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Ruthenium complex is an important compound group for antitumor drug research and development.
NAMI-A, KP1019, TLD1433 and other ruthenium complexes have entered clinical research. In recent
years, the research on ruthenium antitumor drugs has not been limited to single chemotherapy drugs;
other applications of ruthenium complexes have emerged such as in combination therapy. During the
development of ruthenium complexes, drug delivery forms of ruthenium antitumor drugs have also
evolved from single-molecule drugs to nanodrug delivery systems. The review summarizes the following
aspects: (1) ruthenium complexes from monotherapy to combination therapy, including the development
of single-molecule compounds, carrier nanomedicine, and self-assembly of carrier-free nanomedicine;
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(2) ruthenium complexes in the process of ADME in terms of absorption, distribution, metabolism and
excretion; (3) the applications of ruthenium complexes in combination therapy, including photodynamic
therapy (PDT), photothermal therapy (PTT), photoactivated chemotherapy (PACT), immunotherapy, and
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1. Introduction

According to the latest statistics from the World Health
Organization’s International Agency for Research on Cancer
(IARC), cancer incidence and death rates continued to increase
globally in 2020."? There are currently three main methods of
cancer treatment: surgery, chemotherapy, and radiotherapy.>*
In chemotherapy, antitumor drugs are important for treatment
due to high patient compliance and a high price-performance
ratio. The research and development of antitumor drugs are
central fields in cancer treatment. Although the sales volume
of metal antitumor drugs such as cisplatin and carboplatin
ranks top ten in the global antitumor drug market,>° this type
of drug can result in nausea, vomiting, bone marrow trans-
plantation, liver and kidney toxicity and other side effects.”*°
In the search for safe metal antitumor drugs, ruthenium (Ru)
complexes have become a big breakthrough in the field."'™**
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their combined application; (4) the future prospects of ruthenium-based antitumor drugs.

In comparison with cisplatin and its derivatives, ruthenium
complexes have the following advantages. First, platinum com-
plexes form a four-coordination plane square, whereas ruthe-
nium complexes form six-coordination octahedron mode, and
the range of oxidation states is wider than that of platinum
(including II, III, IV valence states), which leads to abundant
complex structures.'™'® Second, the increased safety of ruthe-
nium complexes and their selective killing effect on tumor
cells may be due to the fact that ruthenium and iron are from
the same main group, and ruthenium may be transported in
the body in the same way as iron, through transferrin in the
blood, thus having faster absorption and metabolism, higher
bioavailability and lower systemic toxicity."”2° Third, ruthe-
nium complexes may supplement the treatment of tumors
resistant to cisplatin.>*">* Fourth, ruthenium complexes have
rich photophysical and photochemical properties, making
photodynamic therapy (PDT)**** and photothermal therapy
(PTT)" potential methods for cancer treatments.

At present, a few ruthenium-based antitumor drugs are
under clinical studies, including NAMI-A,>° KP1019,””
KP1339%® and TLD1433%* (see Fig. 1 for the chemical struc-
tures). The research and development of ruthenium complexes
has been limited by obstacles such as poor antitumor effect
(NAMI-A*°) and poor solubility (KP1019%”). So far, no ruthe-
nium complex is in clinical use. In 2017, TLD1433 was in a
phase IIa clinical study and showed therapeutic effect on
human non-musculoinvasive bladder cancer.>* It is the first
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Fig.1 The chemical structures of NAMI-A, KP1019, KP1339 and
TLD1433.

ruthenium photosensitizer for PDT in a clinical trial. From
NAMI-A to KP1019, KP1339, and TLD1433, the development of
ruthenium antitumor drugs is moving from monotherapy to
combination therapy.*

Combination therapy for cancer includes the combination
of multiple drugs and the combination of multiple
modalities,*** including chemotherapy, radiotherapy, photo-
dynamic therapy, photothermal therapy, immunotherapy and
gene therapy, etc.*>” The synergistic effect of multiple mod-
alities not only enhances the therapeutic effect, but also solves
many problems arising from the use of a single drug (includ-
ing drug resistance, tumor recurrence, systemic toxicity).***°

A few featured reviews have been published between 2017
to 2022 on ruthenium complexes. Zhe-Sheng Chen et al*'
summarized the mechanism and structure-activity relation-
ship of ruthenium complexes, as well as their catalytic activity,
photoinduced activation and their applications as anticancer
drugs. The review focused on the structure of ruthenium com-
plexes. In this review, ruthenium compounds were still viewed
as a drug for use alone in anticancer therapy. A review"? pub-
lished in 2021 has the same approach in structuring contents.
New ruthenium compounds and delivery strategies were sum-
marized for Ru-based anticancer therapy. In both reviews,
nano-delivery systems for ruthenium drugs were reviewed.
However, the nano-delivery systems reviewed were formulated
in a traditional drug-excipient fashion. In recent years, more
excipient-free ruthenium nanomaterials have been developed.
Many studies show that ruthenium compounds can form
nanostructures without adding other additives, which conse-
quently reduces the limitation of excipients which are
approved by the FDA or EMA. This aspect was not covered by
the previous reviews.

Thorfinnur Gunnlaugsson et al.*® focused on the absorp-
tion and localization of Ru(u) polypyridine complex in cells
and the application of two-photon activation. The review
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extends to the photoimaging and photoactivation activities of
ruthenium complexes, especially in photodynamic therapy and
photoactivated chemotherapy. Tianfeng Chen et al.*! also dis-
cussed the functionalization and cancer-targeting designs of
different ruthenium complexes in conjunction with different
therapeutical methods, such as photodynamic therapy, photo-
thermal therapy, radiosensitization, targeted therapy and
nanotechnology for precise cancer therapy. However, much
recent progress in photoactivated chemotherapy and immu-
notherapy was not covered. In addition, the advantages of
ruthenium in combination therapy due to its diverse optical
characteristics have been recently discovered. Moreover, Celine
J. Marmion et al.** summarized the multi-targeted ruthenium
complexes, including DNA and other targets (such as enzymes,
peptides, and intracellular proteins). The molecular targets of
ruthenium complexes in cells are well covered in this review,
but the ADME process is lacking.

This review is organized as follows (Fig. 2). In Section 2, we
summarize the development of ruthenium complexes from
monotherapy to combination therapy, including the develop-
ment of single-molecule compounds, nanomedicine with exci-
pients, and self-assembled excipient-free nanomedicine. In
Section 3, we discuss the recent studies on ADME (absorption,
distribution, metabolism and excretion) for ruthenium com-
plexes. Section 4 presents the applications of ruthenium com-
plexes in combination therapy, such as PDT, PTT, PACT, immu-
notherapy, and their combinations. Finally, in Section 5, we
give our prospects on ruthenium-based antitumor drugs.

2. Development of ruthenium
complex molecules

NAMI-A is the first ruthenium complex to enter clinical studies
as a chemotherapeutic agent. Preclinical studies provided the
evidence that the drug can inhibit secondary tumor metastasis
in vitro and in vivo, instead of exerting a direct killing effect on
tumor.”> NAMI-A can inhibit the formation of new blood
vessels.*® This neovascularization inhibition may be one of the
mechanisms by which NAMI-A inhibits tumor metastasis. In
addition, integrin a581 has also been proposed as the mecha-
nism by which NAMI-A inhibits HCT116 cell metastasis.*’
KP1019 and KP1339 are different salt forms of the same
ruthenium complex. In addition to anti-metastasis activity
against secondary tumors, they also have a broad inhibitory
effect on primary tumors.”® KP1339 is a sodium salt form,
which is more water-soluble than KP1019. In clinical studies,
KP1339 has shown excellent therapeutic activity for solid
tumors as a GRP78 protein inhibitor and is well tolerated with
controllable side effects.”® The inhibitory mechanism of
KP1339 is presented in Fig. 3.>® KP1339 plays a role through
down-regulation of GRP78, a key regulator of misfolding
protein processing and tumor survival/anti-apoptosis. Down-
regulation of GRP78 kills tumor cells through acute endoplas-
mic reticulum (ER) stress response.*® In addition, KP1339 dis-
rupts intracellular ROS levels, induces apoptosis through mito-

This journal is © The Royal Society of Chemistry 2022
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chondria or the MAPK/P38 pathway, and blocks the cell cycle
in the G2/M phase.

In addition to the ruthenium complexes in clinical studies,
various ruthenium complexes were designed and synthesized
as chemotherapy agents for the treatment of breast cancer,”’
lung cancer®® and other common tumor types.>* These ruthe-
nium complexes inhibit tumor growth and metastasis usually
by inducing apoptosis, autophagy, necrotizing death, reactive
oxygen species (ROS) generation, angiogenesis inhibition and
cell cycle arrest.’® At present, these ruthenium complexes
mainly include bipyridine®®®® and aromatic ruthenium
complexes.’®®° There are excellent reviews*"*> about the struc-
tural-activity relationship and action mechanism of these
bipyridine and aromatic ruthenium complexes. Therefore, they

This journal is © The Royal Society of Chemistry 2022

in G2/M

KP1339 clinical study mechanism.?® This figure has been reproduced from ref. 28 with permission from Wiley, copyright 2017.

are not repeated here. Instead, we summarize these ruthenium
complexes formed by natural ligands (Fig. 4, 5 and Table 1)
due to the increasing number of studies on natural products
and their derivatives as ligands for ruthenium complexes,®®>
such as p-carboline, 63765 amino
acids,® flavonoids,”®”" sugars,”>”* etc.

Anlong Xu et al.”* synthesized a group of Ru(u) complexes
1-3 containing B-carboline alkaloids. They can induce ROS-
dependent autophagy and apoptosis in tumor cells (Fig. 6A).
These Ru(u) complexes could penetrate into the nucleus and
bind to DNA. The complexes had high inhibitory activity
against tumor cells. Among these compounds, Compound 3
has higher antitumor activity than cisplatin. Based on this

study, Lanmei Chen et al”® synthesized two new Ru(m)-

isoquinoline, curcumin,
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Fig. 4 The chemical structures of compounds 1-25.

B-carboline complexes (RupC-3 and RupC-4) by introducing
halogens into the carboline structure. The ICs, values of the
compounds against HeLa cells were 3.2 + 0.4 pM (compound
4, RupC-3) and 4.1 + 0.6 pM (compound 5, RufC-4), respect-
ively. An ICs, value of 4 pM was about 15 times smaller than
that of compound 1, and 5 times smaller than that of com-
pound 2. Mechanism studies showed (Fig. 6B) that two ruthe-
nium complexes induced cell cycle arrest and apoptosis in
HeLa cells by inhibiting ERK and Akt signaling. The research
group also investigated the killing effect of N,C chelating
complex on tumor cells,”® and designed N,C complexes Rul

16342 | Nanoscale, 2022, 14,16339-16375
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C1,R'=H,R"=H
C2,R'=0CHz, R"=H
C3,R'=0TBDMS, R"=H
C4,R'=OCHj, R"=Ph (cis)
C5, R' = OCHj, R" = Ph (trans)

and Ru2 (Fig. 6C). The IC5, of A549 for HeLa and NCL-H460
cells ranged from 1.9 uM to 4.9 pM. The toxicity of Rul to
HeLa cells was more than 30 times higher than that of com-
pound 1 complexed with N,N, suggesting that the Ru-carboline
derivatives complexed with N,C were more active.

Lanmei Chen and Tao Wang et al.”® synthesized a group of
novel Ru(u) complexes containing isoquinoline. RulQ-1 and
RulQ-2 exhibited high cytotoxic activity against lung cancer
cell lines (NCI-H460 and A549) and breast cancer cell lines
(HeLa and MCF-7). Their IC5, values were one order of magni-
tude lower than cisplatin. These two complexes induced S and

This journal is © The Royal Society of Chemistry 2022
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Fig. 5 The chemical structures of compounds 26—-36.

G2/M bicycle arrest by regulating cyclin-associated proteins
(Fig. 6D). At the same time, they could reduce mitochondrial
membrane potential (MMP). By promoting the production of
intracellular reactive oxygen species (ROS), the complex caused
DNA damage, leading to apoptosis-mediated cell death. More
importantly, RulQ-2 showed selective killing of tumor cells
and low toxicity to both normal HBE cells in vitro and zebra-
fish embryos in vivo.

Edith C. Glazer et al.® designed 22 complexes by chemi-
cally modifying the 2-, 5- and 7-sites of compound 17, and
studied the structure-activity relationship for the antitumor
effects. Shown in Table 2, the halogen modification at sites 2
and 7 can effectively improve the cytotoxicity of the complexes
and reduce the ICs5, of tumor cells to the level of nanomoles.

In addition to the Ru-bipyridine antitumor chemotherapeu-
tics, Ru-aromatic antitumor drugs are widely studied. Paul
J. Dyson and Patrycja Nowak-Sliwinska et al® found that
RAPTA-C reduced primary tumor growth in preclinical models
of ovarian and colorectal cancer. When administered daily at a
low dose (0.2 mg kg™'), RAPTA-C showed a significant
reduction in the growth of A2780 ovarian cancer transplanted
to the chicken chorioallantoic membrane model. Similar

This journal is © The Royal Society of Chemistry 2022
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activity was observed at higher doses in a nude mouse model
of LS174T colorectal cancer. In both models, significant inhi-
bition of CD31-stained microvessel density was observed, con-
firming the previously found anti-angiogenic mechanism of
RAPTA-C.

Ru-aromatic carboline complexes 19-24 are another group
of interesting compounds, among which carboline imidazole
complexes had higher cytotoxicity and better activity than cis-
platin.®* Inhibition of CDK1 led to G2/M phase blockade, and
apoptosis was induced by mitochondrial-related pathways and
intracellular ROS elevation. Ru-Tetrahydroquinoline complexes
follow the structural general formula of compound 25 in
Fig. 5.%* Five N, O coordination Ru-tetrahydroquinoline com-
plexes C1-C5 showed moderate activity against MCF-7 cells,
with ICs, values ranging from 34 pM to 218 pM, and no inhi-
bition against normal cells. The selective killing effect of these
compounds is superior in comparison with cisplatin. C5 had
the lowest activity, while C4 had the highest activity, and they
differed only by one diastereocenter.

In addition to the ruthenium complexes of carboline and
quinoline, ruthenium also forms a complex with curcumin di-
ketone. Francesco Caruso et al® synthesized Ru-curcumin

Nanoscale, 2022, 14,16339-16375 | 16343


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2nr02994d

Open Access Article. Published on 11 October 2022. Downloaded on 1/26/2026 11:23:22 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

Review

View Article Online

Nanoscale

Table 1 A summary of ruthenium complexes formed by natural products and their derivatives as ligands, their activities in vivo and in vitro and the
antitumor mechanism

Compound Activities in vivo and in vitro Reference drug Mechanism Ref.
1 HeLa: 61.2 + 3.9 pM Cisplatin: 16.7 £ DNA binding, ROS-dependent apoptosis and 74
2 HeLa: 20.2 + 1.6 pM 2.5 uM (HeLa); autophagy
3 HeLa: 1.9 £ 0.2 uyM NAMI-A: 625.8 +
44.5 pM (HeLa)
4 (RufC-3) HeLa:3.2+0.4 pM Cisplatin: 18.1 GO0/G1 cell cycle arrest and activation of 75
5 (RupC-4) HeLa:4.1+0.6 pM 0.5 uM (HeLa) mitochondria-dependent apoptosis via the
ERK/Akt pathway
6 HeLa: 1.9 + 0.4 pM Cisplatin: 18.2 + Regulating cell cycle-related proteins leads to 76
7 HeLa: 3.4 + 0.3 pM 1.2 pM (HeLa) cell cycle stagnation in GO/G1 phase.
Mitochondrial dysfunction and ROS-mediated
DNA damage induce apoptosis
8 HeLa: 48.3 + 2.5 pM Cisplatin: 20.2 + Apoptosis was induced by mitochondrial 77
9 HelLa: 41.8 + 1.9 uM 3.6 pM (HeLa) pathway, loss of mitochondrial membrane
10 HeLa: 51.2 + 3.1 pM potential and release of cytochrome C. The
11 HeLa: 35.8 + 1.7 pM activation of p53 is caused by phosphorylation
of SER-15 and SER-392. Accumulation of p53 is
associated with increased p21 and caspase
activation
12 Tumor cells: HeLa: 0.68 + 0.3 pM, MCF-7: 1.86  Cisplatin: 20.2 As compounds 8-11 78
+ 0.2; HepG2: 0.90 + 0.2 uM, Bel-7402: 0.97 + 3.6 uM (HeLa); 22.8 +
0.1 uM, Normal cells: L02: 57.2 + 4.1 pM, 4.2 pM (MCF-7)
MCF-10A: 46.2 + 3.6 pM, HEK-293: 52.3 +
2.7 M
13 (RulQ-1) NCI-H460: 2.1 + 0.2 pM; HBE: 22 + 0.8 pM; Cisplatin: 15.0 = Regulation of cyclin induces S and G2/M 79
HeLa: 4.3 + 0.3 pM; MCF: 7.2 + 0.4 uM 2.0 pM (HeLa); 21.8 + bicycle arrest; reduce mitochondrial
14 (RulQ-2) NCI-H460: 1.8 pM; HBE: 20 + 0.3 pM; HeLa: 4.7 2.2 pM (MCF) membrane potential (MMP), promote the
+ 0.4 pM; MCF: 7.0 £ 0.3 pM production of intracellular ROS and induce
15 (RulQ-3) NCI-H460: 69.1 + 3.4 pM; HBE: 96.1 + 3.4 pM; DNA damage, leading to cell apoptosis
HeLa: 80.2 + 4.1 uM; MCF: 72.0 £ 3.4 uyM
16 (RulQ-4) NCI-H460: 77.6 + 4.1 uM; HBE: 97.6 + 4.2 uM;
HeLa: 82.2 + 3.5; MCF: 88.7 + 4.7 yM
17 See Table 2 See Table 2 Inhibition of protein synthesis 80
18 EAC: 40 mg kg™" decreased 50% EAC cells; Not reported Mitochondria and p53-JNK pathway induced 81
(RAPTA-C)  human A2780 ovarian cells implanted in apoptosis of EAC cells. Inhibition of and
chicken chorioallantoic membrane : 0.2 mg angiogenesis 82
kg™ decreased about 75%; LS174T colorectal
adenocarcinoma in nude mice: 100 mg kg™*
decreased about 50%
19 HeLa: 44.3 + 3.7 pM Cisplatin: 15.5 + G2M phase was blocked by inhibiting CDK1; 83
20 Hela: 24.2 + 2.4 uM 1.7 uM (HeLa) apoptosis is induced by mitochondrial-related
21 HeLa: 5.9 + 0.9 pM pathways and intracellular reactive oxygen
22 HeLa: 16.3 + 1.5 pM species (ROS) elevation
23 HeLa: 6.2 £ 0.7 uM
24 Hela: 2.4 £ 0.2 pM
25 (C1-C5) MCF-7 cells: C1 - 54 + 5.36 uM; C2 - 60 + Cisplatin: 67 + 5.0 uM  Not reported 84
4.56 pM; C3 - 68 + 3.33 uM; C4 - 34 + 0.29 uM;  (MCF-7)
C5 - 218 + 2.15 uM; normal cell MDBK with no
activity
26 (Ru-Cur) MCF-7: 19.58 + 2.367 uM; HCT116: 13.98 + Cisplatin: 1.835 + Interaction with DNA guanine Ru-N7 in vitro;** 64
1.503 pM; A2780: 23.38 + 3.334 uM; CP8 0.237 uM (MCF-7)? dipeptidyl peptidase IV inhibitors (Ru-Cur =97 and
platinum-resistant cells from ovarian cancer: + 1.3 uM; curcumin > 200 uM)®’ 67
27.00 + 2.332 pM; A549: 62.33 + 8.934 yM
27 See Table 3 See Table 3 Caused apoptosis, but had no effect on cell 64
28 cycle and
29 66
30
31
32
33 Not reported Dipeptidyl peptidase IV inhibitors (DPPIV K;: 67
20.2 pM)
34 Dipeptidyl peptidase IV inhibitors (DPPIV K;:
80.3 uM)
35 HeLa: 50 + 1 uM; BEL-7404: 68 + 1 uM; Not reported DNA binding 68
SMMC-7721: 89 + 5 uM; normal cell HEK-293T:
53+5uM
36 HeLa: 21 + 1 pM; BEL-7404: 51 = 5 pM;

SMMC-7721: 50 + 4 uM; normal cell HEK-293T:
29 +2 uM
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copyright 2021. (C) The mechanism of compounds 6-7;° this figure has been adapted from ref. 76 with permission from Elsevier, copyright 2017.
(D) The mechanism of compounds 13—16;° this figure has been adapted from ref. 79 with permission from Elsevier, copyright 2020.

Table 2 Cytotoxicity ICso value of quinoline Ru-bipyridine complexes
in HL60 cancer cell line (uM);° this table has been reproduced from ref.
80 with permission from Elsevier, copyright 2018

Compounds R, R, R, ICs0 (1M)
171 H H H 0.52 + 0.06
17-2 Me H H 0.49 + 0.07
17-3 Br H H 0.18 + 0.015
17-4 Cl H H 0.11 + 0.003
17-5 o-Tolyl H H 0.20 + 0.069
17-6 H Br H 0.32 + 0.013
17-7 H Cl H 0.43 + 0.04
17-8 H o-Tolyl H 0.67 + 0.19
17-9 H H Br 0.10 + 0.018
17-10 H H Cl 0.09 + 0.004
17-11 H H o-Tolyl 0.96 + 0.11
17-12 H Me Me 0.18 + 0.015
17-13 H Br Br 0.07 + 0.008
17-14 H Cl Cl 0.11 + 0.006
17-15 H Cl Br 0.09 + 0.034
17-16 H Cl I 0.057 + 0.002
17-17 H I I 0.12 + 0.004
17-18 Me Me Me 0.25 + 0.051
17-19 Me Br Br 0.08 + 0.02
17-20 Me Cl Cl 0.12 + 0.002
17-21 Cl Br Br 0.07 + 0.009
1722 Ru(u) dimer ~ H — cl 11.14 + 0.658

aromatic complexes. The complexes exhibited strong anti-
tumor activity against colorectal cancer cell line HCT116 (ICs,
=13.98 pM), and a mild effect on breast cancer cell line MCF-7
(19.58 pM) and ovarian cancer cell line A2780 (23.38 uM).

This journal is © The Royal Society of Chemistry 2022

Human glioblastoma cell line U87 and lung cancer cell line
A549 were less sensitive to the complexes. Moreover, the
activity of cisplatin-resistant ovarian cancer CP8 cells was
similar to that of A2780, indicating that there was no cross-re-
sistance between Ru-Cur and cisplatin. Meanwhile, in another
study,®® compounds 27-32 showed that the antitumor activity
of Ru-curcumin complex was increased in vitro when curcumin
polarity was reduced (Table 3). The two OH groups in curcu-
min were replaced by methoxy groups or by H, resulting in
higher antitumor activity than in the parent curcumin complex
(compound 26). The complexation of ruthenium did not
improve the activity of the ligand, but the modification of the
aromatic hydrocarbon could change the activity of the complex
to a substantial extent. Complexes 27 and 29 with cymene and
hexamethylbenzene as the aromatic ligand showed better
activity in tumor cells. We compared the DPPIV inhibitory
activity of compounds 26, 33, 34 in vitro, which are composed
of the same curcumin ligand, except for the aromatics.®”
Compound 33 showed the highest inhibitory activity of DPPIV
using the phenyl as aromatic. Wei Su and Peiyuan Li et al.®®
also designed complexation of ruthenium with curcumin ana-
logues, such as compounds 35 and 36. The effect on tumor
cells is twofold for compound 36 in comparison with com-
pound 35, indicating that methyl substituents on ligands had
positive anti-proliferation activity.

Collective analysis of these studies reveals the importance
of aromatic hydrocarbons for the activity of ruthenium com-
plexes. The ruthenium complexes with benzene as aromatic
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Table 3 Antitumor activity of Ru(i)-arene curcumin complexes in vitro;®® this table has been reproduced from ref. 66 with permission from Elsevier,

copyright 2016
A2780 A549 MCF-7 HCT116 us7

HCurcl 1.5+ 0.3 3.7 +0.5%/ 1.76 + 0.16' 1.83 +0.20' 9.3 +2.0°
HCurell 43.8 + 1.9 53.2 + 1.9F 29.7 + 6.8 24.2 + 6.5/ 41.5+9.7F
Curcumin 43+17 14.7+1.8 10.5+2.6 5.8+ 0.8 12.7 2.1
Compound 27 9.4 +1.09%/ 13.7 + 0.6 10.6 + 1.6 15.5 £2.7 9.4+ 0.7
Compound 28 28.3 +2.35%F 20.6 + 0.7%8" 11.6 + 1.8 19.2+0.5 21.4+2.8"
Compound 29 11.4 + 0.85%81 15.5 + 1.778" 9.7 + 0.3 32.6 + 5.75F 10.9 + 0.6°
Compound 30 21.2 + 2,185 30.6 + 1.1 25.2 + 2.35F 15.9 + 3.1 21.2 + 4.3"
Compound 26 23.4+3.3 63.2 + 8.9 19.6 + 2.4 14.0+ 1.5 62.3 + 8.9

“p<0.01vs. 4.”p < 0.001vs. 4. “p < 0.01 vs. 2. “p < 0.05 vs. 4. “p < 0.05 vs. 2. p < 0.05 vs. HCurcl. € p < 0.01 vs. HCurcl. " p < 0.05 vs. HCurcIL ‘p

< 0.01 vs. HCurcIL” p < 0.05 vs. curcumin. *p < 0.01 vs. curcumin.

ligand had better enzyme activity in vitro because benzene had
less spatial hindrance and entered the active pocket of
enzymes more easily.®” In cells, however, the activity was
reversed, possibly because cymene and hexamethylbenzene
were more lipophilic and entered cells more easily. Therefore,
a delicate balance between steric hindrance and lipophilicity
needs to be considered when designing ruthenium complexes.
In summarizing the structure-activity relationship, we found
the following general principles for structure design: (1) most
of the ruthenium complexes are more active than ligands; (2)
the cytotoxic effect of ligands are often stronger after being
modified by Cl, Br and ; (3) N,N-, N,C-, O,0-, N,O- and other
coordination can form ruthenium complexes, among which
the N,C-coordination ruthenium complexes are often more
active; (4) the antitumor activities of ruthenium complex are
mainly demonstrated by DNA binding, production of reactive
oxygen species, the effect on cell cycle and apoptosis. However,
we also found that the biological activities of ruthenium com-
plexes evaluated by different research groups vary greatly, such
as the ICs, of cisplatin for MCF-7 cells (Table 2), which may be
related to cell status in different laboratories.

3. Research and development of
ruthenium nanodrugs

Structural optimization of ruthenium complexes does not
necessarily result in the best therapeutic effect in many cases.
For example, it is difficult to satisfy the requirements of steric
hindrance and lipophilicity in one compound.®® Therefore,
combination with advanced drug delivery technology is necess-
ary to further improve the antitumor activity of ruthenium
complexes.*>®” The nano drug delivery system (NDDS) cer-
tainly offers many advantages over traditional methods.®® For
example, firstly, NDDS can be used as a targeting delivery
system for ruthenium complexes. Nanoparticles mediate the
enhanced permeability and retention (EPR) effect,®*°> thus
increase the passive targeting effect in tumor cells. NDDS can
also be modified by receptors, proteins and enzymes for active
targeting.”®®” Secondly, the increased selectivity of ruthenium
compounds reduces systemic toxicity.’® Thirdly, the lipophili-
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city of ruthenium complexes can be increased by using NDDS
rather than changing the structure of the compound, which
promotes the delivery of ruthenium complexes to tumor cells,
thus significantly improving the therapeutic effect.’® Fourthly,
nanoparticles allow simultaneous delivery of multiple com-
ponents, thus combining multiple therapeutic modalities.'

Zhe-Sheng Chen et al.*' summarized studies on the encap-
sulation of Ru(u) complexes in NDDS, such as Ru(n)-selenium
nanoparticles,'°>'%  Ru(u)-gold nanomaterials,'®  Ru(u)-
silicon dioxide composites'® ™% and Ru(u)-carbon nano-
tubes,'®” etc. Encapsulation of Ru(m) complexes in these
organic or inorganic vectors can improve their targeting and
delivery to tumor cells. Christophe M. Thomas et al'°® also
summarized nanomedicine for delivering Ru(u) polypyridine-
based complexes of organic and inorganic materials. In
addition to the encapsulation of ruthenium complex in nano-
carriers, excipient-free nanodrugs®'°® have attracted the inter-
est of researchers. Excipient-free nanodrugs refer to the fact
that the matrix composed of nanomaterials is also a substance
that exerts drug activity, and they are generally self-assembled
by active pharmaceutical ingredients.''® Based on previous
studies,'®''" the difference of excipient-free NDDS is based
on whether the total amount of additives exceeds 80%."">""?
Therefore, in excipient-free NDDS, other additives may be
present in addition to the active pharmaceutical ingredients.
However, the additives in excipient-free NDDS may have a
therapeutic effect rather than being as a carrier only, which is
different from the traditional function of excipients in drug
formulation. Here, we give an overview on Ru carrier nano-
particles and excipient-free nanodrugs.

3.1 Ru carrier nanoparticles

3.1.1 Ru nanoparticles with inorganic carriers. Gold nano-
particles have been widely used in biomedical fields, especially
in cancer treatment,'**™*® and they are also a common carrier
of ruthenium complexes.'®'"7*?® Gold nanoparticles are
often named after their morphology, such as gold nano-
spheres, gold nanorods, gold nanocages, gold nanoshells and
gold nanoclusters.'*" Because of the plasmon resonance
characteristics of their surface, gold nanoparticles absorb
near-infrared light and convert it into heat, and are thus uti-

This journal is © The Royal Society of Chemistry 2022
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lized in photothermal therapy.'®* In early studies, the ruthe-
nium polypyridine complex was used as a coating agent'>* and
stabilizer'** for gold nanoparticles. Most studies focused on
the effect of gold nanoparticles on the photophysical pro-
perties of Ru(bpy);>* chromophore on the surface'**'®
(Fig. 7A and B). In the study of the luminescence properties of
ruthenium, the application of luminescent Ru-gold nano-
particles in cell imaging was discovered. Previous studies
found that when ruthenium [(Ru(bpy);-C5-SH]*" is combined
with gold nanorods, more than 60% of the emission is
quenched;'*” however, the ruthenium complexes modified on
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the surface of gold nanospheres did not quench the lumine-
scence properties of Ru from the gold surface; on the contrary,
the luminescence properties of Ru were enhanced by 260 + 6%
in comparison with the free molecular RuSH complex."*® Due
to the nature of single-photon luminescence, the distribution
of nanoparticles in cells can be observed using confocal laser
microscopy >*'* (Fig. 7C and D). Ru-gold nanoparticles are
concentrated in the nucleus overlapping with DAPI-stained
DNA.

The same research group applied Ru-gold nanoparticles to
they

tissues and animals. In 2014, synthesized a

g%

- AN

AuNPs@Ru

AuNRs@Ru

AuNTs@Ru

Fig. 7 Development of Ru—Au nanoparticles. (A) Photochemistry of functionalized Ru tribipyridine on gold nanoparticles;*?* this figure has been
reproduced from ref. 125 with permission from the American Chemical Society, copyright 2006. (B) Schematic diagram of Ru(bpy),(NH.-phen)?*
functionalized gold nanoparticles;'2® this figure has been reproduced from ref. 126 with permission from the Royal Society of Chemistry, copyright
2011. (C) Luminescent Ru(i) polypyridine-functionalized gold nanoparticles as single-photon cell-imaging agents;*?® this figure has been reproduced
from ref. 128 with permission from the American Chemical Society, copyright 2011. (D) Gold nanoparticles coated with Ru(i) complexes are used for
single-photon luminescence imaging in cells;?° this figure has been reproduced from ref. 129 with permission from Elsevier, copyright 2015. (E)
Gold nanoparticles coated with Ru(i) complexes are used for single-photon luminescence imaging in cells;**° this figure has been reproduced from
ref. 130 with permission from Elsevier, copyright 2014. (F) High photothermal conversion efficiency of gold nanospheres grafted by two-photon
emitting Ru(i) complexes;**! this figure has been reproduced from ref. 131 with permission from the Royal Society of Chemistry, copyright 2012; (G)
Schematic of Ru(i) complexes grafted to gold nanorods and nanostars;**? this figure has been reproduced from ref. 132 with permission from the
Royal Society of Chemistry, copyright 2017.
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RuNH,@AuNPs two-photon light-emitting probe™® (Fig. 7E),
which formed mercaptan-responsive nanoparticles by using
the principle that mercaptan can replace the Ru(u) complex on
the AuNPs’ surface to release the luminescent RuNH,. The
released Ru(n) complex showed strong two-photon lumine-
scence and could penetrate living mouse tissues in depths of
80-170 pm using a two-photon microscope. In 2015, the
research group grafted a Ru(u) poly-pyridine complex onto
gold nanospheres (Ru@AuNPs)"*" (Fig. 7F), which significantly
improved the two-photon emission intensity and photother-
mal treatment efficiency of gold nanospheres. Under the
irradiation of 808 nm laser with power density of 0.8 W cm™>
for 5 minutes, tumor size was significantly reduced and even
ablated. In 2017, the research group designed functionalized
gold nanorods (AuNRs@Ru) and gold nanorods (AuNTs@Ru)
of Ru(u) complexes, showing higher photothermal stability
and photothermal efficiency’** (Fig. 7G). AuNRs@Ru and
AuNTs@Ru could retain the morphology and the properties of
near infrared plasmon resonance absorption under 0.25 W
em™? laser irradiation. Photothermal studies showed that
AuNRs@Ru and AuNTs@Ru had more effective therapeutic
effects in HeLa cells and in in vivo tumor models.

The number of studies on the modification of gold nano-
particles by ruthenium complexes has been increasing in
recent years. Most of these studies involve the attachment of
Ru polypyridine complexes on the surface of gold nano-
particles via sulfur atoms. For example, Balachandran Unni
Nair et al."** used functionalized gold nanoparticles of Ru(i)
polypyridine complex (Fig. 8A) to stabilize the collagen of
extracellular matrix under light irradiation. Francesca
Limosani et al.’*® explored the synthesis method of functiona-
lized Ru porphyrin gold nanoparticles via sulfur/gold covalent
bonds (Fig. 8B). Samarendra Maji and Mani Ganeshpandian
et al.'*® obtained Ru(p-cym)(NN)(PNVP-Py)@AuNPs by repla-
cing some of citrate molecules on the surface of the gold nano-
particles with xanthate functional group Ru(ze-p-cym)(NN)
(PNVP-Py)Cl, (Fig. 8C). The surface-functionalized AuNPs of
Ru(u)-arene complexes improved the solubility of the com-
plexes, and prolonged blood circulation and the release of
ruthenium  complexes.  Ru(p-cym)(NN)(PNVP-Py)@AuNPs
showed low DNA-cutting ability but were more effective in colo-
rectal adenocarcinoma cells than the complex alone, possibly
because Ru(p-cym)(NN)(PNVP-Py)@AuNPs had better mem-
brane permeability. In addition to the hydrophobicity of the
aromatic ligands, long-chain polymers could also promote the
nanoconjugates to cross the cell membrane and induce cell
apoptosis.

3.1.2 Ru nanoparticles with organic carriers. Cationic lipo-
somes, as organic carriers, are commonly used to deliver
ruthenium complexes to tumor sites. In 2013, Daniela
Montesarchio and Luigi Paduano et al.*** designed an antitu-
mor cationic ruthenium nanocarrier. It used cationic lipid 1,2-
dioleyl-3-trimethyl ammonium propane chloride (DOTAP) to
deliver a novel amphiphilic ruthenium complex against
cancer. The aggregates obtained by mixing ruthenium com-
plexes with phospholipid carriers at a 50/50 mole ratio were
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10-20 times more active than AziRu, a NAMI-A analogue. In
2015, Daniela Montesarchio and Luigi Paduano et al.'*® used
the same method to encapsulate ruthenium cholesterol
complex into DOTAP cationic liposomes, which blocked the
degradation of ruthenium antitumor drugs. Recently, Pilar
Loépez-Cornejo et al.'*® formulated derived cationic metal
ruthenium complexes with DOPE to deliver genetic material in
gene therapy.

3.1.3 Ru nanoparticles with stimuli-responsive carriers.
The stimulus-responsive ruthenium complexes are usually
derived from the change of complex structure. According to
the different external stimuli, the stimulus-responsive ruthe-
nium complexes are divided into photoresponse, thermal
response, oxidation reduction prototype and pH response.
Yuanli Liu and Si Wu et al.’®” summarized the development of
redox prototype and photoresponsive ruthenium complexes in
recent years.

The pH-responsive delivery is also a common ruthenium
complex type. The pH-responsive delivery depends on pH-sen-
sitive chemical bonds or groups in the structure, such as
hydrazone bonds and imidazole groups. Ling Qiu and Jianguo
Lin et al."*® developed a pH-sensitive mesoporous silica nano-
carrier RUNHC@MSNs-CTS-biotin (CTS = chitosan) for tar-
geted delivery and controlled release of Ru(u) N-heterocyclic
carbine (RUNHC) complex. CTS captures RuNHC complexes in
the mesopores, and biotin enables the nanosystem to specifi-
cally target tumor cells through biotin receptor-mediated endo-
cytosis. The release of RuNHC was pH-dependent, with a
release rate of 59.71% at pH 5.0, but almost no release at pH =
7.4. In 2021, Goran N. Kaluderovi¢ and Nikola Z. KneZevi¢
et al.® also constructed a pH-responsive mesoporous silica
nanocarrier for the release of ruthenium metal therapeutics.
In Fig. 9, the surface of mesoporous silica nanoparticles (MSN)
is functionalized by two types of ligands, (2-thiophenyl
methyl)hydrazine hydrochloride (H1) and (5,6-dimethyl-
thiophenol[2,3-d|pyrimidine-4-)yl)hydrazine (H2). They are con-
nected to the surface of MSN by pH-responsive hydrazone.
Further coordination with the Ru(u) center resulted in two
types of nanomaterials, MSN-H1[Ru] and MSN-H2[Ru]. The
release of Ru(n) complexes is enhanced at low pH. The
enhanced antitumor effect on metastatic B16F1 melanoma
cells was confirmed under acidic conditions in vitro.

3.2 Ru excipient-free nanoparticles

Excipient-free nanoparticles are usually composed of pure
drug molecules. Excipient-free nanoparticles often contain a
small amount of surfactant, enabling self-assembly of nano-
materials, but the total drug load is higher than 80%."*° Two
methods are commonly used to synthesize carrier-free nano-
particles."*" One method is the direct self-assembly of drug
molecules through non-covalent interactions, such as hydro-
phobic interactions, n-n stacking and CH-r interactions. The
self-assembly method can be a single drug or a combination of
multiple drugs, such as chemotherapeutic drugs and photo-
thermal conversion agents. The second method is to covalently
link the drug with a helper molecule. Drug molecules in this

This journal is © The Royal Society of Chemistry 2022
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functionalized gold nanoparticles;**®> (B) synthesis pathway of Ru-TPP—CH,S—AuNPs;2° (C) synthesis scheme of Ru(p-cym)(NN)(PNVP-Py)

@AuNPs.1*°

category cannot directly self-assemble and form nanoparticles.
Therefore, drug molecules are modified to form amphiphilic
structures through connecting bridges with peptides, lipids,
chemotherapy drugs, immunotherapy drugs and photothermal

This journal is © The Royal Society of Chemistry 2022

conversion agents through ester bonds, disulfide bonds and
thioacetal bonds.

Excipient-free nanoparticles containing metal compounds
show excellent application potential in tumor imaging, drug
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Fig. 9 (A) Synthesis of pH-responsive ruthenium antitumor drug deliv-
ery systems; (B) the pH-forced hydrolysis of MSN-H1[Ru] and MSN-H2
[Ru]. Adopted from ref. 139. This figure has been reproduced from ref.
139 with permission from MDPI, copyright 2021.

delivery and tumor therapy. Metals such as iron, zinc, copper,
gold and silver are the main metal components of biomedical
nanoparticles,"** especially gold nanoparticles, which have
been basically industrialized in biomedicine and can be con-
trolled to form nanoparticles of various shapes and sizes.
Different from the systematic study of gold nanoparticles,
there is little research on excipient-free RuNPs, and the syn-
thesis, morphology and size of excipient-free RuNPs have not
been reviewed in detail. In addition to single ruthenium excipi-
ent-free nanoparticles, researchers also use covalent or non-
covalent interactions to link ruthenium to large molecular pro-
teins, small molecular drugs, peptides, etc., and self-assemble
to form a variety of nanostructures. Therefore, we reviewed the
research on single excipient-free RuNPs and the excipient-free
nanoparticles by the coupling of Ru with small and large mole-
cules in recent years.

3.2.1 Ruthenium nanoparticles (RuNPs). Excipient-free
RuNPs also form in different morphologies (Fig. 10):
spongy,'**  spindle,"**  pompom,'*>  flower-like,"**'*
spherical,'”"**® rod-like,"*° hollow mesoporous'*>*** and nano-
dots."> However, many studies on RuNPs have focused on
their preparation and physicochemical properties, and studies
on the biological applications of RuNPs are rare. Here, we
focus on the medical applications of ruthenium nanospheres,
ruthenium nanoflowers and hollow mesoporous RuNPs.

16350 | Nanoscale, 2022, 14,16339-16375
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3.2.1.1 Hollow mesoporous RuNPs. Sanghyo Kim et al.'™®
synthesized hollow mesoporous RuNPs with controllable sizes.
The RuNPs were prepared by a double-template method.
Poloxamer P407 and amino-functionalized silica particles were
added into RuCl; solution to form hollow mesoporous RuNPs,
and the template material was dissolved by perchloric acid to
obtain the RuNPs with controllable size. Furthermore, these
authors also demonstrated that hollow mesoporous RuNPs
exhibited cytotoxic effects above 100 pg mL™", and that the syn-
thetic RuNPs with negatively charged surfaces had high cellu-
lar absorption, high drug load, and pH-sensitive drug-release
properties.

In 2018, the group of Jie Liu*>® designed and synthesized a
hollow mesoporous RuNPs with dual targeting function,
RBT@MRN-SS-Tf/Apt (Fig. 11A and B). The anti-tumor drug
[Ru(Bpy),(TIP)]*" (RBT) was loaded in the mesoporous ruthe-
nium nanoparticles (MRN). The researchers used transferrin
(Tf) and aptamer AS1411 (Apt) to modify the surface of MRN
via disulfide bonds. RBT@MRN-SS-Tf/Apt could effectively
penetrate the blood-brain barrier and target glioma, specifi-
cally killing glioma cells in vivo and in vitro. In addition, the
antitumor drug [Ru(bpy),(TIP)]>* (RBT) could produce reactive
oxygen species (ROS) and induce tumor cell apoptosis under
laser irradiation.

3.2.1.2 Ruthenium nanospheres. The same research group'’
also conducted a study on ruthenium nanospheres.
Ruthenium nanospheres were synthesized by a classical
double reduction method, in which Ru(m) was reduced by
NaBH, under the protection of polyethylene pyrrolidone (PVP).
After purification, solid Ru nanospheres were yielded.
Thioglycolic acid was used as a link to modify transferrin (Tf)
onto the surface of Ru nanospheres to obtain Tf-RuNPs with
high photothermal conversion properties and high targeting
properties.

Tf modification was able to enhance the uptake of RuNPs
by endocytosis. Meanwhile, Tf-RuNPs were able to inhibit or
even ablate tumor tissues by PTT in vivo and in vitro. In
addition, the photothermal conversion efficiency 5 of RuNPs
was compared with that of AuNRs, a classical photothermal
conversion agent. The temperature curve of RuNPs was similar
to that of AuNRs under the irradiation of laser with the wave-
length of 808 nm. The photothermal conversion efficiency # of
RuNPs was 53.2%, lower than that of AuNRs (87.5%). However,
when using a 660 nm laser, RuNPs had a slightly higher
heating rate than AuNRs, and the 5 of RuNPs was 60.7%,
slightly lower than that of AuNRs (67.4%). This was the first
study to propose the use of Ru nanospheres in PTT and
compare them with classical photothermal conversion agents.

3.2.1.3 Flower-like RuNPs. We found that there are two
types of flower-like RuNPs reported at present. One is the hier-
archical Ru-MOF nanoflower; the other is the flower-like meso-
porous RuNPs. Yingzi Fu et al.**® reported a luminescent func-
tionalized a metal-organic flower-like hierarchical nano-
structure, which was prepared by one-step solvothermal
method at low temperature'®* for the detection of tryptophan
with high sensitivity.

This journal is © The Royal Society of Chemistry 2022
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Fig. 10 A summary of RuNPs with different morphology.

Jie Liu’s group designed another flower-like RuUNP."> They
synthesized flower-like RuNPs (FRu), spherical ruthenium
(SRu) and spindle ruthenium (SPRu) nanoparticles. FRu had
higher photothermal conversion efficiency (93.4%) than SRu
(60.7%). FRu also mediated the synergistic effect between PTT
and PDT, and presented no obvious toxicity in vivo and in vitro.
In 2020, the research group'’ used flower-shaped hollow
nano-ruthenium as a carrier to load nerve growth factor (NGF)
and sealed it with phase change material (PCM) (Fig. 11C).
This NGF-PCM®@Ru NPs could penetrate the blood-brain
barrier (BBB) under near-infrared (NIR) irradiation and
respond to the phase change of the lesion area. The release of
NGF caused inhibition of tau hyperphosphorylation and
reduction of oxidative stress. It further restored nerve damage
and maintained neuronal morphology, and consequently
improved learning and memorizing in a mouse model of
Alzheimer’s disease.

3.2.2 Self-assembly with small molecules. Self-assembly of
ruthenium complexes with small molecules is one of the com-
monly used strategies for the formation of nanoparticles.'®
These small molecules often have targeting effects,"” self-
assembly functions™®'*® or chemotherapeutic effects."®*'°
Common small molecules include cyclodextrin,'®>*®* integrin-

This journal is © The Royal Society of Chemistry 2022
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targeted peptide RGD,'®*'®> CD44-targeted hyaluronic acid"®®
and bis bridging ligands bis(imidazole),"®” etc.

Cyclodextrin (CDs) is a cyclic oligosaccharide linked by 6-8
p-glucose units via o-1,4-glucoside bonds. Due to its good
water solubility and low toxicity, CDs has been widely used as
a component in supramolecular chemistry and can combine
various guest molecules to form nanostructures.'®*1%169
Zong-Wan Mao et al.'®> designed a host-guest system by com-
bining cyclodextrin-functionalized antitumor Ru(u) complex
with adamantane attached tumor targeting peptide. The host-
guest molecules self-assemble to form a stable phosphorescent
nanostructure Ru-CD-RGD. Ru-CD forms C-N bond connec-
tion through the Mannich reaction,'”® and the B-CD cavity
could strongly bind to adamantine alkyl groups,'”! thus Ru-
CD-RGD was formed (Fig. 12A). Ru-CD-RGD selectively killed
integrin aVp3-enriched tumor cells U87MG. Further mecha-
nism studies showed that Ru-CD-RGD was mainly distributed
in lysosomes and induced apoptotic cell death through lyso-
some damage, ROS and caspase activation. Similarly, Yu Liu
et al.'® designed self-assembly of adamantane-functionalized
transferrin (Ad-TRF) and B-CD functionalized ruthenium
complex (Ru-HOP-CD) (Fig. 12B). Ad-TRFs could be used as a
target site for tumor cells, and the coordinated Ru(u) center
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to trigger the release of NGF, thereby reducing ROS production and alleviating neuron damage by inhibiting tau hyperphosphorylation. Adopted
from ref. 147. This figure has been reproduced from ref. 147 with permission from Elsevier, copyright 2020.

could be used as a functional group for photodynamic
therapy. Not only could Ad-TRF/Ru-HOP-CD target tumor cells
and selectively kill tumor cells, but it also showed high PDT
ability under visible light irradiation, combining chemo-
therapy with photodynamic therapy.

3.2.3 Self-assembly with biological
Functional biological macromolecules
proteins,'”***1%* antibodies'>' and growth factors
important in tumor development, and nanoparticles can be
given special functions after being connected to biological

macromolecules  through  covalent or non-covalent
173

macromolecules.
such as

147,172 pr0

interactions.

Jie Liw’s group'”* designed a fluorescent antitumor complex
([Ru(bpy),(tip)]**, RBT) and bispecific antibody conjugate
(SS-Fc) using polyethylene glycol hollow mesoporous ruthe-
nium nanoparticles (HMRu NPs) as carrier. HMRu NPs were
synthesized using an improved dualtemplate method,'””

16352 | Nanoscale, 2022, 14,16339-16375

loaded with RBT, which then linked to SS-Fc¢ (anti-CD16, and
anti-CEA) via polyethylene glycol. SS-Fc is a bispecific antibody
with two different epitopes. On the one hand, its antitumor
embryonic antigen (CEA) arm can recognize tumor-specific
antigens, adding a targeting function to the delivery system;"”®
on the other hand, the anti-CD16 arm can bind NK cell recep-
tors to activate immune responses.'”* These functional
designs enable HMRu@RBT-SS-Fc to be sensitive to near-infra-
red light and exhibit high tumor targeting and antitumor
activity in vivo. HMRU@RBT-SS-Fc achieved the combined use
of HMRu-based PTT, RBT-induced PDT and SS-Fc-mediated
immunotherapy for colorectal cancer.

3.2.4 Composite metal Pt/Ru nano self-assembly. To over-
come the tumor resistance to platinum antitumor chemo-
therapy drugs such as cisplatin and carboplatin,"”” studies
have found that Pt(iv) can be used as a prodrug in tumor
treatment.'”"”® Tumor tissues are in a reduced microenvi-

This journal is © The Royal Society of Chemistry 2022
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Fig. 12 Schematic diagram of Ru and CD self-assembly. (A) Self-assembly process of Ru—CD-RGD.'®? This figure has been adapted from ref. 162
with permission from the Royal Society of Chemistry, copyright 2017; (B) self-assembly process and mechanism of Ad-TRF/Ru-Hop-CD.* This
figure has been adapted from ref. 163 with permission from the Royal Society of Chemistry, copyright 2019.

ronment, where the content of reduced glutathione is higher wuse of cisplatin can still lead to resistance in patients.
than that of normal tissues, and Pt(wv) can be reduced to Pt(un) Therefore, combination with other antitumor agents, such as
in a responsive manner in tumor tissues, thereby contributing ruthenium complexes (Fig. 13A), is a strategy for overcoming
to tumor killing and reducing side effects.'”®"®® But long-term cisplatin resistance.'®"
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Fig. 13 The structure of Ru/Pt complexes (A) RuPt 1; (B) RuPt 2-1, 2, 3 and 4; (C) RuPt 3 and (D) RuPt 4.
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Guangyu Zhu et al.'® were the first to design and syn-
thesize four Ru(u)/Pt(1v) arene complexes (Fig. 13B). Although
the self-assembly properties were not reported, complexation
still resulted in enhanced cytotoxicity and increased anti-meta-
stasis properties compared with aromatic Ru complexes. At the
same time, the group also synthesized another dinuclear Ru
(u)/Pt(1v) arene complex with connecting arms in the middle
(Fig. 13C)."® In the tumor-normal cell co-culture system, the
IC5, value of Pt(iv)-Ru(u) complex against normal cells is 7-10
times higher than that of cisplatin, which significantly
improved the selectivity of tumor cells and reduced in vivo tox-
icity. The group also synthesized a multi-targeting Ru(u)-Pt(wv)
polypyridyl complex combining cancer activation chemo-
therapy and photodynamic therapy to overcome drug-resistant
cancers (Fig. 13D)."%*

Xing-Jie Liang and Si Wu et al.®” first proposed the self-
assembly characteristics of Ru(u)/Pt(wv) and synthesized a dual-

View Article Online
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responsive Pt(wv)/Ru(u) bimetallic polymer (PolyPt/Ru). PolyPt/
Ru was connected by three parts to form an amphiphilic struc-
ture (Fig. 14). The hydrophilic part was polyethylene glycol,
and the hydrophobic part included reduction-responsive plati-
num precursor Pt(iv) and red-responsive Ru(u). PolyPt/Ru
nanospheres could be absorbed by cisplatin-resistant cells.
After irradiation with red light, the polymer degraded and
released Ru(i) complex, cisplatin and 'O,, which could syner-
gistically inhibit the growth of drug-resistant tumor cells
in vivo and in vitro. In this study, the ruthenium complex was
self-assembled with the prodrug of cisplatin conjugation to
form a nanodrug delivery system, which can bind to the tumor
site through EPR effect, achieving photoresponsiveness and
glutathione reduction responsiveness. The synergic effect sig-
nificantly improved the selective killing effect of tumors.

Both excipient-free nanodrugs and nanodrugs formed with
helping agents are NDDS, that is, both involve carrier systems.
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Fig. 14 Structure of amphiphilic copolymer PolyPt/Ru. (a) Red light irradiation and intracellular reduction induced polymer degradation to produce
10,, which released the antitumor drug cisplatin and antitumor agent [Ru(big)>(H>0),1(PFe)» (biq = 2,2'-biquinoline); (b) schematic diagram of self-
assembly, extracellular and intracellular processes for antitumor therapy using PolyPt/Ru.?? This figure has been adapted from ref. 22 with per-

mission from Wiley, copyright 2020.
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The main basis for the division of conventional and excipient-
free NDDS is whether the drug content is above 80%. The
difference is whether the excipients play a therapeutic effect,
rather than only play a role as a carrier, or even increase the
excretory burden of the body. Besides, both conventional and
excipient-free Ru nanodrugs are designed to achieve the com-
bination of multiple therapeutic modalities, which is one of
the potential directions for cancer treatment in the future. The
development from conventional nanodrugs to excipient-free
nanodrugs is an embodiment of the simplification of the com-
bined treatment system for cancer. The applications of ruthe-
nium nanomedicine in cancer combination therapy are dis-
cussed in detail in Section 5.

ADME of Ruthenium

Distribution
! -- Tumor targeting
Absorption
-- Absorped by human bgdy
& uptaked by tumor cefls

Metabolism
-- Hydrolysis of Ru complexes

Fig. 15 ADME process of ruthenium complexes or nanoparticles.
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4. Absorption, distribution,
metabolism and excretion (ADME) of
ruthenium

The pharmacokinetics (PK) runs through the whole process of
preclinical and clinical research for ruthenium complexes'®®
and its nanodrugs.'®® There are a few studies on the complete
ADME process of ruthenium complexes,'®”'®® but studies con-
cerning one or two of the processes have become a standard
practice in the research of ruthenium antitumor drugs. The
ICP-MS and LC-MS/MS methods are the most common
methods in PK studies.’® In this section, ADME studies of
ruthenium drugs are reviewed (Fig. 15).

4.1 Absorption

The current method of administration of ruthenium com-
plexes in living organisms is through intravenous injection."®®
The drugs enter the internal circulation system directly and
are transported to various parts of the body by the blood.
Studies have found that ruthenium complexes can bind with
albumin and transferrin in blood and be transported to tumor
tissues. Once they reach the targeted site, they can be taken up
by cells through different pathways.

Drug uptake pathways by cells include simple diffusion,
assisted diffusion, active transport, and endocytosis
(Fig. 16).**>'%° Both simple diffusion and assisted diffusion
are passive, requiring no energy. Assisted diffusion requires
the help of proteins, and simple diffusion does not. Active
transport requires energy in the cell. When a cell needs to
ingest large proteins, nanoparticles, or liquids, they are cap-
tured externally by the cell membrane and then separated
from the cytoplasm by lipid membranes, an effect known as
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Fig. 16 Cellular uptake of small molecule Ruthenium complexes and ruthenium nanoparticles.
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endocytosis.’®’ Endocytosis is divided into phagocytosis and
pinocytosis. Pinocytosis is further divided into macropinocyto-
sis, clathrin-mediated endocytosis, caveolin-mediated endocy-
tosis, and clathrin- and caveolin-independent pathways based
on the molecular mechanisms.'**'%* Transferrin/transferrin
receptor-mediated endocytosis is a typical clathrin-mediated
endocytosis.

Small-molecule drugs (<1 kDa) can be taken up by cells in
several ways, depending on molecular weight, lipophilicity,
and charge carrying."”> The uptake of a ruthenium complex
may depend on more than one pathway.'®* Cellular uptake is
determined primarily using metabolic inhibitors and transpor-
ter inhibitors. Jacqueline K. Barton et al'®® observed no
reduction in the uptake of the ruthenium complex Ru
(DIP),DPPZ*" (structure as Fig. 17A) in the case of metabolic
inhibition with deoxyglucose and oligomycin, suggesting that
the uptake of ruthenium complex into cells requires no energy
input. The presence of organic cation transporter inhibitors
also has a minor effect on absorption. However, cellular
internalization of Ru(DIP),DPPZ>" was sensitive to membrane
potential, and uptake decreased when cells were depolarized
with a high-concentration potassium buffer and increased
when cells were hyperpolarized with valamycin. These results
suggest that Ru(DIP),DPPZ>" was taken up by cells by passive
diffusion. Seungjo Park et al.'®® synthesized three protonated
ruthenium complexes (structure as Fig. 17B), and found that
these ruthenium complexes entered cells through passive
diffusion, but were actively expelled at the same time. When
ATP production was inhibited, a significant increase in the
average fluorescence intensity was noted in all cancer cell
lines, suggesting that the compound may flow out of tumor
cells in an energy-dependent manner under normal cell
culture conditions.

Endocytosis of nanoparticles is usually determined by
endocytosis inhibitors, such as chlorpromazine (CPZ), which
is often used for clathrin-mediated endocytosis. Methyl-
B-cyclodextrin  (M-B-CD)/filipin/mycorycin are inhibitors of
caveolin-mediated endocytosis, while amiloride inhibits
macropinocytosis.’®”'*®* Many RuNPs are commonly ingested
simultaneously through multiple pathways.'®* Lanmei Chen
and Tao Wang et al’® designed isoquinoline Ru-bipyridine
complexes (RulQ-1 and RulQ-2, structure as Fig. 5 compound
13 and 14). In order to further study the endocytosis pathways
of RulQ-1 and RulQ-2, two endocytosis inhibitors were used,
namely nystatin (caveolin-mediated endocytosis) and sucrose
(clathrin-mediated endocytosis). The cell uptake of RulQ-1 and
RulQ-2 was significantly decreased in the sucrose pretreatment
group and only moderately decreased in the nystatin group,
suggesting that the transmembrane transport of RulQ-1 and
RulQ-2 was through clathrin-mediated endocytosis.

Many ruthenium nanoparticles enter the cell via receptor-
mediated endocytosis, including cell adhesion molecule recep-
tors (including integrin and calcemin), G-protein-coupled
receptors, epidermal growth factor receptors, and other emer-
ging molecular receptors (including progesterone receptor and
glucose transporter)."®® In addition, transferrin/transferrin
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receptor-mediated endocytosis is one of the important endocy-
tosis modes of ruthenium complexes.?®*°**°* Methods such
as ICP-MS, confocal laser microscopy and flow cytometry can
be used to quantify the uptake of nanoparticles by cells. These
receptor-mediated endocytosis routes are mediated by tumor-
specific or highly expressed receptor types, which also play a
role in targeted transport.>*>

Tianfeng Chen et al.*®* designed a RGD-functionalized and
bio-responsive ruthenium prodrug (Ru-RGD, structure as
Fig. 21C), in which the cyclic Arg-Gly-Asp (cRGD) peptide has
high affinity and specificity for integrin aVp3, enabling ruthe-
nium to enter cells through integrin protein-mediated endocy-
tosis. To verify this design, cell uptake was first measured after
incubation with Ru-RGD (20 pM) for 4 h, with or without pre-
treatment with ¢cRGD (10 pg mL™"). The results (Fig. 17C)
showed that Ru-RGD accumulated preferentially in tumor cells
compared with normal cells, and the preincubation with exces-
sive cRGD blocked the uptake of Ru-RGD. In the CaSki tumor
cells and Ect1/E6E7 normal cells co-culture model, Ru-RGD
(20 pM, 16 h) was detected by TUNEL/CellTracker Blue staining
to selectively induce tumor cell apoptosis without affecting
normal cell growth. These results indicated that Ru-RGD can

selectively kill tumor cells through integrin-mediated
endocytosis.
Marcia R. Cominetti et al®*' synthesized a ruthenium

complex containing galic acid (GA) as ligand [Ru(GA)(DPPE),]
PF; (Ru(GA), structure as Fig. 17D). In order to study whether
Ru(GA) was absorbed by cells through transferrin/transferrin
receptor-mediated endocytosis, the spontaneous and strong
interaction between transferrin or albumin with Ru(GA) was
determined by the fluorescence quenching method in vitro. To
further evaluate the interference of albumin and transferrin
on Ru(GA) transport and cell interaction, tumor cells
MDA-MB-231 and normal mammary epithelial cells MCF-10A
were co-incubated with Ru(GA), and albumin and human
lipid-carrying transferrin were added simultaneously. The
activity of MDA-MB-231 was not significantly affected with the
increase of BSA concentration. However, with the increase of
lipid-carrying transferrin, cell viability was significantly
decreased compared with Ru(GA)-treated cells, suggesting that
Ru(GA) may be absorbed by tumor cells through transferrin-
mediated endocytosis. Although albumin binds Ru(GA), ruthe-
nium uptake was not affected. Finally, validation was per-
formed on TfR-silenced MDA-MB-231 cells. TfR silencing in
MDA-MB-231 cells reduced Ru(GA) cytotoxicity. These studies
suggested that Ru(GA) entered tumor cells through transferrin/
transferrin receptor endocytosis.

4.2 Distribution and targets

The distribution of ruthenium complexes in vivo can be quan-
tified by ICP-MS or LC-MS/MS.”” Specific elements graphite
furnace atomic absorption spectrometry and capillary electro-
phoresis have also been used for quantitative determination of
ruthenium content.>** Ulrich Jaehde et al.'® determined the
PK characteristics of KP1019 in human subjects in phase I
clinical trials for the first time. The plasma concentration—

This journal is © The Royal Society of Chemistry 2022


http://creativecommons.org/licenses/by/3.0/
http://creativecommons.org/licenses/by/3.0/
https://doi.org/10.1039/d2nr02994d

Open Access Article. Published on 11 October 2022. Downloaded on 1/26/2026 11:23:22 AM.

Thisarticleislicensed under a Creative Commons Attribution 3.0 Unported Licence.

(cc)

View Article Online

Nanoscale Review

a 40
E ARu1 [ JRu-1+cRGD
% 30- [ _JRu-RGD [ JRu-RGD+cRGD
g8 0
IS0 T
27 20
P )
o Q
22
33 109 1 .
e Il 1
0

CaSki  SiHa  Hela Ect1/E6E7

b Control Normal Cells

Caqcer Cells

Normal Cells

c Control
g o f |
3 3
.3 b o8 0
s o 31%
- ﬁ: 3 *’ ’
E o Q i Q4
g 3 1.1%
S
ST T

w0t 0t

: Apoptotic cells

Ru(GA)

3,: [(dop),Ru(6,6'-dhbp)**

Fig. 17 The structure of Ru complexes in absorption studies. The structure of (A) Ru(DIP),DPPZ?* and (B) three protonated ruthenium complexes;
(C) selective accumulation of Ru-RGD in cervical cancer cells. (a) A series of cell lines was incubated with Ru complex (20 uM) for 4 h with or
without cRGD (10 pg mL™) pretreatment. (b and c) Ru-RGD (20 uM, 16 h) detected by TUNEL/CellTracker Blue staining selectively induced apoptosis
in CaSki cancer cell and Ect1/E6E7 normal cell co-culture models.*®* This figure has been adapted from ref. 164 with permission from Elsevier, copy-
right 2019; (D) the structure of [Ru(GA)(DPPE),]PF¢ (Ru(GA)).

time curve of ruthenium under multiple dosing conditions (the average final half-life was about 100 hours). The area
(Fig. 18A) showed that KP1019 was characterized by a small under the curve (AUC) increased with dose after a single dose
distribution volume, low clearance rate, and a long half-life (Fig. 18B), indicating that the PK profile of KP1019 is linear. In
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Fig. 18 Distribution of ruthenium complex in vivo. (A) Ruthenium concentrations in plasma of patient 5 after six administrations of 400 mg
KP1019.'%7 This figure has been adapted from ref. 187 with permission from the Royal Society of Chemistry, copyright 2009; (B) correlation between
ruthenium area under the curve (AUC) and dose after the first administration of KP1019;%7 (C) ruthenium plasma concentrations versus time curve
after the fifth administration of 50 mg KP1019 (patient 2, A), 100 mg KP1019 (patient 3, A), 400 mg KP1019 (patient 5, O0) and 600 mg KP1019

(patient 7, m).®” (D) Body distribution of 2b (5.0 mg kg™, represented

by the mean + SD (ng) of ruthenium per g of organ (n = 6).2° (E and F)

Degradation of ruthenium over time in plasma, blood cells and organs after administration of a single 2b dose of 5 mg kg~*.2° This figure has been
adapted from ref. 20 with permission from BioMed Central, copyright 2021.

addition, KP1019 did not reach the steady-state condition after
the fifth dose (Fig. 18C), so steady-state pharmacokinetics
could not be measured.

In our previous studies,*® distribution of a tumor-targeted
ruthenium complex 2b (structure as Fig. 18D) in tissues was
reported after continuous administration (Fig. 18D) and in
blood or tissues after a single administration (Fig. 18E and F).
After nine days of continuous administration in tumor-bearing
mice, ruthenium levels in the kidneys and tumors were about
two to three times higher than those in the liver and spleen.
After single administration, ruthenium was evenly distributed
in plasma and blood cells 30 min after administration, and
reached the maximum plasma concentration around 2 hours
after administration, while the concentration in blood cells
decreased to almost zero. Ruthenium levels declined gradually
over time, suggesting that the liver and kidneys were constantly
metabolizing ruthenium complex. The maximum ruthenium
concentration in the tumor was reached in 2 hours after

16358 | Nanoscale, 2022, 14,16339-16375

administration. In 4 hours, ruthenium was detected in tumors
and lungs, and most of the ruthenium in normal organs had
been expelled. After 24 hours, all ruthenium was eliminated
from the body. Bang-Ping Jiang et al'®® designed a hybrid
ruthenium nanoaggregate (HA-Ru NAs) of hyaluronic acid
(HA). These ruthenium nanoparticles had good biocompatibil-
ity and degradability, and had a biological half-life of 3 hours
in blood. Biological distribution results showed high concen-
trations of ruthenium in liver and spleen, suggesting that
HA-Ru NAs accumulated in the reticuloendothelial system.
Meanwhile, HA-Ru NAs also showed progressively effective
tumor enrichment, with the ruthenium content reaching
15.0% ID g~ " within 24 hours.

The targets of ruthenium complexes are closely related to
the distribution of ruthenium.** Confocal laser microscopy,
inductively coupled plasma mass spectrometry (ICP-MS), flow
cytometry, and transmission electron microscopy are com-
monly used to determine the intracellular distribution of

This journal is © The Royal Society of Chemistry 2022
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ruthenium complexes.’® Ruthenium complexes and their
nanoparticles are found in the nucleus, mitochondria, lyso-
some, endoplasmic reticulum, Golgi apparatus, etc. (Fig. 19),
and exert anti-tumor effects through different targets.>*>

4.2.1 Nuclear distribution. Studies on cisplatin and the
ruthenium complexes NAMI-A and KP1019 in clinical trials
showed that they are mainly distributed in the nucleus and
bind to DNA.?°® Therefore, the nucleus and DNA became the
primary targets of the ruthenium complex. There have been
attempts to conjugate ruthenium with nuclear localization
sequence (NLS) to promote the nuclear permeability of ruthe-
nium complexes.”*”>°® Although a few ruthenium complexes
have strong nuclear permeability, others have limited nuclear
permeability.?°®*'° Jacqueline K. Barton et al.>'' obtained Ru-
p-R8 and Ru-p-R8-fluor conjugated by p-octagarginine (p-R8)
covalently with Ru-bipyridinium complex. At a lower concen-
tration (5 pM, 30 min), Ru-0-R8 could not enter the nucleus
and was distributed in the cytoplasm. Under the same con-
ditions, Ru-p-R8-fluor showed strong nucleolar staining and
cytoplasmic staining. At high concentrations (15-20 pM), both
Ru-p-R8 and Ru-bp-R8-fluor could enter the nucleus and
showed nuclear and nucleolar staining and diffuse cyto-
plasmic staining. Ruthenium complexes without p-R8 connec-

Nucleus target

Highly Charged
Ru complexes

Lysosome target
— L
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tions could not enter the nucleus even at high concentrations.
This suggested that the conjugation of nuclear peptide does
improve the nuclear permeability of ruthenium complexes,
and the introduction of fluorescein can further enhance the
permeability. The same research group®? evaluated the
nuclear localization of a series of short-sequence and low-
charge luminescent ruthenium peptide conjugates.
Tetrapeptide R7RK (r = p-arginine) promoted the nuclear local-
ization of Ru-RrRK, but not as much as Ru-p-R8. The addition
of luciferin to Ru-RrRk-fluor also did not improve its nuclear
permeability, suggesting that luciferin conjugation is not a
general strategy for regulating the distribution of cell-penetrat-
ing peptides.

4.2.2 Mitochondrial distribution. Mitochondria are impor-
tant metabolic organelles in cells, and have two important
characteristics: (1) mitochondrial mtDNA anchored in the
stroma side of the intima; (2) extremely negative membrane
potential (A, —160 to —180 mV) caused by the proton gradi-
ent across the intima.”"> Mitochondria are the main site for
ROS production in tumor cells, and play an important role in
apoptosis and autophagy of tumor cells due to the Warburg
effect. There are many small molecules that can target mito-
chondria,*'* such as delocalized lipophilic cations (DLC,
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Fig. 19 Intracellular distribution of ruthenium complexes.
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including triphenylphosphone TPP), guanidine compounds,
mitochondrial penetrating peptides (MPPs), Szeto-Schiller (SS)
peptides and mitochondrial targeting sequences (MTS), etc.>'®

Many positively charged Ru complexes could be localized in
mitochondria due to the negative potential of the mitochon-
drial inner membrane attracting lipophilic cations.>'*?*'” Hui
Chao et al.**® designed and synthesized a ruthenium-glucose
complex, which can preferentially target tumor cells and mito-
chondria. Under near-infrared light irradiation at 810 nm, a
large number of ROS can be produced to kill tumor cells. In
addition, ruthenium complex can target mitochondria after
binding with TPP*'®?'® and MPPs.>*°>** Tia E. Keyes et al.**?
designed Dbinuclear Ru complexes [(Ru(bpy),phen-Ar),-
MPP]"*-4(ClO,)” by linking [Ru(bpy),phen-Ar-COOH]** with
mitochondrial penetrating peptide FrFKFrFK-CONH, through
caproic acid. The co-localization study confirmed the accurate
targeting in mitochondria, and the oxygen concentration in
mitochondria was determined semi-quantitatively. Hui Chao
et al*'® designed a series of Ru(n) polypyridinyl complexes
containing 4,7-diphenyl-1,10-phenanthroline (DIP) and TPP.
These Ru(u) complexes were almost non-toxic to cells and 3D
cell spheres in the dark, but singlet oxygen could be produced
under single and two-photon irradiation and trigger cell death.

4.2.3 Lysosomal distribution. During endocytosis, the
membrane phagocytoses external molecules to form endo-
somes, which eventually reach lysosomes. Therefore, many
ruthenium complexes entering the cell through the endocyto-
sis pathway are located in lysosomes. The pH in lysosomes is
around 4.5-5.0,>®> and many ruthenium nanoparticles are
designed as pH-responsive nanoparticles to release ruthenium
complexes as chemotherapeutic agents under acidic con-
ditions in lysosomes.?***** Ru-Polypyridine complexes or aro-
matic ruthenium complexes****?” can also target lysosomes by
highly charged groups,”*®***° porphyrins*****! and other lyso-
somal-targeting groups.

Hui Chao and Gilles Gasser et al.”*® designed a structure by
adding tertiary ammonium groups in the core of Ru bipyridine
to improve water solubility and increase binding affinity
between complex and negatively charged cell membrane.
Three highly positively charged Ru(u) polypyridine complexes
were synthesized that can specifically accumulate in lysosomes
by endocytosis. This is the first report of Ru(u) complexes as
lysosomal-targeted two-photon PDT reagents. They have high
'0, quantum yield, excellent photostability, remarkable two-
photon properties and low dark cytotoxicity. The lysosomal-tar-
geting cation Ru(u)-conjugated oligomer Ru-OTE designed by
Yanli Tang et al.>*® also introduced tertiary ammonium groups
to increase the lysosomal targeting of ruthenium complexes.

Joon Myong Song et al.>** designed a self-assembled nano-
particle Ru-1@TPP-PEG-biotin that encapsulated Ru-1 with
multifunctional tetraphenylporphyrin (TPP) conjugated PEG
and biotin (TPP-PEG-biotin) (see structure in Fig. 20A). TPP-
PEG-biotin inhibited glucose-regulatory protein 78 (GRP78)
and induced ER stress, leading to lysosomal membrane
instability by reducing lysosomal ceramide expression. In
addition, lysosome was decomposed by the photosensitizer
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located in the membrane of lysosome during PDT and thus
participated in the autophagy of tumor cells.

4.2.4 Others. Endoplasmic reticulum (ER) and Golgi
apparatus®*?*® can also be targets of ruthenium complexes.
Ruthenium complexes accumulated in the ER usually induce
apoptosis through the ER stress pathway to exert tumor inhi-
bition. The accumulation of metal complexes in Golgi com-
plexes is rare in the literature,”*® and Golgi complexes are also
a recently discovered target of ruthenium complexes. The
Golgi apparatus is the cell’s processing center, processing and
transporting proteins, lipids and other macromolecules
outside the cell.>®” Wenlong Wu et al.>**> synthesized a new
Golgi-targeting Ru-SL complex (Fig. 20B) with low toxicity,
which achieved bright and stable imaging at low concen-
tration, therefore treating tumors with photodynamic activity.

In addition, multi-targeted Ru complexes have also
attracted the attention of researchers.****® These complexes
are generally linked to active ligands, which can be released
under physiological conditions and can target multiple intra-
cellular targets, including DNA and other targets (such as
enzymes, peptides, and intracellular proteins). In the process
of moving from a single approach to a multi-targeted
approach, multi-targeted Ru complexes showed more efficient
effects than single ligands or complexes. And, the released
ligands can also bring the effect of combination therapy,
which provides a theoretical basis for the design and appli-
cation of combination therapy ruthenium complex. Celine ].
Marmion®® and Zdenék Travni¢ek®*® have fully discussed
multi-targeted ruthenium complexes, and we will add some
more recent cases in Section 5.

233,234

4.3 Metabolism

Most cisplatin remains stable due to relatively high chloride
concentrations in the blood.”****°® But when it enters cells
with a fairly low chloride concentration,**">** cisplatin goes
though hydrolyzation and loses chloride ions. However, the
diaqua and dihydroxo hydrolysates are almost non-existent.
The hydrolysates are an active substance that forms bonds
with DNA bases. Because of their cis conformation, these
bonds readily cross-link with bases on guanine and adenine
(Fig. 21A), and these cross-links block cellular DNA
replication.

Hydrolysis is a key activation step in cells before drugs
reach the intracellular DNA target.>** Studies of NAMI-A>**"246
and KP1019,>"”?*® which entered clinical studies earlier, also
found that they interact with DNA, although DNA may not be
the only target of their anti-metastasis activity. The hydrolysis
process of NAMI-A was studied by NMR (Fig. 21B),”** and it
was found that the percentage of DMSO released at different
pH values decreased with the decrease of pH, and the hydroly-
sate could coordinate with 9-methyl adenine of DNA.

The hydrolysis of other novel ruthenium complexes was
also studied.®**® Tianfeng Chen et al'®* reported an RGD
peptide-functionalized and bioresponsive ruthenium prodrug
(Ru-RGD) (see structure in Fig. 21C). The benzimidazolidyl
ligand of the complex is sensitive to acidic conditions, so that

This journal is © The Royal Society of Chemistry 2022
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after the complex reaches the tumor microenvironment, proto-
nation within the imidazole ring results in dissociation of the
ruthenium complex and the release of the therapeutic drug.

4.4 Excretion

The accumulation of metal drugs in vivo is a major cause of
their toxicity, so the excretion of ruthenium complexes has
always been a concern.”**?*! Ruthenium complexes can be
excreted through the kidneys.*** Methods such as ICP-MS,"*?
magnetic resonance imaging/photoacoustic imaging MRI/
PAI,"*?%325 flyorescence imaging®>*>**® and SPECT/CT**” can
be used to determine the excretion of ruthenium complex
from a body. Liang Cheng et al.'** designed an ultra-small
metal-organic coordination polymer nanodot (Ru-Phen CPNs)
based on Ru**/Phen (Fig. 22A). PA imaging and ICP-MS were
used to detect the scavenging behavior of Ru-Phen CPNs. After
intravenous administration of Ru-Phen CPNs, PA signals
appeared rapidly in the kidneys (Fig. 22B and C), and the
kidneys were collected 2 hours after injection for in vitro PA
imaging. Strong PA signals from Ru-Phen were also observed
in these kidneys (Fig. 22D). This result suggested that the
ultra-small nanoparticles may be excreted through the kidneys.
In addition, the content of Ru in the main organs at different
time points after injection was determined by ICP-MS. The

This journal is © The Royal Society of Chemistry 2022

highest concentration of Ru was found in the kidneys, while
low levels of ruthenium were also observed in all the organs
examined (Fig. 22E), indicating that most Ru-Phen CPNs were
excreted from the body. The excreta of mice after intravenous
administration of Ru-Phen CPNs were collected, and the
content of ruthenium was analyzed by ICP-MS. Ru-Phen CPNs
were found to be excreted by the kidneys for a short period of
time, but biological distribution results showed relatively high
concentrations of Ru in liver and spleen, suggesting that Ha-
Ru NAs accumulate in the reticuloendothelial system. These
accumulated Ru residues further clear out through feces.
Within two weeks, nearly 86.95 + 6.72% of Ru-Phen CPNs were
eliminated from the body. Finally, hematology and H&E stain-
ing demonstrated that Ru-Phen CPNs had no significant
in vivo toxicity in mice with the tested dose.

The study of the ADME process of ruthenium is an essential
step for each ruthenium compound before it becomes a drug.
Based on the above-reported studies on ADME, we find that
the following points should be paid attention to in future
studies: (1) the absorption of ruthenium is closely related to
its structural design. In addition to the molecular weight, lipo-
philicity and carrying charge, the influence of receptor-ligand
interaction should also be considered. The introduction of
specific ligands into the structural design of ruthenium
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complex may not only improve the targeting ability, but also
increase the absorption of ruthenium. However, it is worth
noting that some studies have also shown that the introduc-
tion of some ligands (such as RGD) can reduce the absorption
of drugs while increasing the targeting ability; (2) the distri-
bution of ruthenium in vivo and in cells is quite different. At
present, multi-target complexes have gradually become a
research hotspot, but we should consider the side effects
caused by multi-target complexes; (3) metabolic activation may
be a necessary step for ruthenium complexes to function.
However, few studies have been conducted on ruthenium
complex, which may be related to the experimental cost and
difficulty; (4) the ruthenium complexes require a suitable
excretion rate. The half-life may be too short for the drug to be
effective, or the half-life may be too long and cause toxicity.
Special attention should be paid to the long half-life of metal
drugs.

5. Combination therapies

A growing number of studies have shown that combination
therapy is an effective way to eliminate tumors.>**?** Common
treatments include chemotherapy, radiation therapy, photo-
dynamic therapy, photothermal therapy, chemodynamic
therapy, immunotherapy, gene therapy, etc., and in a combi-
nation therapy, two or more of these methods are used.

16362 | Nanoscale, 2022, 14,16339-16375
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Combination therapy has been widely used in clinical practice;
for example, chemotherapy combined with radiotherapy is
used in cancer treatment,>®® and their combination with
hyperthermia has been carried out for many years.>®"
combination therapies are being developed to reduce their sys-
temic toxicity and unsatisfactory therapeutic effect.

In order to achieve a certain purpose of combination
therapy, a variety of drugs or means are required in the
process, including chemotherapy drugs,>®> photosensiti-
zers,”®® lasers,”® monoclonal antibody or antibody-coupled
drugs,”®>?%® genes,”®” etc. The emergence of nanodrugs pro-
vides a new idea for the realization of combination therapy
and provides a platform for the combination of two or more
drugs.>*°® However, these complicated nanocomponents may
cause systemic toxicity, and the load capacity also limits the
type and quantity of drugs, thus limiting the use of
combination therapy. The emergence of ruthenium complexes,
especially multi-targeted ruthenium complexes, has
improved the situation.”” In addition to their property as a
chemotherapeutic drug, ruthenium complexes offer various
other properties, such as photokinetic properties, photother-
mal properties, and chemical kinetic properties (Fig. 23).
Moreover, ruthenium complexes can be self-assembled into
nanoparticles; thus, the usage of ruthenium complexes can
reduce the composition of nanoparticles in combination
therapy, offering the best formulation for combination
therapy.

New

This journal is © The Royal Society of Chemistry 2022
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5.1 Photodynamic therapy (PDT)

PDT is a treatment that kills tumor tissue by irradiating the
tumor site with visible light at a specific range of wavelength
(650-850 nm>*°) in the presence of oxygen and photosensiti-
zers.”’® The photosensitizer forms the excited triplet T1 under
laser irradiation, which can further react with oxygen to form

This journal is © The Royal Society of Chemistry 2022

ROS. It is also possible to transfer its energy directly to molecular
oxygen to form excited singlet oxygen. Both ROS and singlet
oxygen species can damage tumor tissue in the region where they
are produced, thus achieving a selective killing effect (Fig. 24).
The lowest energy transition in the UV/Vis spectrum of Ru
(1) complexes is usually the metal-to-ligand charge transfer
band of 'MLCT with a wavelength of about 450 nm, which

Nanoscale, 2022, 14,16339-16375 | 16363
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complexes.

shows poor photopenetration in tissues. However, the ruthe-
nium complex can produce two-photon absorption (2PA)
under confocal laser irradiation, which is located within the
biooptical window (600-900 nm) of PDT. In addition, tra-
ditional organic photosensitizers, such as porphyrin deriva-
tives, dihydrogen porphyrin, phthalocyanine and porphyrin,
have poor solubility. Ruthenium complexes can significantly
improve the solubility and increase cell absorption. Currently,
a ruthenium polypyridine complex, TLD1433, has entered
clinical trials due to good PDT effects.

Many new ruthenium complexes have been synthesized for
photodynamic therapy.>*>?*>*7'?7¢ K, Muniyappa et al.>’” syn-
thesized four new ruthenium(n) azo-8-hydroxyquinoline com-
plexes (Fig. 25 and Table 4 compounds 37-40), which showed
enhanced cytotoxic activity under light irradiation. Moreover,
ruthenium complexes can interact with DNA through groove-
binding modes and show significant photonuclease activity
when exposed to light. Tumor cells are killed by inducing

16364 | Nanoscale, 2022, 14,16339-16375
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apoptosis. Hui Chao and Gilles Gasser et al.>’® synthesized a
series of new Ru(u) polypyridine complexes as single-photon
(595 nm) and two-photon (800 nm) photosensitizers (Fig. 25
and Table 4 compounds 41-44). These metal complexes can
penetrate 3D cell structures under 595 nm and 800 nm laser
irradiation and produce singlet oxygen in hypoxic centers,
showing excellent phototoxicity.

5.2 Photothermal therapy (PTT)

PTT refers to a treatment method that converts light energy
into heat energy by using a photothermal conversion agent
(PTA) to raise the temperature of the surrounding environment
and cause tumor cell death.?”® PTA is critical in photothermal
therapy, and the light absorption profile typically occurs
between 750 and 1350 nm, including the first (750-1000 nm,
NIR-I) and second (1000-1350 nm, NIR-II) near-infrared
windows (Fig. 26). Noble metals are one of the most studied
PTA materials, including Au, Ag, Pt and Pd.>®*>*%' Ruthenium
nanomaterials have emerged as a new PTA recently.>**

Jie Liu et al.'” synthesized ruthenium nanoparticles with
simple spherical shape, which had an excellent photothermal
effect. Transferrin-modified ruthenium nanoparticles (Tf-
RuNPs) enhanced the absorption capacity of Ru nanoparticles
absorbed by cells through endocytosis. They also showed low
toxicity and high cell destruction ability in in vitro and in vivo
ablative tumor therapy. In addition, Hui Chao et al.®®® syn-
thesized ultra-small chitosan-coating nanoparticles CS-
RuO,NPs based on Ru(wv)O,. These showed strong absorption
in NIRII window and had high photothermal conversion
efficiency. These nanoparticles can be localized in the nucleus.
Under 1064 nm laser irradiation, CS-RuO,NPs could Kill
tumor cells at low temperature (41.9 °C), and showed signifi-
cant DNA damage. CS-RuO,NPs also showed excellent tumor
growth inhibition in vivo without damage to major organs.

5.3 Photoactivated chemotherapy (PACT)

PACT refers to the use of a certain wavelength of light to
induce the dissociation or decomposition of photoactivators,
and the resulting products have anti-tumor activity.?***** In
contrast to photodynamic therapy, this treatment does not
require oxygen.”*® Many Ru(i) complexes can undergo photo-
induced ligand dissociation, demonstrating their potential as
photoactivators.”®” >°* The mechanism of action®** (Fig. 27) is
that the ruthenium complexes reach 'MLCT state and then
*MLCT state from the ground state under light irradiation, and
the *MLCT excited state can enter *MC state (state of mind or
ligand field in metal) by thermal activation. *MC state can lead
to ligand dissociation and produce Ru(u) hydrolysate which
can bind DNA, exerting a cytotoxic effect. Currently, two-
photon absorption is also used for photoactivation of ruthe-
nium complexes.?*>?%3 As for the application of Ru complexes
in photoactivated chemotherapy, Qianxiong Zhou et al.>** dis-
cussed the development of Ru(u)-based photoactivated chemo-
therapy drugs, which is not discussed in detail here.

This journal is © The Royal Society of Chemistry 2022
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Fig. 25 The chemical structures of compounds 37-44.

5.4 Immunotherapy

Immunotherapy for cancer refers to the treatment of cancer by
activating the body’s immune system with drugs to attack
tumor cells through the body’s natural immunity.>**>
Current approaches to tumor immunotherapy can be divided
into checkpoint inhibitors, lymphocyte-promoting cytokines,
engineered T cells (such as CAR T and T-cell receptor T cells),
excitatory antibody receptors for costimulation, cancer vac-
cines, oncolytic viruses, and bispecific antibodies.>***
Nanoparticles are often used to specifically deliver antigens,
adjuvants, and therapeutic agents.>*®*%° Nanoparticles them-
selves can also regulate the immune microenvironment of

tumors.??073%
Many inorganic  nanoparticles, such as gold
nanoparticles®***°> and iron oxide nanoparticles,’*> have been

used in immunotherapy. With the development of ruthenium
antitumor drugs, some ruthenium molecules and nano-
particles are considered new candidates for immunotherapy.

This journal is © The Royal Society of Chemistry 2022

Currently, the application of Ru in immunotherapy is still rare.
Here, we summarize the modes of action and the potential
action modes of Ru in immunotherapy (Fig. 28).

5.4.1 Immunogenic cell death ICD. Immunogenic cell
death (ICD) is a type of cell death induced by various therapies
that can trigger both innate and adaptive immune
responses.’*®*®” ICD is characterized by the coordinated
expression of various damage-related molecular patterns
(DAMP), such as the translocation of calreticulin (CRT) on
dying cancer cell membranes, subsequent adenosine tripho-
sphate (ATP) secretion, and the production of high-mobility
frame-1 (HMGB1). These DAMPs enhance antigen presen-
tation in dendritic cells (DCs) and subsequently activate infil-
trating T cells in the tumor immune microenvironment.**®
Ruthenium complexes (such as KP1339) can cause immuno-
genic cell death in chemotherapy, photothermal therapy and
photodynamic therapy.>®*® Colin G. Cameron and Sherri
A. McFarland et al.*'° designed two structurally related ruthe-
nium compounds ML19B01 and ML19B02. Both ruthenium

Nanoscale, 2022, 14,16339-16375 | 16365
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Table 4 Structure and activity of ruthenium azo-quinoline complexes
Compound Activities Mechanism Ref.
37 MCF-7, U20S HelLa (dark: 15.59 pM; light: Interacting with DNA through embedding and groove-binding mode; 277
7.22 pM) photonuclease activity; inducing apoptosis
38 MCF-7, U20S HeLa (dark: 22.25 pM; light:
11.88 pM)
39 MCF-7, U20S HelLa (dark: 20.83 uM; light:
8.91 uM)
40 N.D.
41 HeLa 3D cells (dark: >300 pM; light 595 nm: N.D. 278
32.6 pM; light 800 nm: 27.8 nM)
42 HeLa 3D cells (dark: >300 pM; light 595 nm:
7.5 uM; light 800 nm: 1.2 nM)
43 HeLa 3D cells (dark: 27.8 uM; light 595 nm:
8.9 pM; light 800 nm: 3.1 nM)
44 HeLa 3D cells (dark: 29.8 uM; light 595 nm:

3.8 uM; light 800 nm: 7.7 nM)
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Fig. 26 Mechanism of photothermal therapy by ruthenium complexes.
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Fig. 27 Mechanism of photoactivated chemotherapy.

compounds can kill tumor cells directly under infrared light;
moreover, they can be phagocytosed by dendritic cells derived
from bone tumor, thus promoting the expression of immuno-
genic cell markers in activated antigen-presenting cells.

5.4.2 Polarization of macrophages. Ruthenium nano-
materials can carry macrophage polarizers. Jie Liu and Xiuying
Qin et al*" designed a Ru-based nanoparticle (Ru@ICG-BLZ
NPs) which is capable of eliciting inflammatory responses.
Ru@ICG-BLZ NPs can significantly down-regulate the
expression of all M2-related markers in tumor-associated
macrophages by loading small-molecule inhibitor BLZ-945 of

16366 | Nanoscale, 2022, 14, 16339-16375

the CSF-1/CSF-1R pathway, repolarizing tumor-associated
macrophages into M1-type macrophages, and further produ-
cing ROS to kill tumor cells. Ruthenium nanodrugs can load
macrophage polarizers, inducing the transformation of macro-
phages from M2 to M1.
Another study screened
complex*'* which
M2 macrophages, sensitized macrophage/cancer cell 3D co-cul-

a mononuclear ruthenium

selectively killed immunosuppressive
tured spheres to chemotherapeutic drugs, and increased cell
surface exposure to calreticulin.

5.4.3 NK cell immunotherapy. Tianfeng Chen et al.*"? syn-
thesized a tripyridine ruthenium complex (RuPOP) which
could improve the sensitivity of MDA-MB-231 cells to NK cells.
In addition to directly killing tumor cells, the pretreatment of
RuPOP with NK cells can induce intense ROS production, acti-
vate various apoptosis-related receptors (such as TNF-R1, DR5,
Fas), maximize the interaction between NK and tumor cells by
upregulating NKG2D and its multiple ligands, and trigger
caspase-3 dependent apoptosis. In addition, in vivo activity
suggested that the pretreatment of RuPOP with NK cells can
inhibit tumor growth by promoting NK cell infiltration and
improving the immunosuppressive tumor microenvironment
by reducing intramedullary-derived immunosuppressive cell
(MDSC) infiltration. Tianfeng Chen et al*'* also designed a
Se-Ru complex that can promote NK cell therapy for prostate
cancer by activating TRAIL and FasL-mediated pathways.

5.4.4 Load immune checkpoint inhibitors. We noticed that
many nanoparticles could carry immune checkpoint inhibitors
in immunotherapy. In our search of the literature, no study
carrying
immune checkpoint inhibitors, but there are studies where

was found regarding ruthenium nanoparticles
ruthenium complexes were used in combination with immune
checkpoint inhibitors. Wen Sun, Wen-fei Dong and Dan Shao
et al*" developed the selenium mesoporous nanoparticles
loaded with Ru complex KP1339 (CM@MON®@KP1339) for
chemical immunotherapy of cancer. In the 4T1 mouse model,
the combination therapy (anti-PDL1 + CM@MON@KP1339)
showed significant inhibition in tumor growth. The effect of

combination therapy was much better than that of monother-

This journal is © The Royal Society of Chemistry 2022
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apy (either CM@MON@KP1339 or anti-PDL1 alone). The com-
bination therapy also showed an inhibiting effect on distant
tumors. In contrast, a rapid growth rate in their distant tumors
was found for the mice treated with CM@MON®@KP1339. The
results in this study suggest that CM@MON@KP1339-
mediated chemoimmunotherapy in combination with
immune checkpoint inhibitors can significantly enhance the
inhibition of proximal and distal tumor growth and
metastasis.

5.5 The combination of PDT and PTT

The combination of PDT and PTT is a common strategy for
Ru-mediated combination therapy. PDT&PTT is more effective
in killing tumor cells than either PTT or PDT alone.'”’
Currently, Ru complexes are often used as photosensitizer in
ruthenium nanodrugs, and the other components, such as
CuS NP' or graphene,*'® are considered as photothermal
conversion agents. It has also been reported'”'” that syn-
thesized self-assembled RuNPs can be used as both photosen-
sitizer and photothermal conversion agent.

Tianming Yao and Shuo Shi et al.*®® designed a multifunc-
tional nanoparticle UiO-Ra-DOX-CuS based on Ru(u) polypyri-
dyl alkyne complex Ra. Ra acts as a photosensitizer and forms
a metal-organic framework (MOF) through click reaction.
Doxorubicin (DOX) was incorporated into the porous MOFs
during synthesis as a chemotherapy agent, and small CuS NPs
as a photothermal conversion agent was loaded on the surface
of nanoparticles by physical adsorption. This study is a typical
example of Ru-mediated PDT, PTT and CT co-therapy.

This journal is © The Royal Society of Chemistry 2022

promote cytokines release

NK cell immunotherapy

Zong-Wan Mao et al.>'® constructed rGO-Ru-PEG nano-

particles by using reduced graphene oxide (rGO) sheets and
phosphorescent polyethylene glycol-modified Ru(u) complex
(Ru-PEG) for combined PTT and PDT therapy. In this complex,
Ru-PEG acts as photosensitizer and imaging agent and rGO
acts as PTT agent. PTT and PDT under 808 nm and 450 nm
laser irradiation, respectively, showed excellent antitumor
therapeutic effects both in vivo and in vitro.

5.6 The combination of PACT and PDT

The combination of PACT and PDT is also a common strategy
for using Ru complexes as antitumor agents. Dan Gibson and
Gilles Gasser et al.>* designed a novel Pt(iv)-Ru(i) conjugation
for PACT&PDT combined therapy. Upon entry into the cancer
cell, the Pt(v) center is reduced to Pt(u). Ru(u) polypyridine
complex and phenylbutyric acid are released. In this complex,
Pt(n) acts as a chemotherapeutic agent and Ru(n) complex acts
as a photosensitizer of PDT. The synergistic effect of the com-
bination therapy showed excellent cytotoxic activity in 2D and
3D cells.

5.7 The combination of PTT, PDT and PACT

Bang-Ping Jiang et al.'®® designed a hybrid ruthenium nanoag-
gregate of hyaluronic acid (HA-Ru NAs) to enhance cancer
phototherapy through receptor-mediated targeting (RMT) and
tumor microenvironment response (TMR). In this nanosystem,
the HA component imparted RMT properties to the HA-Ru
NAs, enabling them to selectively recognize CD44 over-
expressed cancer cells, while the Ru nanocomponent imparted

Nanoscale, 2022, 14,16339-16375 | 16367
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TMR therapeutic activity to the HA-Ru NAs. In particular, Ru
nanocomponents exhibit near-infrared mediated photother-
mal and photodynamic functions, which can catalyze H,0O, to
produce O, in tumor tissues for alleviating tumor hypoxia and
toxicity of ‘OH for chemodynamic therapy. Therefore, HA-Ru
NAs can be used for PTT/PDT/PACT combined therapy, which
effectively improves the specificity and efficacy of photother-
apy, and also simplifies the therapeutic procedure.

6. Conclusions

Ruthenium complexes such as NAMI-A, KP1019 and KP1339
have entered clinical studies as a replacement for platinum
chemotherapy drugs. Recently, TLD1433 was also proved to be
effective in phase II clinical trials in photodynamic therapy. All
these reports greatly promote the research in the field. Many
novel ruthenium complexes have been designed with various
ligands, including bipyridine and aromatic ruthenium com-
plexes, ligands from natural products and derivatives, such as
B-carboline, quinoline/isoquinoline, curcumin, amino acids,
flavones, sugars, etc. Many of them offer good antitumor
activity both in vitro and in vivo. The structure of ligands
affects the activity of complexes by lipophilicity, steric hin-
drance and charge carrying.

Together with new therapeutic methods and technologies
evolved in recent years, research activity in ruthenium antitu-
mor drugs is not limited to synthesizing new ruthenium com-
plexes, but includes combining ruthenium complexes with
new therapeutic technologies. New trends in ruthenium
research are emerging in two directions. One is the develop-
ment of ruthenium complexes in combination with drug-deliv-
ery methods from single-molecule drugs to nanocomplexation,
and further to self-assembled excipient-free nanomedicine.
The other is the potential antitumor effect of ruthenium com-
plexes in combined therapies, such as PDT, PTT, PACT and
immunotherapy.

The ADME studies help us understand the mechanism of
action and overcome the side effects of ruthenium complexes.
Small ruthenium complexes are taken up by simple diffusion,
assisted diffusion, active transport, or endocytosis. Due to
their size, ruthenium nanoparticles are absorbed through
endocytosis, especially receptor-mediated endocytosis, which
also increases tumor targeting. At present, ruthenium com-
plexes and their nanomaterials have been found to be distribu-
ted in the nucleus, mitochondria, lysosome, and endoplasmic
reticulum, and exert antitumor effects through DNA binding,
ROS generation and lysosomal degradation. The active hydro-
lysis of ruthenium in vivo has been generally accepted, and the
targeted hydrolysis of chlorine ion or bipyridine is an effective
method for designing ruthenium complexes for targeted deliv-
ery to reduce side effects.

With the rapid development of the field, a prospective
future for ruthenium complexes as antitumor drugs can be
anticipated. Excipient-free nanodrugs is also a field not only
for ruthenium complexes. It is an effective method to reduce

16368 | Nanoscale, 2022,14,16339-16375
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the use of excipients, especially in parenteral delivery when the
choice of excipients is limited. In addition, ruthenium nano-
particles show photothermal, photodynamic, and chemody-
namic activity. The use of these unique properties of Ru-nano-
drugs will drastically simplify the design of drug-delivery
vectors for combined therapy.
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