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Abstract: Different carbon nanostructures have been explored as functional materials for the develop-
ment of effective nanomaterials in cancer treatment applications. This review mainly aims to discuss
the features, either strength or weakness, of carbon nanohorn (CNH), carbon conical horn-shaped
nanostructures of sp2 carbon atoms. The interest for these materials arises from their ability to couple
the clinically relevant properties of carbon nanomaterials as drug carriers with the negligible toxicity
described in vivo. Here, we offer a comprehensive overview of the recent advances in the use of
CNH in cancer treatments, underlining the benefits of each functionalization route and approach, as
well as the biological performances of either loaded and unloaded materials, while discussing the
importance of delivery devices.

Keywords: carbon nanohorns; cancer treatment; drug delivery; functional materials; nanohybrids

1. Introduction

Nanostructured systems are generally defined as materials with typical size smaller
than 100 nm and a high surface area to volume ratio. The characteristic tunable physico-
chemical properties make nanoparticles widely employed as vectors of bioactive agents in
biomedicine and emerging therapeutic carriers for the treatment of different diseases [1–3].
Nanoparticle systems have been proposed as coadjuvant to fight cancer, one of the leading
causes of death worldwide [4] which, according to World Health Organization (WHO),
is expected to cause 16.5 million deaths with 29.5 million new diagnoses per year in the
next two decades [5]. Surgery, chemotherapy and radiotherapy are the three main cancer
treatments, but, despite the significant progress made in recent years, an effective strategy
for complete tumor cells eradication is still lacking [6–8]. Chemotherapy protocols typ-
ically suffer from the unfavorable properties of cytotoxic drugs, such as poor solubility,
fast metabolism and clearance, extensive systemic toxicity due to the narrow therapeutic
index, and the nonspecific distribution within the body in healthy tissues [9–11]. Similarly,
despite the efficacy of radiotherapy protocols, ionizing radiation pose sever risk of toxicity
associated with the cumulative radiation dose [12,13]. Alternative therapeutics based on
carbon nanomaterials have thus been designed with the aim of addressing these clinical
and pharmacological challenges, allowing for the development of more effective clinical
protocols [14–16]. Most of the clinically relevant nanostructures are either organic (e.g.,
polymeric systems, liposome or micelles) or inorganic (e.g., metal and silica nanoparticles,
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or nanocrystals) nanoparticles [17–19]. Among them, more than 50 nanodrugs have been
approved for different clinical uses including cancer treatment, and more than 70 have
entered clinical trials [20,21]. Nevertheless, their effective translation to clinical practice
has been hindered by some severe drawbacks, such as their low stability in biological
environments or unfavorable pharmacokinetic profiles [22]. Thus, the development of in-
novative multi-functional materials, combining the key features of different nanostructures,
is receiving increasing attention by the research community [23].

Carbon-based nanomaterials (CN) have been widely explored because of their excel-
lent mechanical, thermal, and optical properties, as well as their high biocompatibility after
tailored surface functionalization [24–26]. CN were tested for applications in oncology,
aiming to address the key challenges of early diagnosis and the efficient treatment of can-
cers [27–29]. Several research groups have developed highly engineered nanotheranostics
by exploiting the ability of the sp2 carbon surface to interact with multiple copies of drugs
via either hydrophobic interactions or π–π stacking [30,31]. Photothermal therapy protocols
were proposed taking advantages of the CN absorption pattern in the infrared (IR) or near
infrared (NIR) regions, while fluorescence and photoacoustic imaging is possible due to
the CN ability to produce fluorescence and transform the energy from a laser into acoustic
signals, respectively [32,33]. As a nanocarrier, CN offers advantages to therapy in its ability
to accumulate into cancer cells through either passive (enhanced permeability and retention
effect—EPR) or active (by surface modification with a specific ligand) targeting [34,35],
with the further possibility to confer responsivity to an external stimuli (by introducing
appropriate functional groups) for controlling the release of the payload [36,37]. From
a chemical point of views, CN are single or multi layered sp2 carbon lattice differing in
size and shape [38,39], which can be classified as nanodots [40], fullerenes (F) [41], nan-
otubes (CNT) [42], graphene derivatives (G) [43], nanodiamond (ND) [44], and nanohorns
(CNH) [45] (Figure 1).

C 2021, 7, x FOR PEER REVIEW 2 of 18 
 

clinical protocols [14–16]. Most of the clinically relevant nanostructures are either organic 

(e.g., polymeric systems, liposome or micelles) or inorganic (e.g., metal and silica nano-

particles, or nanocrystals) nanoparticles [17–19]. Among them, more than 50 nanodrugs 

have been approved for different clinical uses including cancer treatment, and more than 

70 have entered clinical trials [20,21]. Nevertheless, their effective translation to clinical 

practice has been hindered by some severe drawbacks, such as their low stability in bio-

logical environments or unfavorable pharmacokinetic profiles [22]. Thus, the develop-

ment of innovative multi-functional materials, combining the key features of different 

nanostructures, is receiving increasing attention by the research community [23]. 

Carbon-based nanomaterials (CN) have been widely explored because of their excel-

lent mechanical, thermal, and optical properties, as well as their high biocompatibility 

after tailored surface functionalization [24–26]. CN were tested for applications in oncol-

ogy, aiming to address the key challenges of early diagnosis and the efficient treatment of 

cancers [27–29]. Several research groups have developed highly engineered nan-

otheranostics by exploiting the ability of the sp2 carbon surface to interact with multiple 

copies of drugs via either hydrophobic interactions or π–π stacking [30,31]. Photothermal 

therapy protocols were proposed taking advantages of the CN absorption pattern in the 

infrared (IR) or near infrared (NIR) regions, while fluorescence and photoacoustic imag-

ing is possible due to the CN ability to produce fluorescence and transform the energy 

from a laser into acoustic signals, respectively [32,33]. As a nanocarrier, CN offers ad-

vantages to therapy in its ability to accumulate into cancer cells through either passive 

(enhanced permeability and retention effect—EPR) or active (by surface modification with 

a specific ligand) targeting [34,35], with the further possibility to confer responsivity to an 

external stimuli (by introducing appropriate functional groups) for controlling the release 

of the payload [36,37]. From a chemical point of views, CN are single or multi layered sp2 

carbon lattice differing in size and shape [38,39], which can be classified as nanodots [40], 

fullerenes (F) [41], nanotubes (CNT) [42], graphene derivatives (G) [43], nanodiamond 

(ND) [44], and nanohorns (CNH) [45] (Figure 1). 

 

Figure 1. Representation of the main carbon nanostructures. 

Nanodiamonds are arrangements of sp3 carbon atoms in a rigid tetrahedral structure 

with almost chemical inertness due to the lack of free electrons in the bulk structure [46]. 

The functionalization of ND via formation of radical species on their surface was exploited 

as a strategy for the synthesis of biocompatible materials suitable for cancer diagnosis and 

treatment [47]. Fullerene, consisting of sp2 carbon atoms arranged in the form of a hollow 

sphere or ellipsoid, were the first type of CN utilized in biomedicine, where they were 

and still are employed as theranostics due to their photothermal properties and low tox-

icity [48]. CNT are sp2 carbon allotropes with a cylindrical structure and high length-to-

Figure 1. Representation of the main carbon nanostructures.

Nanodiamonds are arrangements of sp3 carbon atoms in a rigid tetrahedral structure
with almost chemical inertness due to the lack of free electrons in the bulk structure [46].
The functionalization of ND via formation of radical species on their surface was exploited
as a strategy for the synthesis of biocompatible materials suitable for cancer diagnosis and
treatment [47]. Fullerene, consisting of sp2 carbon atoms arranged in the form of a hollow
sphere or ellipsoid, were the first type of CN utilized in biomedicine, where they were and
still are employed as theranostics due to their photothermal properties and low toxicity [48].
CNT are sp2 carbon allotropes with a cylindrical structure and high length-to-diameter
ratio. Investigations have determined that while this structure is more conducive to their
application as drug carriers in cancer treatment and retains the photothermal properties of
fullerene, serious concerns about their long-term toxicity have arisen, leading to debate
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regarding their clinical applicability [49–51]. Graphene, single atom sheets of sp2 carbon
atoms arranged in a honeycomb-like structure, is emerging as one of the most promising
nanomaterials for application in biological environments because of its ability to couple
the typical features of CN with an intrinsic biocompatibility [52–54]. CNH consist of horn
shaped nanostructures of sp2-bonded carbon atoms, being conceptually imagined as a
F subset with CNT chemistry, whose potential applicability in biomedicine was recently
explored [55].

In our previous works, we reviewed the advantages of CNT and G derivatives as
anticancer nanocarriers in enhancing the efficacy of conventional cytotoxic agents and
reversing multi-drug resistance [56,57]. Here, we aim to provide an overview of the recent
advances in the use of CNH, a relatively unexplored type of CN which offers interesting
solutions for cancer diagnosis and treatment.

2. CNH: A Bridge between Carbon Nanotubes and Fullerenes

From a morphological and topological point of view, CNH consist of a conical front-tip
section (cone angle of 120◦, main length and diameter of 40–50 and 2–5 nm, respectively)
composed of sp2 carbon atoms arranged in five pentagons (as found in F), with a sixth
pentagon forming the CNT-like hexagon walls around the axis [58]. Furthermore, hep-
tagons are present along the axis, to counteract the curvature change of pentagons and
confer the typical CNH chemistry [59]. CNH assemble to form aggregates with different
morphologies which can be classified in dahlia-like, bud-like or seed-like type [60]. In
particular, the dahlia-like CNH, spherical structure with a diameter of 80–100 nm composed
of nearly 2000 tubular unites, are the most frequently used in nano-oncology applications
(Figure 2) [61,62].
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single CNH, reproduced with permission from [63], Elsevier (2019). (b) Representative TEM image of dahlia like CNH.
Reproduced with permission from [64], Elsevier (2015).

The synthesis of CNH is based on the vaporization of a carbon substrate (e.g., graphite)
in the absence of any metal catalyst, and the subsequent quenching in an inert atmo-
sphere [65]. Depending on the energy source employed in the vaporization step, three
main synthetic methods can be described, namely arc discharge, laser ablation, and joule
heating. In all cases, the absence of metal impurities results in a purification step consisting
of thermal annealing to remove carbon impurities (in the form of graphite microparticles,
fullerenes, giant carbon onions, and amorphous carbon) which results in a remarkably
reduced toxicity in biomedical applications [45,66]. This is one of the main advantages of
CNH when compared to CNT, alongside the greater specific surface area, higher porosity
and higher diameter which allows the free movement of encapsulated molecules and the
occurrence of chemical reactions within their inner cavity [67]. Furthermore, the irregular
structure of CNH permits the tunable opening of holes at either tips or sidewalls, resulting
in a more favorable loading and release of chemotherapeutics [55].
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3. Functionalization of CNH for Biomedical Applications

Despite the similarities with other CNs, the chemical features of CNH affect their
potential biomedical applications because of their higher reactivity. This is owed to the
presence of several defect sites due to loss of aromaticity (e.g., pentagon and heptagon
rings) or pyramidal distortion of the sp2 carbon bonding (e.g., tip and opened tubular end),
resulting in easier chemical modification [68].

Covalent and non-covalent functionalization can be determined depending on the
type of chemical bond formed during synthesis. The two approaches alter how the π-π
network of the CNH surface is preserved or disrupted and therefore the extent to which
surface properties such as electrical and thermal conductivity, mechanical strength, and
photothermal behavior are retained. The covalent approach guarantees a more stable
interaction between CNH and selected functionalizing agents but leads to the formation
of sp3 carbon as perturbing elements of the graphite layer. On the contrary, non-covalent
functionalization preserves surface properties but renders a less stable interaction between
CNH and derivatizing elements [45] (Figure 3).
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Both approaches can be further classified according to the presence or absence of a
preliminary oxidation step, which when carried out causes the formation of holes and
oxygen-rich functionalities, such as OH and COOH groups, on the CNH carbon layer.
Different strategies can be utilized for CNH oxidation, including treatment with oxidizing
acids [69], O2 at high temperature [70], peroxides [71], or air upon microwave irradia-
tion [72]. The mechanism of oxidation reaction was proposed by Almeida et al. in the case
of O2 treatment [73]. The first step in the oxidation process is the adsorption of oxygen
molecules onto CNH defect sites, defined as pentagon rings with higher reactivity. Sub-
sequently, a [2+2] cycloaddition reaction occurs with the formation of peroxide species
rapidly undergoing conversion into diketones by breaking of C-C and C-O bonds. Next,
further reaction with oxygen molecules lead to the formation of lactones hydrolyzed to
carboxyl groups by the nucleophilic attack of H2O. Different oxidation levels can be ob-
tained by modulating either the concentration of reactant or the reaction time. In detail, the
acid treatment results in a low oxygen content while the use of hydrogen peroxide induce
carbonyl and carboxyl groups formation by short and long reaction time, respectively, and
O2 treatment prevents the creation of a large number of nanowindows on the CNH surface
and thus the loss of structural features [74].

In the next paragraphs, the reviewed studies are divided on the basis of the covalent
or non-covalent functionalization, depending on the nature of the chemical bond formed
with the functional element responsible for the biological or analytical performance of the
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final material. The key parameters considered are the method of synthesis and the in vitro
and/or in vivo models employed in their assessment.

3.1. Non-Covalent Functionalization of CNH for Application in Oncology

CNH functionalization through a non-covalent approach involves the π−π stacking
interactions with aromatic organic materials [75], the electrostatic interactions [76], the
filling of the inner cavity with bioactive molecules [73], as well as the decorating the outer
shell with metal nanoparticles such as magnetite [77], titanium [78], palladium [79], and
platinum [80] nanoparticles. In most cases, the organic molecule used for CNH derivatiza-
tion consists of polymeric materials, due to their ability to enhance biocompatibility and
confer tailored properties to the carbon nanostructure [81]. Particular types of non-covalent
functionalization involve the filling of oxidized CNH with C60 fullerenes [82], or metal
nanoparticles such as platinum [83] and gadolinium [84] nanoparticles.

Determining the toxicological and pharmacokinetics profile of the nanostructures is
of paramount importance for considering a potential clinical application of CNH. To this
regard, the absence of metal impurity was found to be a key determinant to avoid potential
carcinogenic risk in cell cultures, as well as in reduced dermal and ocular side-reactions [85],
although CNH easily cross the biological barrier and undergo cell internalization via
multiple pathways [86,87]. CNH were well tolerated upon either oral ingestion, with a
lethal dosage for rats higher than 2000 mg kg−1 of body weight [85] or inhalation [88,89].
Tahara et al. proved negligible toxicity of SWNHs intravenously administered to mice
over a 26-week test period [90]. Moreover, while He et al. determined the in vivo fate of
CNH which were incorporated within the macrophages by endocytosis and degraded by
reactive oxygen species (ROS). Interestingly, this process occurs without determining any
inflammatory response due to the low interaction with the key transmembrane protein, the
glycoprotein non-metastatic melanoma protein B (GPNMB), which, instead, is involved in
the toxicity of different types of nanostructures like CNT [91]. Finally, the wrapping of lipid
polyethylene glycol (LPEG) was used to assess the CNH biodistribution [92], obtaining
negligible accumulation in the lung, skin, or kidney, while a size-dependent accumulation
was observed in liver and spleen.

On the other hand, experimental evidence indicated a direct effect of single walled
CNH (SWCNH) on human glioma cell lines, which reduced cell proliferation by blocking
the tumor cells in G1 phase and ultimately induced apoptosis [93].

The most relevant and recent examples of non-covalently functionalized CNH pro-
posed for cancer therapy are reported in Table 1. Here, the effectiveness of CNH as
biomaterials for cancer treatment was presented by showing either their ability to vectorize
drug molecules to the tumor site or the possibility to generate heat upon irradiation thus
killing cancer cells. It is evident that most studies focusing on the evaluation of CNH as
drug carrier involves the use of cisplatin (CDDP) as chemotherapeutic, while when other
drug are employed, authors explored the possibility to combine the delivery efficiency
with the NIR absorption properties.

The interest on CDDP vectorization is related to the need of overcoming the acute and
cumulative toxic side effects, while preserving the strong anticancer activity of the platinum
drug. Several research groups explored the possibility to use carbon nanostructures as
base materials for the fabrication of drug delivery vehicles, showing the added values
of CNT and CNH [94]. Tubular structures, indeed, offer the possibility to use either the
outer surface for loading or the inner surface for filling, with loading efficiency strictly
depending on both the CN purification procedure and the solvent [95].
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Table 1. Performance of pristine and non-covalent modified CNH for cancer theranostics.

Carrier Features Biological Features

Ref.
CNH Derivatizating Agent Targeting

Element
Bioactive Agent

(DL%)
Cancer Model Health Model

Performance
Tissue In Vitro In Vivo In Vitro In Vivo

CNH - - - - - - CDDP a (33/50) - - - - - - - - - - - - - - - Slow release [63]

SWCNH PS - - - - - - Brain

U87
- - - - - - - - - Apoptosis [93]U251

U373

SWCNH PF127 - - - - - - - - - - - - - - - - - - - - - Photothermal [96]

SWCNH PF127 - - - - - - Breast MDA-MB-231 - - - - - - - - - Photothermal [97]

SWCNH PF127 - - - - - - Kidney RENCA - - - - - - - - - Photothermal [98]

SWCNH DCA-HPCS - - - DOX b Breast 4T1 4T1 - - - - - - Photothermal synergism [99]

SWCNH C18PMH/mPEG-PLA pH CDDP b (66)
DOX b (44)

Breast 4T1
4T1 - - - - - - Photothermal synergism [100]

Lung - - -

SWCNH - - - - - - ICG b (37) Breast 4T1 4T1 - - - - - - Photodynamic [101]

SWCNH - - - - - - HYP b (52) Breast 4T1 4T1 - - - - - - Photodynamic [102]

SWCNH - - - - - - PC b

(33) Breast
4T1

4T1 - - - Balb/c mice Photodynamic [103]
MDA-MB-231

SWCNH - - - - - - TSCuPc b (36) Cervix HeLa - - - - - - - - - Photodynamic [104]

oxCNH DISPE-PEG P-gp Ab ETO b (40) Lung
A549 - - -

- - - - - - Photothermal synergism
MDR reversal

[105]
A549R A549R

1 oxSWCNH - - - - - - - - - - - - - - - - - - - - - - - - Photothermal [106]

2 oxSWCNH - - - - - - CDDP a (20) Lung NCI-H460 - - - - - - - - - Synergism [61]

oxSWCNH DISPE-PEG VEGF mAb DTX b (31)
Breast MCF7 - - -

- - - - - - Synergism [107]
Liver - - - H22

oxSWCNH SA pH
VEGF mAb DOX b (50)

Breast MCF7 - - - - - -
- - - Synergism [108]Kidney - - - - - - HEK293

Liver - - - H22 - - -

oxSWCNH DISPE-PEG IGF-IR mAb VCR b (38)
Breast MCF7 - - -

HUVEC - - - Synergism [64]
Liver - - - H22

2 oxSWCNH PEG–NHBP - - - CDDP a (22) Lung NCI-H460 - - - - - - - - - Synergism [109]

1 Oxidation by HNO3; 2 Oxidation by CO2 laser; a Filling; b Wrapping; Ab: Antibody; C18PMH: poly (maleic anhydride-alt-1-octadecene); CDDP: cis-diaminedichloroplatinum(II); CNH: Carbon Nanohorn; DCA:
Deoxycholic acid; DISPE: 1,2-Distearoyl-snglycero-3-phosphoethanolamine; DOX: Doxorubicin; DTX: Docetaxel; ETO: Etoposide; HPCS: hydropropyl chitosan; HYP: Hypericin; ICG: Indocyanine green; IGF-IR:
insulin-like growth factor-I receptor; mAb: monoclonal Ab; MDR: Multi-drug resistance; mPEG-PLA: methoxypolyethyleneglycol-b-poly-D, L-lactide; ox CNH: Oxidized CNH; oxSWCNH: Oxidized SWCNH;
PC: Phycocyanin; PEG: polyethylene glycol; PF: Pluronic F; P-gp: P-glycoprotein; PS: polystyrene; SA: Sodium Alginate; SWCNH: Single-Walled CNH; TSCuPc: Copper(II) phthalocyanine-3,4′,4′′,4′′′-tetrasulfonic
acid tetrasodium salt; VEGF: vascular endothelial growth factor; VCR: Vincristine.
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The suitability of SWCNH for CDDP encapsulation was proved in a work by Ajima
et al. [61], where the slow release (50% in almost 70 h), together with the high CNH uptake
by cancer cells, was proposed for the treatment of lung cancer in vitro. The same authors
proposed a further enhancement to the colloidal stability of oxidized SWCNH (oxSWCNH)
in cell culture media by wrapping with a polyethylene glycol (PEG)-peptide aptamer
(NHBP-1) conjugate [109]. For a better understanding of the CDDP@CNH efficiency,
Almeida et al. [63] conducted experimental and molecular dynamics simulations to predict
the stability of the inclusion complex, characterized by the presence of two drug molecules
at the tip region. The results indicated that the drug-carrier interaction mainly consisted of
van der Waals and electrostatic interactions, the formation of the inclusion complex was
thermodynamically favorable, and the opening angle of the cone modulated drug mobility,
thus allowing sustained drug release.

As previously mentioned, the effectiveness of CNH in cancer therapy is also related to
their NIR absorption ability, allowing the development of both photothermal (PTT) and
photodynamic therapy (PDT) protocols. In a photothermal process, the thermal ablation of
cancer tissues occurs upon generation of heat by the NIR-irradiated CNH [110], while in a
photodynamic protocol cell death is a consequence of the generation of singlet oxygen and
other ROS [32]. The ability of CNH to absorb light in the IR region and generate heat [106]
was clearly proved to be strongly dependent on the adopted synthetic procedure and the
surface modification in experiments assessing the optical properties of sodium alginate (SA)
phantoms in the presence of Pluronic F127 (PF127) functionalized CNH [96]. Furthermore,
the same authors demonstrated the ability of CNH to act as coadjuvant in photothermal
therapy with SA phantoms seeded with breast cancer cells [97]. Similar results were
obtained in vitro in renal cancer cells, where a concentration dependent anticancer efficacy
was recorded upon laser irradiation in the presence of PF127 modified SWCNH, with
both the laser treatment and exposure to CNH alone being less effective in killing cancer
cells [98].

Different studies explored the possibility of combining the photothermal efficacy with
carrier features. Specifically, Doxorubicin (DOX) [99,100] and CDDP [100] were loaded via
π-π stacking and electrostatic interaction onto the surface of CNH non-covalently function-
alized with deoxycholic acid-hydropropyl chitosan conjugate [99] or methoxypolyethyleneg-
lycol-b-poly-D, L-lactide [100], with appropriate photo- and chemo-therapeutic protocols
subsequently designed for the treatment of breast [99,100] and lung [100] carcinomas
(Figure 4).
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Figure 4. Schematic representation of the preparation of Cisplatin and Doxorubicin dual loaded
Single-Walled Carbon Nanohorns. Reproduced from [100]. Ivyspring (2018).

Effective photodynamic therapy protocols were developed by functionalizing the
CNH outer surface with photosensitizers, such as indocyanine green (ICG) [101], hypericin
(Hyp) [102], phycocyanin (PC) [103], and metal phthalocyanines (MPc) [104]. The resulting
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materials, overcoming the limitations of free photosensitizers, such as a tendency to aggre-
gate and to be degraded in physiological environments (ICG, MPc), low water solubility
(Hyp), and degradation upon irradiation (PC), were found to be promising tools for the
treatment of breast [101–103], and cervical [104] cancer with negligible toxicity in vivo [103]
(Figure 5).
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Active targeting strategies were proposed to improve the selectivity of the nanocarrier,
thus enhancing the vectorization efficiency and the anticancer activity.

Humanized anti-vascular endothelial growth factor (anti-VEGF) monoclonal anti-
body was conjugated to the surface of CNH modified by 1,2-Distearoyl-sn-glycero-3-
phosphoethanolamine (DISPE)-PEG or SA, obtaining synergistic effect with the loaded
drugs (e.g., Docetaxel—DTX [107] and DOX [108]) in the treatment of breast cancer
cells [107,108] in vitro and in in vivo models of liver cancer [108]. In such model, in vitro
experiments determined that an acidic pH reminiscent of the tumor environment resulted
in a faster and higher DOX release. This led to the hypothesis that drug release could
therefore be specific to the tumor site, which was confirmed in vivo by the absence of
uptake in healthy kidney cells or of hepatotoxicity, cardiotoxicity, and nephrotoxicity.
The same cancer model was used to test DISPE-PEG-CNH modified with an insulin-like
growth factor-I receptor (IGF-IR) monoclonal antibody for the vectorization of vincristine
(VCR) [64]. Wang et al. [105] proposed the P-gp monoclonal antibody as a targeting ligand
for the treatment of lung cancer, addressing multi-drug resistance (MDR) insurgence. In
fact, upon exposure to etoposide (ETO), overexpression of membrane efflux pumps was
induced, resulting in drug intracellular concentration and thus the cytotoxic efficiency,
being dramatically reduced. The proposed therapeutic strategy strongly inhibited the
activity of the membrane transporters, and the anticancer efficacy was restored.

3.2. Covalent Functionalization of CNH for Application in Oncology

The covalent functionalization of outer surface is proposed to improve the perfor-
mance of CNH as delivery vehicle because the stable interaction with the derivatization
moieties allows the properties of the final device to be finely tuned according to the specific
therapeutic needs. The most relevant and recent examples of covalently functionalized
CNH proposed for cancer therapy are reported in Table 2.

The explored strategies to chemically modify CNH mainly consist in condensation
reaction on oxCNH or cycloaddition reaction on the surface of pristine CNH.
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Table 2. Performance of covalent modified CNH for cancer theranostics.

Carrier Features Biological Features

Ref.
CNH

Derivatization
Targeting Bioactive

Agent (DL%)
Cancer Model Health Model

Performance
Derivatizing Agent Synthesis Tissue In Vitro In Vivo In Vitro In Vivo

1 oxSWCNH
AET

CdSe/ZnS QDs
Condensation (EDC)/

Coordination
- - - - - -

Breast MDA-MB-231
- - - - - - - - - High uptake [111]Brain U-87

Bladder AY-27

1 oxSWCNH

CDDP Condensation (EDC) - - - - - -

Bladder AY-27 - - - - - - - - - High uptake
Photothermal

[112]- - - - - - - - - CDDP a

AET
CdSe/ZnS QDs

Condensation (EDC)/
Coordination - - - - - -

1 oxSWCNH
AET

CdSe/ZnS QDs
Condensation (EDC)/

Coordination - - - CDDP a (19) Bladder AY-27 - - - - - - - - -
Synergism

Fluorescence
Imaging

[113]

2 oxCNH PEI Condensation (EDC) Magnetic MAG Cervix HeLa - - - - - - - - - Photothermal [114]

2 oxCNH PEI Condensation (EDC) Magnetic
FA MAG Epidermis KB - - - FHs173We - - - Photothermal [55]

2 oxCNH
Liposome-AVI-BIOT-

PEI
Condensation (EDC) Magnetic MAG Cervix HeLa - - -

GP8
Mice Photothermal [115]

SV40

3 oxSWCNH BSA/ZnPc Condensation
(EDC)/Wrapping — — Modified

Fibroblast 5RP7 5RP7 - - - - - - Photothermal [116]

CNH PSMA mAb Cycloaddition PSMA mAb CDDP b (1.3) Prostate PC-3 - - - - - - - - - Synergism [117]

CNH PAMAM Cycloaddition - - - siRNA b

DTX c Prostate LNCaP - - - - - - - - - Synergism [118]

CNH PAMAM/
AuNPs Cycloaddition/Coordination - - - siRNA b Prostate PC3 - - - - - - - - - Synergism [119]

1 Oxidation by HNO3; 2 Oxidation by O2 flow; 3 Oxidation by H2O2; a Filling; b Wrapping; c Mixing; AET: cysteamine hydrochloride; AuNPs: Gold Nanoparticles; AV: Avidin; BIOT: Biotin; BSA: Bovine
Serum Albumin; CDDP: cis-diaminedichloroplatinum(II); CNH: Carbon Nanohorn; DTX: Docetaxel; EDC: N-(3-dimethylaminopropyl)-N-ethylcarbodiimidehydrochloride; FA: Folic Acid; mAb: Monoclonal
Antibody; MAG: magnetic iron nanoparticles; oxCNH: Oxidized CNH; PAMAM: polyamidoamine dendrimer; PEI: Polyethylenimine; PMSA: prostate-specific membrane antigen; QDs: Quantum Dots; SWCNH:
Single-Walled CNH; ZnPc: Zinc phthalocyanine.
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In the first case, the COOH and OH groups formed in the oxidation step undergo fur-
ther chemical derivatizations, such as nucleophilic/electrophilic amidation, esterification,
and thiolation reactions through acyl chloride or carbodiimide chemistry [72].

Zimmermann et al. [111] used the covalent functionalization with cysteamine hy-
drochloride (AET) as a ligand for CdSe/ZnS Quantum Dots (QD) to investigate the intra-
cellular fate of oxCNH in glioblastoma, breast cancer, and bladder transitional carcinoma
in vitro. Through flow cytometry they demonstrated that CNH were internalized by endo-
cytosis with a cell type-dependent uptake rate. Furthermore, while at the first experimental
timepoint (60 min) the main observed cellular localization was cytosolic, a significant
amount of nanoparticle was evident in the nuclei after 24 h. More interestingly, the inter-
nalization was still observed after 24 h, corresponding to the time required for SWCNH
aggregation in the cell culture media.

Another approach involves the use of bioactive species as derivatizing agents. A
CDDP nanocarrier obtained by covalent conjugation of the cytotoxic drug onto the surface
of oxCNH, observing a significant reduction in the efficiency of combined photo- and
chemo-therapy [112]. To further investigate this issue, the efficiency of the CDDP-CNH
conjugate was compared with a carrier prepared by inserting the drug in the inner cavity
of the carbon nanostructure, and used the functionalization with CdSe/ZnS QDs to study
the cellular uptake pathways (Figure 6) [113].
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ZnS QDs); (b) TEM images of CDDP-CNH/CdSe/ZnS QDs; (c) Internalization of CDDP-CNH/CdSe/
ZnS QDs in AY-27 cells. Reproduced with permission from [113]. Elsevier (2018).

The covalent functionalization did not significantly affect the internalization rate, but
the anticancer efficacy was demonstrated to depend by the different kinetics of drug release.
Upon covalent conjugation negligible amount of drug was released, resulting in a lower
efficiency compared to the free drug. The faster release of the CDDP inclusion complex
was found to be more cytotoxic upon NIR irradiation, allowing better control of drug
distribution between cancerous and healthy tissues compared to the administration of
free CDDP. By combining improved cytotoxicity and fluorescence, nanocarriers with these
design features were proposed as nanotheranostic vehicles in the treatment of bladder
cancer [113].

Another interesting functionalization method derives from the covalent “grafting to”
and “grafting from” of polymeric materials onto the CNH surface [56]. The “grafting to”
the surface is performed by natural or synthetic polymers linked to chemical functionalities
available of CNH outer shell [120], while the second approach involves the binding of
suitable initiator systems on CNH and the in situ formation of synthetic polymeric materials
by anionic, cationic, radical, or atom transfer radical polymerization [121].

Polyethylenimine (PEI) was used for the covalent functionalization of nanocomplexes
composed of oxCNH obtained by treatment with oxygen flow and magnetite nanoparticles
(MAG) [114]. The obtained system took advantages from the water affinity of PEI and
the ability of MAG to enhance cellular uptake upon exposure to an external magnetic
field, and was successfully tested in a cervical cancer model. The same authors proposed
further upgrades to the nanovehicles through the use of folic acid as a targeting unit for
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the treatment of human epidermal carcinoma [55], or PEI functionalized liposomes for
the development of supramolecular nanotransporters [115]. In the latter case, by using
fluorescent probe, the authors obtained a temporal and spatial control on the payload
delivery both in vitro and in vivo.

As discussed in regards to non-covalent functionalization routes, covalent modifi-
cations of CNH were also developed for photodynamic (PDT) and photothermal (PTT)
cancer therapy. [116]. The PTT features of CNH were combined with the PDT properties of
zinc phthalocyanine covalently attached to the surface of oxCNH, obtained by treatment
with oxygen peroxide. Effective cancer ablation in vitro and in vivo was obtained through
a final coating of the structure with bovine serum albumin.

Covalent derivatization methods of pristine CNH include the formation of fluorinated
CNH by treatment with F2 at high temperature [122], and amino-CNH by refluxing in NH3
in the presence of NaNH2 [123], respectively. In this case, the obtained CNH derivative
can undergo further modification reactions by nucleophilic substitution or amidation reac-
tions, respectively. Carbamate chemistry [124], the addition of aryl diazonium salts [125]
1,3-dipolar cycloaddition [126], and copper-catalyzed alkyne-azide cycloaddition [127]
reactions were also employed as derivatization procedures of pristine CNH.

Cycloaddition reactions were explored for the covalent conjugation of targeting unit,
namely the anti-PSMA D2B Ab, for the vectorization of CDDP to prostate cancer cells [117].
These reactions were also employed to fabricate polyamidoamine dendrimer (PAMAM)
based delivery system for siRNA, due to the ability of PAMAMs to both enhance CNH
water affinity preventing any unfavorable aggregation process, and interact with RNA
molecules via electrostatic binding [118,119].

The typical 1,3-cycloaddition involves the reaction between CNH and the suitable
aldehyde and amino acid in an appropriate organic solvent [128]. Aldehyde and amino
acid reacted in situ to form an azomethine ylides undergoing coupling with CNH and
preserving, at the same time, the integrity of the sp2 surface lattice [129]. This method,
extensively exploited by Prato and co-workers to obtain different CNT and G derivatives for
biomedical applications, can be useful for orthogonal substitutions, either in the presence
of in the absence of simultaneous oxidation procedures [130,131].

Finally, it should be mentioned that, in the efforts to find innovative solvent-free and
“green” chemistry approaches for covalent CNH functionalization, microwave-assisted
reactions are emerging as cost-effective methods for the preparation of CNH derivative
with high yields and purity [72].

4. Conclusions and Perspectives

Improving cytotoxic drugs’ efficacy in cancer treatment by tailored nanomaterials is
attracting great attention in different research fields, from chemistry and materials science
to biology and medicine. Among others, the favorable properties of CN used to the
develop nanocarriers based on F, CNT, and GO have shown improved efficiency against
cancer cells with significant reduction of toxicity to healthy tissues. Here, we highlight
the performances of a specific class of CN, namely CNH, which, due to their physic-
chemical and biological features, can be conceptually considered as a bridge between F,
CNT and GO, coupling the advantages of CNT (high cell uptake) with those of F and GO
(reduced toxicity). These materials are still not widely utilized in biomedicine, although
the encouraging results published over the last few years, as summarized in Table 3, are
opening interesting opportunities for the development of effective nanocarriers.

The studies reviewed in this paper can be organized according to the two main classes
of CNH (pristine vs. oxidized), and the type of functionalization approach (covalent vs.
non-covalent). The outcomes of each study are expressed as success (%) in cancer treat-
ment by two categories, namely the drug synergisms and the suitability for phototherapy
treatments, although different performances can be described including the improvement
of the release profile, the interference with the apoptotic pathways, and the induction of
MDR reversal.
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Table 3. Main outcome of the studies covered in this review.

CNH Approach Ref. Total
Studies *

Derivatizing
Agent Reaction Targeting Drug Cancer Model Efficacy Side-

Toxicity Performance

% Studies # % Success #

CNH
Non covalent

[63]
[93]
[96]
[97]
[98]
[99]
[100]
[101]
[102]
[103]
[104]

12
None (42)

PF (25)
Other (33)

None (33)
Wrapping (77)

None (83)
Stimuli (17)

None (35)
CDDP (25)

DOX (8)
ICG (8)
HYP (8)
PC (8)

TsCuPc (8)

None (18)
Breast (50)
Brain (8)

Kidney (8)
Lung (8)

Cervix (8)

Vitro (75)
Vivo (50) 0

Release (8)
Apoptosis (8)

Synergism (25)
Phototherapy (75)

Covalent
[117]
[118]
[119]

3 PAMAM (67)
Ab (33)

Cycloaddition
(100) Ab (33)

CDDP (33)
SiRNA (66)
DTX (33)

Prostate (100) Vitro
(100) Synergism (100)

oxCNH Non covalent

[61]
[64]
[105,
106]
[107]
[108]
[109]

9
None (22)
dPEG (67)

SA (11)

None (22)
Wrapping (78)

None (33)
Ab (66)
pH (11)

None (11)
CDDP (22)
DTX (22)
DOX (11)
VCR (22)
ETO (11)

None (11)
Lung (33)
Breast (33)
Liver (22)

Vitro (67)
Vivo (33) 22

Synergism (78)
Phototherapy (22)
MDR reversal (11)

oxCNH Covalent

[55]
[111]
[112]
[113]
[114]
[115]
[116]

11

None (9)
QDs (45)
PEI (27)
BSA (9)

CDDP (9)

Condensation
(100)

Magnetic (27)
FA (9)

None (85)
CDDP (27)
MAG (27)

Bladder (45)
Cervix (18)
Breast (9)
Brain (9)

Epidermis (9)
Fibroblast (9)

Vitro
(100)

Vivo (9)
18 Synergism (36)

Photherapy (63)

* A single ref may cover multiple studies simultaneously. # calculated over the total studies. Ab: Antibody; BSA: Bovine Serum Albumin; CDDP: cis-diaminedichloroplatinum(II); DOX: Doxorubicin; dPEG:
Polyethylene glycol derivatives; DTX: Docetaxel; ETO: Etoposide; FA: Folic acid; HYP: Hypericin; ICG: Indocyanine green; MAG: magnetic iron nanoparticles; PAMAM: polyamidoamine; PC: phycocyanin; PEI:
Polyethylenimine; PF: Pluronic F; QDs: Quantum Dots; SA: Sodium Alginate; TSCuPc: Copper(II) phthalocyanine-3,4′,4′′,4′′′-tetrasulfonic acid tetrasodium salt; VCR: Vincristine.
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Finally, to give a comprehensive overview of the study heterogeneity and for a better
discussion of the results, the carrier’s features, as well as the loaded drug and the tested
cancer model, are reported as amount (%) of studies, with a single research article cov-
ering multiple studies simultaneously. Most studies involving pristine CNH report on
non-covalent functionalization approaches, while covalent functionalization routes are
more relevant in the case of oxCNH, due to the ability of such functionalities to undergo
derivatization via condensation reaction with tailored chemical species of either low or
high molecular weight.

Interestingly, pristine CNH are often used alone in the absence of loaded drug, due to
their ability to promote photothermal ablation of cancer cells even in the absence of any
derivatizing agent, while nanocarriers for the delivery of CDPDP and DOX in the presence
of siRNA were obtained by cycloaddition on the same nanostructures. oxCNH suitably
modified by either covalent or non-covalent methods was mainly proposed as cargo to
synergize CDDP efficiency with reduced side-toxicity, although covalent functionalization
routes (mainly with PEG derivatives) were proposed for the enhancement of anticancer
performance by phototherapy protocols without the loading of any cytotoxic drug.

Finally, a relevant number of studies proposed the possibility to confer a targeting
effect by exploiting the different pH environment of healthy vs. cancer tissues, applying
an external magnetic field as driving force for the vectorization, or using Ab moieties to
selectively target cancer cells.

However, it should be highlighted that despite the very promising results obtained
in in vitro models of diseases, the lack of adequate studies using suitable in vivo models
strongly restricts current understanding of how these structures behave in biological
systems. This is the main issue to be addressed before hypothesizing a translation into
pre-clinical or clinical trials. This restriction does not diminish however, the currently
available findings which are broadly positive. In particular, the hypothesized low side-
toxicity of CNH based devices indicate that these studies should be used as a starting
point for experimental protocols aiming to couple multidisciplinary and complementary
expertise for the development of innovative functional nanomaterials for fighting cancer.
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