the release of
AMC in the group without organochloride and amine present
has a lower total yield which reaches a plateau from 2% oxygen
onwards.

Radiation-initiated activation of prodrugs in a cell environ-
ment was tested using gemcitabine (Gem) as the drug. The
combination of Gem and radiotherapy has been investigated to
treat a variety of cancers since Gem is a potential radiosensitizer
in vitro and in vivo.46,47 However, the side effects are unaccept-
able when Gem is used in combination with radiotherapy or
other chemotherapeutics.48 Inspired by Matsushita et al.,2 we
synthesized a prodrug, BOH-Gem, where the 4-amino group of
Gem was caged by a benzylboronic acid-based carbamate group
(Fig. 5a). U87, a human glioblastoma cell line, was selected
Fig. 5 (a) Radiation induced uncaging of benzylboronic acid pro-
tected prodrug BOH-Gem to release gemcitabine (Gem); (b) IC50

assays of Gem and BOH-Gem on U87 cell line; (c) cell viability of U87
cells without irradiation; (d) cell viability of U87 cells after 6 Gy of X-ray
irradiation (control: addition of DMEM; A + T: addition of 5 mM amine 1
and 500 mM TCE; BOH-Gem: addition of 20 nM prodrug; BOH-Gem+
A + T: addition of 20 nM prodrug, 5 mM amine 1 and 500 mM TCE; Gem
+ A + T: addition of 20 nM gemcitabine, 5 mMamine 1 and 500 mMTCE.
One-way ANOVA, n= 6, P-values > 0.05 show as “ns”, ****P < 0.0001).

© 2025 The Author(s). Published by the Royal Society of Chemistry
because of the low level of in-cell generated H2O2.3 We found
that the half maximal inhibitory concentration (IC50) of BOH-
Gem is 90.9 nM against the U87 cell line, which is much
higher than that of Gem (6.27 nM) (Fig. 6b). We selected the
concentration of 20 nM for both Gem and BOH-Gem in the
irradiation experiment. It should be noted that TCE is the active
intermediate of chloral hydrate when this is used as sedative
agent.49 In the following cell experiments, we use TCE at 500 mM
concentration, as a proof of concept study. As this concentra-
tion is well above the human toxicity limit of TCE, future clinical
translation will require other sources of organochloride or
covalent attachment to polymeric scaffolds.28 Amine 1 is re-
ported to have anti-cancer activity at concentrations above 50-
100 mM, without affecting healthy cells.50 We used X-rays (240
kV) instead of g-rays for the radiation source, as the X-rays set-
up allowed more control over the precise radiation dose given.
Although the radiolytic yield of aqueous electrons is slightly
different compared to using g-rays, the mechanism of prodrug
activation will be the same.51 The activation of BOH-Gem under
various conditions, characterized using the HPLC, is shown in
Fig. S2–S4. Exposure to X-rays (60 Gy) in PBS results in partial
conversion of BOH-Gem (50 mM) to Gem (Fig. S3). The addition
of TCE signicantly enhances the conversion, and in the pres-
ence of both amine 1 and TCE, BOH-Gem undergoes nearly
complete conversion. 6 Gy irradiation of a 10 mM BOH-Gem
solution shows the same trend, albeit at an overall lower
conversion due to the lower radiation dose (Fig. S4).

As shown in Fig. 5c and d, 5 mM of amine 1 and 500 mM TCE
is not toxic toward U87 cells with or without exposure to irra-
diation, as seen by the non-signicant changes in cell viability
compared to the control group. Irradiation of cells with BOH-
Gem alone does not lead to a high cell killing efficiency
(Fig. 5d), which indicates the H2O2 generated by 6 Gy of X-ray is
not enough to release signicant amounts of Gem and kill the
cells. Irradiation of BOH-Gem with addition of compound 1 and
TCE results in a similar cell killing efficiency compared to
irradiation of Gem, demonstrating the radiation-driven activa-
tion of prodrug causes a comparable toxicity as the parent drug.
U87 cells treated with BOH-AMC, TCE, amine 1 and 20 Gy of X-
ray radiation demonstrated higher uorescence intensity
compared to that without radiation (Fig. S12), further validating
the radiation-induced release of caged cargo.

Having found reduced viability of 2D cell cultures upon
prodrug activation, we continued testing with 3D tumor
spheroids, which resemble much better the physiological
environment of tumors. Tumor spheroids naturally have
gradient decrease of oxygen concentration from the periphery to
the core.52–54 For example, for spheroids of ca. 400 nm diameter
under standard culture conditions (20% oxygen in gas phase),
the oxygen concentration decreases from ca. 100 mM on the
periphery to nearly zero at the center of spheroids.53 Using
spheroids as in vitro 3D tumor model has provided key insights
for understanding hypoxia-related resistance to radiotherapy
and chemotherapy.55,56 Although a hypoxic microenvironment
makes cells resistant to ionizing radiation, it could facilitate
organochloride mediated oxidation, thereby enhancing
radiation-triggered drug activation (see above).
Chem. Sci.
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Fig. 6 The diameter of spheroids after various treatments as a function of time, shown for samples that are (a) not irradiated and (b) irradiated
with 6 Gy X-rays; Gem + A + T: addition of 81 nM gemcitabine, 5 mM amine 1 and 500 mM TCE; BOH-Gem + A + T: addition of 81 nM prodrug, 5
mM amine 1 and 500 mM TCE; BOH-Gem + T: addition of 81 nM prodrug and 500 mM TCE; BOH-Gem: addition of 81 nM prodrug; control:
addition of 5 mM amine 1 and 500 mM TCE. One-way ANOVA, n = 4, *P < 0.05, **P < 0.01, ****P < 0.0001. (c) Light microscopy images of
spheroids treated with indicated conditions, scale bar = 400 mm. (Gem represents addition of 81 nM gemcitabine; BOH-Gem A + T represents
addition of 81 nM BOH-Gem, 5 mM amine 1 and 500 mM TCE).
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U87 cells were seeded and allowed to grow for 4 days at
which point the diameter was ca. 400 mm. Gemcitabine or BOH-
Gem (with amine 1 and TCE) was administered on day 0, and
radiation was applied on the same day. Aer treatment on day 0,
the spheroids were incubated for 2 days and the cell culture
medium (DMEM) was refreshed to remove the drug. The
spheroid growth curves and the taken images are shown in
Fig. 6. Without drug or radiation, the spheroid diameter
increased linearly with time until day 6, aer which the growth
slowed down and reached a plateau (883 ± 22 mm on day 20).
The surface continued to be smooth up to the last day of
measurement, day 15 (Fig. 6c). Gemcitabine (81 nM) inhibited
spheroid growth (Fig. 6a), with a noticeably smaller diameter
than the control on day 3 and shrinkage from day 3 to day 5,
aer which the growth remained minimal. The surface of the
spheroids appeared to be fuzzy on day 15, which indicates
decreased intercellular interaction because of dead cells. A
lower concentration of gemcitabine (54 nM, Fig. S13a) resulted
in an initial growth curve similar to the 81 nM group, followed
by apparent regrowth from day 13 to day 20. High concentration
of gemcitabine (122 nM, Fig. S13c) caused no growth over the
observed period. BOH-Gem is much less effective on growth
inhibition than gemcitabine. The growth of spheroids treated
with BOH-Gem (81 nM) was slowed from day 3 to day 6, but
recovered to linear growth from day 6 and reached plateau from
day 15 on, showing no signicant difference compared to
control on day 20 (Fig. 6a). The starting time of spheroid
regrowth was delayed at higher concentration of BOH-Gem,
from day 3 at 54 nM to day 9 at 122 nM BOH-Gem (Fig. S13a
and c). The addition of 5 mM amine 1 and 500 mM TCE together
with BOH-Gem had a slightly inhibition on the growth of
spheroids compared to control on day 20 (Fig. 6a).

X-ray irradiation (6 Gy) slightly inhibited spheroid growth.
Under these conditions, the spheroids grew to 813 ± 18 mm by
day 20, and their surface was smooth on day 15 (Fig. 6c). Irra-
diating (6 Gy) spheroids that were treated with 81 nM BOH-Gem
Chem. Sci.
showed delayed growth where the diameter did not increase
from day 3 to day 13 and increased linearly with time from day
13 to day 20 (Fig. 6b). The presence of 500 mMTCE enhanced the
inhibiting effect, as evidenced by smaller diameter than the
BOH-Gem treated group. The spheroid growth was signicantly
inhibited by day 20 when spheroids treated with 81 nM BOH-
Gem, 5 mM amine 1 and 500 mM TCE were irradiated with 6
Gy of X-rays. The growth curve was similar to the group treated
with X-rays and gemcitabine. The spheroids treated with X-rays,
BOH-Gem, TCE and amine 1 also developed a fuzzy surface by
day 15, which is similar to the group treated with X-rays and
gemcitabine (Fig. 6c). The enhancing effect of TCE and amine 1
was more signicant at 54 nM BOH-Gem, while irradiating
122 nM BOH-Gem resulted in comparable toxicity as gemcita-
bine (122 nM) treated group.
Conclusions

We show that an arylboronic acid-based probe and prodrug can
be oxidized by peroxyl radicals generated from the radiolysis of
aqueous solutions containing an organochloride compound.
The oxidation is substantially enhanced when N,N-di-
methylaniline catalysts are present. Higher concentration of
organochloride results in more oxidation, while at low
concentrations of organochloride, the yield of oxidizing product
depends on the concentration of oxygen. A boronic acid-caged
gemcitabine prodrug shows reduced toxicity compared to
parent drug. Exposure of prodrug solutions containing an
organochloride and N,N-dimethylaniline derivative to clinical
doses of radiation results in comparable cell toxicity as the
parent drug and results in growth inhibition of U87 spheroid
tumor models. This study demonstrates that the widely applied
aryl boronic acid caging group can be removed using ionizing
radiation as a trigger, and that this uncaging strategy is effective
in cellular environments, using clinical doses of radiation.
© 2025 The Author(s). Published by the Royal Society of Chemistry
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27 J. Liu, T. G. Brevé, B. Xu, P.-L. Hagedoorn, A. G. Denkova and
R. Eelkema, Organochlorides Mediate Oxidation Reactions
Induced by Low Dose Ionizing Radiation, CCS Chem., 2024,
6, 1712–1720.

28 J. Liu, I. Piergentili, B. Xu, A. G. Denkova and R. Eelkema,
Alkyl Chloride-Functionalized Polymers Mediate Oxidation
of Thioethers Initiated by Ionizing Radiation, ACS Appl.
Polym. Mater., 2025, 7, 3835–3841.

29 S. Gupta, P. Sureshbabu, A. K. Singh, S. Sabiah and
J. Kandasamy, Deoxygenation of Tertiary Amine N-oxides
Under Metal Free Condition Using Phenylboronic Acid,
Tetrahedron Lett., 2017, 58, 909–913.

30 Z. Yan, Y. Pan, G. Jiao, M. Xu, D. Fan, Z. Hu, J. Wu, T. Chen,
M. Liu, X. Bao, H. Ke and X. Ji, A Bioorthogonal Decaging
Chemistry of N-Oxide and Silylborane for Prodrug
Activation both In Vitro and In Vivo, J. Am. Chem. Soc.,
2023, 145, 24698–24706.

31 Z. Zhou, S. Feng, J. Zhou, X. Ji and Y. Long, On-Demand
Activation of a Bioorthogonal Prodrug of SN-38 with Fast
Reaction Kinetics and High Releasing Efficiency In Vivo, J.
Med. Chem., 2022, 65, 333–342.

32 C. Zhu, R. Wang and J. R. Falck, Mild and Rapid
Hydroxylation of Aryl/Heteroaryl Boronic Acids and
Boronate Esters with N-Oxides, Org. Lett., 2012, 14, 3494–
3497.

33 C. Zhu and J. R. Falck, Transition Metal-Free Ipso-
Functionalization of Arylboronic Acids and Derivatives,
Adv. Synth. Catal., 2014, 356, 2395–2410.

34 M. Gopiraman, H. Bang, S. G. Babu, K. Wei, R. Karvembu
and I. S. Kim, Catalytic N-Oxidation of Tertiary Amines on
RuO2NPs Anchored Graphene Nanoplatelets, Catal. Sci.
Technol., 2014, 4, 2099–2106.

35 C. Sandford, R. Rasappan and V. K. Aggarwal, Synthesis of
Enantioenriched Alkyluorides by the Fluorination of
Chem. Sci.
Boronate Complexes, J. Am. Chem. Soc., 2015, 137, 10100–
10103.

36 A. Alouane, R. Labruere, T. Le Saux, F. Schmidt and
L. Jullien, Self-Immolative Spacers: Kinetic Aspects,
Structure-Property Relationships, and Applications, Angew.
Chem., Int. Ed., 2015, 54, 7492–7509.

37 L. W. D. Weber, M. Boll and A. Stamp, Hepatotoxicity and
Mechanism of Action of Haloalkanes: Carbon
Tetrachloride as a Toxicological Model, Crit. Rev. Toxicol.,
2003, 33, 105–136.

38 G. V. Buxton, C. L. Greenstock, W. P. Helman and A. B. Ross,
Critical Review of Rate Constants for Reactions of Hydrated
Electrons, Hydrogen Atoms and Hydroxyl Radicals (cOH/
cO−) in Aqueous Solution, J. Phys. Chem. Ref. Data, 1988,
17, 513–886.

39 P. Neta, J. Grodkowski and A. B. Ross, Rate Constants for
Reactions of Aliphatic Carbon-Centered Radicals in
Aqueous Solution, J. Phys. Chem. Ref. Data, 1996, 25, 709–
1050.

40 A. Hiroki, S. M. Pimblott and J. A. LaVerne, Hydrogen
Peroxide Production in the Radiolysis of Water with High
Radical Scavenger Concentrations, J. Phys. Chem. A, 2002,
106, 9352–9358.
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