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ABSTRACT
The Nanotechnology Characterization Laboratory (NCL) is a US federally funded resource providing characterization and exper-
tise to the cancer nanomedicine research community. Founded as a formal partnership among the US National Cancer Institute 
(NCI), the US Food and Drug Administration (FDA), and the US National Institute of Standards and Technology (NIST), the 
NCL has spent two decades developing a one-of-a-kind service with broad multidisciplinary expertise to meet the needs of a 
rapidly evolving drug development field. To mark the 20th anniversary of the lab's founding, the NCL hosted a symposium to 
highlight the achievements of the cancer nanomedicine field, showcase novel, next-generation nanotechnology research, and 
discuss future priorities to enable continued growth in combating cancer and the complexities associated with treating a disease 
that continues to take millions of lives annually. The discussion topics from this event are summarized.

1   |   Introduction

The Nanotechnology Characterization Laboratory (NCL) was 
founded in 2004 as a formal partnership among the US National 
Cancer Institute (NCI), the US Food and Drug Administration 
(FDA), and the US National Institute of Standards and Technology 
(NIST) with the mission of advancing the science of cancer nan-
otechnology. During this period, the NCL developed nearly 100 
assays to thoroughly characterize a nanoparticle's physicochem-
ical, immunological, toxicological, and pharmacokinetic proper-
ties, established collaborations with several hundred academic, 
government, and industrial organizations from around the world, 
and characterized more than 1000 nanoparticles, including every 
nanotechnology platform being used in biomedical research. This 
work—and these partnerships—have revealed many unique phys-
icochemical and biological correlations and aided in the advance-
ment of nearly two dozen novel cancer nanomedicine products 
into or through human clinical trials.

In 2024, the NCL observed its 20th anniversary, marked with 
a symposium featuring presentations from some of the field's 
most well-respected scientists. Topics included historical per-
spectives on the nanomedicine drug development field, na-
tional priorities for nanotechnology research, current research 
initiatives in cancer nanomedicine, and highlights and trends 
from the NCL's two decades of cancer nanomedicine charac-
terization. The presentations and discussions from the event 
are summarized herein to further disseminate the topics and 
dialogue from the symposium to the global nanotechnology re-
search community.

2   |   Nanomedicine Achievements and Priorities

Early nanomedicine research, to a large extent, focused on im-
proving the delivery of existing, approved drugs and decreasing 
any associated toxicities. For example, the formulation of the 
cytotoxic agent doxorubicin using a PEGylated liposome (Doxil) 
reduced the cardiotoxicity associated with the administration 
of the free drug. Similarly, the formulation of paclitaxel with 
nanoparticle albumin (nab) (Abraxane) reduced hypersensitivity 
reactions, that is, complement activation related pseudoallergy 
(CARPA), experienced by patients receiving Cremophor-EL for-
mulated paclitaxel (Taxol). Today, with new, novel platform tech-
nologies being developed and a deeper understanding of cancer 
biology and its relationship with the immune system, nanomed-
icine research has swelled beyond the formulation of traditional 
cytotoxic agents.

2.1   |   Achievements in the Drug Development 
Field—A Clinical Journey

Liposomes are considered to be one of the earliest nanotechnol-
ogy platforms used for drug delivery, and considering the number 
of clinically approved liposomal drugs, many would consider li-
posomes one of the most successful platforms. Doxil (PEGylated 
liposomal doxorubicin), developed in the laboratories of Yechezkel 
Barenholz and Alberto Gabizon, is considered to be the first FDA-
approved nanomedicine; initial approval in 1995 was for treatment 
of AIDS-related Kaposi's sarcoma, followed later by approval for 
treatment of breast and ovarian cancer and multiple myeloma 
(Barenholz  2012). Barenholz describes the development process 
for Doxil in an earlier review article (Barenholz 2012), notably stat-
ing, “Each component matters and contributes to the optimized 
performance” (Figure 1A). From the incorporation of a PEGylated 
lipid component in the lipid membrane which helps avoid detec-
tion by the immune system, thereby enabling prolonged circu-
lation times, to the use of an ammonium sulfate gradient which 
affords a stable precipitation of the drug in the liposome interior, 
to the tuned size of the particle which allows extravasation of the 
tumor vasculature, the precisely designed formulation has served 
as a model for later liposomal developments.

With the success of Doxil, liposomal technology has been a main-
stay of nanotechnology-centric drug delivery. There have been 
at least five generic versions of Doxil approved by the FDA since 
2013. In oncology, Onivyde (PEGylated liposomal irinotecan) 
and Vyxeos (liposomal cytarabine and daunorubicin) are two ad-
ditional commercially approved liposomal treatments. Onivyde 
was approved in 2015 for the treatment of pancreatic cancer, and 
Vyxeos was approved in 2017 for the treatment of acute myeloid 
leukemia. In total, there are more than a dozen liposomal drugs 
approved by the FDA across a variety of therapeutic indications 
(Bulbake et al. 2017; Gu et al. 2023), validating the platform as a 
key vehicle in the continued efforts to improve drug delivery.

Another early nanomedicine success was Abraxane, which 
utilized nanoparticle albumin-bound (nab) technology to for-
mulate paclitaxel (Figure 1B). The legacy formulation of pa-
clitaxel (Taxol), marketed in 1992 by Bristol Myers Squibb, 
used Cremophor EL for intravenous administration, caused 
severe hypersensitivity reactions, including anaphylaxis and 
a high (38%) mortality rate (Irizarry et  al.  2009) in addition 
to severe myelosuppression and neuropathy. The NCL sub-
sequently confirmed in laboratory tests that Taxol—but not 
Abraxane—caused severe complement activation, explaining 
the clinical hypersensitivity observations (Dobrovolskaia and 
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McNeil  2013a). Nab-paclitaxel improved tumor penetration 
through a caveolar albumin transport mechanism (Predescu 
et al. 2004) while greatly reducing adverse effects. It became 
the first protein-based nanoparticle drug approved for meta-
static breast cancer (2005), non-small cell lung cancer (2012), 
and pancreatic cancer (2013), with additional immune-
oncology therapy approvals (2018–2020) (ABRAXANE pack-
age insert 2020).

Following the success of Abraxane, Desai, who pioneered its 
development, leveraged the albumin-bound technology to de-
velop Fyarro (nab-sirolimus). Fyarro addressed the limitations 
of mTOR inhibitors (sirolimus, everolimus) including poor 
bioavailability and low mTOR target inhibition. Nab-sirolimus 
demonstrated significantly higher tumor accumulation, su-
perior efficacy, and lower toxicity in preclinical studies (Hou 
et al. 2019). Fyarro's clinical development focused on advanced 
malignant perivascular epithelioid cell tumors (PEComa), an 
mTOR driven rare sarcoma (~100–300 U.S. incidence) (Bleeker 

et al. 2012) with no approved treatments. In the AMPECT trial 
for advanced PEComa, nab-sirolimus achieved a 39% overall re-
sponse rate and mean duration of response of 39.7 months, with 
a high disease control rate and manageable toxicities (Wagner 
et  al.  2021). Fyarro's characterization portfolio—including 
data generated in the NCL Assay Cascade—was submitted in 
May 2021, and the formulation was approved by the FDA in 
November 2021 as the first and only treatment for advanced ma-
lignant PEComa (FYARRO package insert 2021).

More recently, immense progress has been made in the field of 
lipid nanoparticles (LNPs) for nucleic acid delivery (Figure 1C), 
forged by research findings from Pieter Cullis and cowork-
ers. The 2018 FDA approval of Onpattro (Adams et  al.  2018; 
Wood  2018), an LNP-based siRNA formulation for the treat-
ment of polyneuropathies caused by the hereditary disease 
transthyretin-mediated amyloidosis (hATTR), provided clini-
cal validation of the LNP system for in vivo delivery of nucleic 
acid macromolecules (Akinc et al. 2019). This achievement was 

FIGURE 1    |    Schematic illustrations of the (A) PEGylated liposomal technology used in the development of Doxil (figure adapted from 
Barenholz 2012), (B) nab-technology used in the development of Abraxane and Fyarro, and (C) lipid nanoparticle technology used in the develop-
ment of Onpattro, Comirnaty, and Spikevax. The LNP schematic was reproduced from (Kularatne et al. 2022) (https://​creat​iveco​mmons.​org/​licen​
ses/​by/4.​0/​); the compositional information in the table was adapted from (Suzuki and Ishihara 2021).
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further reinforced by the worldwide impact of the LNP mRNA 
COVID-19 vaccines (Baden et al. 2021; Polack et al. 2020) that 
played a significant role in alleviating the global pandemic. 
LNP-based delivery systems have many advantages compared 
to viral and other non-viral vectors, including improved safety 
profiles, ability to re-dose, versatility of desired cargo, ease of 
scale-up, and cost-effective manufacturing processes (Cullis and 
Hope 2017; Witzigmann et al. 2020). Additionally, LNP mRNA 
systems have high transfection competency across several ad-
ministration routes, including intravenous, intramuscular, in-
tradermal, subcutaneous, intraperitoneal, and intratracheal 
injection (Pardi et al. 2015).

LNP delivery technology has now been applied to the develop-
ment of many other nucleic acid-based drugs, leading to over 60 
vaccines and therapeutics that are currently in clinical develop-
ment or have already obtained regulatory approval (Cullis and 
Felgner 2024). Applications of LNP RNA systems to achieve gene 
editing, as well as methods to achieve tissue- and cell-specific 
transfection, appear imminent (Kularatne et al. 2022). The LNP 
technology is rapidly enabling the full potential of gene thera-
pies to treat most human diseases, including infectious diseases 
(Kackos et al. 2023; Kawai et al. 2025; Mu et al. 2022; Saunders 
et  al.  2021), cancer (Meulewaeter et  al.  2024; Qiu et  al.  2023; 
Ramos da Silva et al. 2023), rare diseases (Koeberl et al. 2024; 
Strilchuk et al. 2024; Yu et al. 2022), as well as more common 
diseases such as cardiovascular disease (Musunuru et al. 2021; 
Soroudi et al. 2024). Notable achievements include transfection 
of T cells (Billingsley et  al.  2024; Rurik et  al.  2022) to enable 
in  vivo CAR-T cell therapies or transfection of hematopoietic 
stem cells (HSCs) in bone marrow (Breda et  al.  2023) for the 
treatment of disorders ranging from leukemia or lymphoma to 
sickle cell anemia.

2.2   |   US National Priorities

Nanotechnology—not just nanomedicine—has been a na-
tional priority for the US since the signing of the 21st Century 
Nanotechnology Research and Development Act by former 
President George W. Bush in 2003. With this, the National 
Nanotechnology Initiative (NNI) and National Nanotechnology 
Coordination Office (NNCO) were formed, alongside other 
working groups and committees across various health, safety, 
and environmental focuses. The NNI sets national priorities 
for nanotechnology in multiple disciplines, including health, 
artificial intelligence, national security, and climate preserva-
tion, among others (National Nanotechnology Coordination 
Office  2024). The NNI's focus on using nanotechnology to 
promote health has remained at the forefront of their efforts 
for years, with more than 40% of the fiscal year 2025 proposed 
$2.2 billion budget going to the National Institutes of Health 
(NIH), following similar trends from years past (National 
Nanotechnology Coordination Office  2024). The Office of 
Science and Technology Policy and Office of Management and 
Budget outlined a goal to “achieve better health outcomes for 
every person” as part of the 2025 budget priorities (Office of 
Management and Budget and Office of Science and Technology 
Policy  2023). Directly related to cancer nanomedicine, the re-
port calls for support of former President Joseph Biden's Cancer 
Moonshot program. Reducing both suffering and death from 

cancer has been a top priority since former President Richard 
Nixon signed The National Cancer Act into law in 1971. There 
has, undoubtedly, been great achievements in this regard in the 
last 50 years, but the sustained prevalence of cancer reaffirms 
the need for renewed support. The memo calls for improved 
early detection strategies, efforts to promote prevention, and de-
velopment of novel therapies—an area specifically where cancer 
nanomedicine research and development is and can continue to 
contribute. Other health-specific activities called out included 
mitigating microbial resistance, enhancing preparedness for in-
fectious disease outbreaks, supporting at-risk communities, im-
proving health equity, advancing efforts for rare diseases, and 
reducing environmental impacts (Office of Management and 
Budget and Office of Science and Technology Policy 2023).

2.3   |   US National Cancer Institute Efforts

The NCI established the Alliance for Nanotechnology in Cancer 
(ANC) in 2005 to capitalize on emerging innovation in the areas 
of nanomaterials and nanodevices and their potential utility in 
cancer research and care. The program's goal was to support dis-
covery and applied research with the added long-term goal of 
producing clinically useful outcomes. Cancer nanotechnology 
is a multi-disciplinary field; accordingly, the Alliance targeted 
a multi-disciplinary community of biologists, clinicians, chem-
ists, and engineers to leverage innovation and experience origi-
nating from different research backgrounds.

The Alliance, in its original incarnation, focused on the devel-
opment of technology platforms that were seeking appropriate 
cancer applications. Since these initial years, the program has 
matured and evolved from technology-focused to oncology 
application-focused and defined relevant biological and clinical 
problems, which served as a driver for implementing suitable 
nanotechnologies. Subsequently, several technologies devel-
oped under ANC funding have reached a level warranting the 
initiation of clinical trials (Hartshorn et  al.  2018; Hartshorn 
et al. 2019).

The ANC network involved multiple synergistic NCI-funded 
initiatives for large research centers, smaller research proj-
ects, multidisciplinary training awards, as well as support of 
the NCL. The Centers of Cancer Nanotechnology Excellence 
(CCNEs), which operated for 15 years (2005–2020), were fo-
cused on integrating nanotechnology and cancer research to 

20th Anniversary of the 21st Century Nanotechnology 
Research and Development Act.

The National Nanotechnology Coordination Office (NNCO) 
also recently celebrated the 20th Anniversary of the 21st 
Century Nanotechnology Research and Development 
Act, signed into law by former President George W. Bush 
on December 3, 2003. The symposium, “Enabling the 
Nanotechnology Revolution,” featured discussions not only 
on medicine, but also engineering, environmental safety, 
manufacturing, education, and more. A full video archive 
of the NNCO's March 2024 event can be found here: https://​
www.​nano.​gov/​anniv​ersar​ysymp​osium​.

 19390041, 2025, 3, D
ow

nloaded from
 https://w

ires.onlinelibrary.w
iley.com

/doi/10.1002/w
nan.70020 by R

achael C
rist - N

ational Institute O
f H

ealth , W
iley O

nline L
ibrary on [03/06/2025]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://www.nano.gov/anniversarysymposium
https://www.nano.gov/anniversarysymposium


5 of 26

develop solutions that are clinically relevant (Grodzinski 2019). 
They provided infrastructure and translational support to 
the ANC network. Currently, the program funds R01 grants 
via two funding opportunities: the Innovative Research in 
Cancer Nanotechnology (IRCN) and Toward Translation of 
Nanotechnology Cancer Interventions (TTNCI) (Innovative 
Research in Cancer Nanotechnology 2025; Toward Translation 
of Nanotechnology Cancer Interventions 2025). These two an-
nouncements cover opposite ends of the funding spectrum for 
cancer nanotechnology; the former is focused on mechanis-
tic studies contributing to the fundamental understanding of 
nanoparticle and nano-devices design rules and mechanisms 
governing their in vivo interactions, while the latter paves the 
way for late preclinical evaluations, improving entry of nan-
otechnology cancer interventions into GMP/GLP evaluations 
and long-term into human studies. Many of these ANC-funded 
awards have benefited from evaluation of their nanomaterials 
at the NCL, aiding the selection of promising nano-therapeutic 
and diagnostic candidates for further development.

2.4   |   Novel Developments

Combating the unique intricacies of cancer requires equally 
unique approaches. The NCL has worked with hundreds of 
researchers around the globe, spanning the plethora of nano-
technology platforms used in cancer research for applications 
such as drug delivery, imaging, immunotherapy, radiotherapy, 
and more. Highlighted here are five select projects using novel 
nanotechnology-based approaches to tackle cancer: a plant 
virus that aims to reprogram the immune response toward tu-
mors; a non-drug-loaded liposome to occupy liver and spleen 
macrophages, thereby enabling greater drug accumulation in 
target sites; gold nanorods for enhancing radiation therapy; a 
polymeric prodrug formulation aimed at improving the thera-
peutic index of one of the most widely utilized chemotherapeutic 
agents, paclitaxel; and a liposomal formulation of an angioten-
sin receptor blocker designed to normalize the tumor microenvi-
ronment (TME) and improve the activity of immune checkpoint 
inhibitors.

2.4.1   |   Cowpea Mosaic Virus as an 
Immunotherapy Candidate

In 2015, Steinmetz (UC San Diego) and Fiering (Dartmouth 
College) discovered that a plant virus—cowpea mosaic 
virus (CPMV)—stimulates potent anti-tumor immunity 
when applied intratumorally (Lizotte et al. 2016). CPMV is a 
30 nm-sized nanoparticle forming an icosahedral capsid pack-
aging a positive-sense bipartite ssRNA genome (Bancroft 1962; 
Bruening and Agrawal  1967; Wu and Bruening  1971). The 
plant virus nanoparticles are produced through plant molecu-
lar farming using black-eyed peas. Intratumoral CPMV stim-
ulates potent, systemic, and durable anti-tumor immunity 
in murine tumor models (Koellhoffer and Steinmetz  2022; 
Lizotte et  al.  2016; Mao et  al.  2021; Mao et  al.  2022; Shukla 
et al. 2020; Wang et al. 2019; Wang and Steinmetz 2020) and 
in canine cancer patients (companion pets) with spontaneous 
tumors, significantly improving tumor-free survival (Alonso-
Miguel et  al.  2022; Hoopes et  al.  2018; Valdivia et  al.  2023). 

CPMV overcomes immunosuppression within the TME, 
launching both local and systemic adaptive anti-tumor im-
munity, thereby suppressing both local and distant metastases 
(abscopal effect).

Enabled through research grants supported through the ANC 
initiative, a CPMV lead candidate for translational consider-
ation was developed. In collaboration with the NCL, CPMV's 
mechanism of action was validated, and its pharmacology was 
documented. This study highlighted CPMV's potential not only 
as an intratumoral agent but also suggested CPMV may induce 
anti-tumor immunity after systemic administration. Indeed, it 
was recently shown that systemic CPMV administration before 
tumor challenge protects mice from the onset of tumor growth 
(Chung et  al.  2024). Longitudinal analysis using a metastatic 
mouse model of colon cancer with intraperitoneal metastases 
demonstrated that the “immunoprevention” effect was main-
tained over a 14-day window. The CPMV “immunoprevention 
strategy” was also demonstrated in mouse models of i.p. dis-
seminated ovarian cancer and lung metastases from intrave-
nous challenge with melanoma cells or breast cancer cells. In a 
head-to-head comparison of the efficacy of CPMV against other 
immunomodulatory adjuvants, CPMV demonstrated superior 
protection against tumor challenge compared to STING and 
TLR7 agonists (Chung et  al.  2024). Collectively, these studies 
indicate that CPMV acts as a training agent and induces het-
erologous protection against tumor challenge. From a practical 
perspective, CPMV holds great potential as an intratumoral 
agent when used as a neoadjuvant or systemic adjuvant therapy 
post-surgery to prevent recurrence and outgrowth of metastatic 
disease.

2.4.2   |   Nanoprimer Technology to Increase Systemic 
Bioavailability

Despite progress in the design of therapies administered intrave-
nously, the liver remains one of the main challenges for treatment 
delivery. Hepatic clearance is responsible for the low delivery of 
treatment to the target site and the limited efficacy outcome. 
Moreover, the unintended liver distribution could cause harmful 
side effects. To address this challenge, Nanobiotix has developed 
the Curadigm platform—Nanoprimer, a technology aiming to 
shift the balance of therapeutic agents' bioavailability and tox-
icity. The platform is designed to decrease therapeutic agents' 
liver trapping, affording increased systemic bioavailability for 
optimal accumulation in target tissues (Germain et  al.  2018). 
Nanoprimer is an engineered, biocompatible liposome that 
transiently and specifically occupies the liver clearance path-
ways responsible for sub-optimal therapeutic bioavailability 
and is intended to be administered just before the treatment. By 
interacting specifically with the receptors of the mononuclear 
phagocytic system cells, the Nanoprimer enables a temporary 
reduction of drug clearance.

Preliminary results have shown a good safety profile for the 
Nanoprimer. In  vitro studies have shown the Nanoprimer 
does not activate the complement system and does not lead to 
cytokine-mediated immune reactions. Further, multiple proof-
of-concept studies have shown the ability of the Nanoprimer 
to improve the efficacy of various innovative therapeutics, 
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including nanomedicines such as RNA-loaded lipid nanopar-
ticles (siRNA-LNP). Evaluation in a mouse model showed ad-
dition of the Nanoprimer during the treatment leads to a 40% 
reduction in siRNA-LNP accumulation in the liver, correlat-
ing to an 8-fold increase in the systemic bioavailability of the 
siRNA-LNP 1 h after i.v. injection (Saunders et  al.  2020). In a 
follow-on study evaluating the impact of the Nanoprimer on the 
efficacy of siRNA-LNP, Nanoprimer addition was shown to dou-
ble the tumor growth inhibition generated by the siRNA-LNP 
therapeutic alone. Another proof of concept looked at the effect 
of Nanoprimer addition to oncolytic viruses, which see their use 
by i.v. administration highly limited by the liver. Using herpes 
simplex virus 1 and a murine B-16 tumor model, addition of 
the Nanoprimer led to a 10-fold increase in viral copy number 
in the tumor, opening possibilities for cancer treatment by i.v.-
administered oncolytic viruses. Finally, in a study conducted 
with the NCL, the Nanoprimer was shown to improve the ac-
cumulation of a scavenger receptor A1-targeted poly(L-lysine 
succinylated) (PLS) based therapeutic in tumor-associated mac-
rophages (TAMs) by threefold. The polymer was developed to 
deliver various cargos to macrophages and other myeloid cells 
(Stevens et al. 2020). Since the Nanoprimer accumulates prefer-
entially in liver and spleen macrophages, liver and spleen uptake 
of the polymer is decreased, allowing for greater polymer accu-
mulation in TAMs, improving PLS-based immunotherapies.

Altogether, these preclinical findings are very encouraging for 
the continued development of the Nanoprimer technology. The 
ubiquitous mode of action of the Nanoprimer allows its applica-
tion to a broad spectrum of drugs ranging from nanomedicine to 
biologics and has the potential to redefine the benefit/risk ratio 
of drugs, improving their clinical outcomes and treatment value.

2.4.3   |   Gold Nanorods Induce Immunogenic Cell Death 
via Intra-Tumoral Hyperthermia

Sub-ablative hyperthermia (tissue temperature of ~45°C) is an 
increasingly established adjuvant or neo-adjuvant option in 
cancer treatments, with mechanisms including immune mod-
ulation, selective cancer cell death, and vascular changes lead-
ing to enhanced tumor perfusion. Traditional hyperthermia 
applications are largely focused on ablation (> 55°C), resource-
intensive, and often associated with patient morbidity, limit-
ing their clinical accessibility. Gold nanorods (GNRs) offer a 
precise, minimally invasive tool for targeting sub-ablative hy-
perthermia to the tissues of interest using near-infrared (NIR) 
light to excite vibrational energy in the GNRs and deliver tar-
geted hyperthermia therapy (THT) with precision. THT induces 
controlled tumor heating, promoting immunogenic cell death 
(ICD) and modulating the TME to enhance immune system 
stimulation. Tissue heating is controlled by both the quantity of 
GNRs in tissue and the intensity and duration of infrared light 
exposure. Here, the synergistic potential of GNR-mediated THT 
with immunotherapies was explored in immunogenically “cold” 
mouse tumor models to achieve durable anti-tumor immunity 
(Kennedy et al. 2024).

Two mouse models were evaluated for the ability of THT to 
stimulate the immune system: BALB/c mice bearing 4T1 breast 
tumors and C57BL/6 mice with B16-F10 melanoma. After 

tumors developed, GNRs were intratumorally injected and ac-
tivated using NIR light to induce sub-ablative hyperthermia 
(42°C–48°C) for 5 min. THT reduced tumor burden through 
cell death mechanisms, including upregulated ICD marked by 
calreticulin exposure within 48 h; however, tumor regrowth 
was observed within 6 days post-treatment. To enhance THT's 
immunogenic effects, the therapy was combined with i.t. IL-2. 
This combination induced robust CD8+ T cell infiltration and 
led to durable tumor regression in both treated and distant, 
untreated tumors, as well as the emergence of memory T cells. 
Additionally, PD-1 expression, which was upregulated in CD8+ 
T cells by THT, was targeted with systemic PD-1 inhibition, fur-
ther augmenting immune engagement within the TME.

Collectively, these data demonstrated that GNR-mediated 
THT effectively initiates a cascade of responses that reduce 
tumor burden and modulate the TME, potentiating systemic 
immunity and enhancing the effectiveness of complementary 
immunotherapies.

2.4.4   |   Scalable Fabrication of Drug-Loaded 
Polymeric Micelles Using Low-Molecular-Weight 
Polyethylene Glycol

Traditional methods for producing drug-loaded polymeric mi-
celles typically involve dissolving the drug and block copoly-
mer in a non-selective organic solvent, followed by increasing 
the medium's selectivity for the shell-forming block by adding 
or replacing the solvent with water (Chaibundit et  al.  2007; 
Feng et  al.  2020; Fournier et  al.  2004; Gaucher et  al.  2005; 
Jette et  al.  2004; Kohori et  al.  2002; Lavasanifar et  al.  2001; 
Lin et al. 2019; Ma et al. 2015; Tam et al. 2016; Tam et al. 2018; 
Zhang et al. 2012). However, these approaches face challenges 
in scalability due to limitations in processing speed, the need 
for specialty equipment, and incomplete removal of the or-
ganic solvent (Desai  2012; Feng et  al.  2019; Grodowska and 
Parczewski  2010; Impurities: Guideline for Residual Solvents 
Q3C(R8) 2021; Payyappilly et al. 2015). To address these issues, 
Kwon (University of Wisconsin-Madison) recently developed 
two innovative methods for fabricating drug-loaded polymeric 
micelles using PEG oligomers as the solvent in lieu of conven-
tional small-molecule solvents. Both methods were successfully 
applied to PEG4kDa-b-PLA2.2kDa as the model block copolymer 
and paclitaxel (PTX) or its oligolactic acid prodrug (o(LA)8-
PTX) as model drugs.

In the first approach, termed the “PEG-assist” method 
(Figure 2A), a transparent mixture of PEG oligomer, block co-
polymer, and drug is formed at elevated temperatures. This 
mixture is then cooled to its saturation temperature, after 
which water is added to form drug-loaded micelles. The result-
ing aqueous micelle solution can be freeze-dried without the 
need for additional lyoprotectants, as the PEG oligomer serves 
a dual function—acting as a non-selective solvent during mi-
celle formation and as a lyoprotectant during lyophilization. For 
this method, PEG oligomers with a molecular weight of 1 kDa 
or higher are required. For example, encapsulating PTX in 
PEG4kDa-b-PLA2.2kDa requires PEG1kDa and hydration at 40°C, 
while encapsulating o(LA)8-PTX requires PEG2kDa and hydra-
tion at 60°C.
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With the second method, “crystallization of supersaturated 
solution” (Figure 2B), the mixture undergoes isothermal crys-
tallization at reduced temperatures (e.g., room temperature) in-
stead of hydration at the saturation point. This approach yields 

semi-crystalline solids composed of the block copolymer, and 
the drug and can be stored long-term in a stable solid form, 
eliminating the need for lyophilization. Upon hydration, these 
solids form drug-loaded micelles. Notably, PEG with molecular 

FIGURE 2    |    Schematic illustrations of the (A) PEG-assist method and (B) crystallization of supersaturated solution method for production of drug-
loaded polymeric micelles.
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weights as low as 200 Da is sufficient for producing PEG4kDa-b-
PLA2.2kDa micelles encapsulating PTX or o(LA)8-PTX via this 
method.

The PEG-assist and crystallization of supersaturated solution 
methods share several advantages, including the absence of toxic 
organic solvents, simplicity of heating–cooling steps, and ther-
modynamic reproducibility. These features render both meth-
ods highly scalable and compliant with Good Manufacturing 
Practices (GMP). However, there are key differences between 
the two approaches which influence their suitability for specific 
applications. The choice of PEG molecular weight is a primary 
distinguishing factor. The PEG-assist method typically requires 
higher molecular weight PEGs, as they serve dual roles—acting 
as non-selective solvents during micelle formation and as lyo-
protectants during freeze-drying. Higher molecular weight PEG 
leads to a higher eutectic temperature of the PEG-water solution, 
making freeze-drying more feasible and efficient. In contrast, 
the crystallization method does not require freeze-drying for 
long-term storage, as it directly produces semi-crystalline solids. 
This eliminates the need for additional lyoprotectant agents and 
represents a significant advantage over the PEG-assist method 
in terms of simplicity and cost-efficiency. Another notable dif-
ference lies in the residual PEG content in the final product. 
The PEG-assist method retains nearly all the PEG used during 
micelle preparation in the final formulation, whereas the crys-
tallization method results in only trace amounts of residual low 
molecular weight PEG in the separated crystals. Encapsulation 
capacity also varies between the two methods. The PEG-assist 
method achieves nearly complete drug encapsulation within 
polymeric micelles, making it suitable for applications requiring 
maximal loading efficiency. In contrast, the encapsulation effi-
ciency in the crystallization method is influenced by the initial 
copolymer concentration and the quantity of crystals formed. As 
a result, drug encapsulation capacity is generally lower in the 
crystallization method.

2.4.5   |   Normalization of the Tumor Microenvironment 
to Enable Immune Checkpoint Inhibitors

The widely accepted concept of nanomedicine's enhanced per-
meability and retention (EPR) effect assumes that anticancer 
drugs and biologicals can be delivered selectively to tumors due 
to leaky neovasculature. However, while side effects have been 
significantly reduced using nanomedicines, improvements in 
patients' survival have only been modest. By contrast, immune-
checkpoint inhibition (ICI) has provided substantial improve-
ments in the survival of a subset of patients. Unfortunately, 
however, ICI is estimated to benefit only < 13% of patients. 
These above findings may be related to the nature of TME. 
Modulating (“normalizing”) the TME may, therefore, improve 
nanodrug and ICI distribution into the tumor tissue, thereby 
improving anticancer therapeutic efficacy. The target cells for 
TME normalization are cancer-associated fibroblasts (CAF), 
which are responsible for the remodeling of the extracellular 
matrix (ECM) required to develop the TME. TME influences 
angiogenesis and tumor mechanics as well as modulating the 
immune system. Transforming growth factor β (TGFβ) is one 
of the inducers of this conversion of normal fibroblasts to CAFs. 
Angiotensin receptor blockers (ARB), which are used routinely 

to reduce high systemic blood pressure, are known to manipu-
late the TME in part through their inhibition of TGFβ, thereby 
reprogramming CAF to reduce ECM levels and affect tumor im-
munity (Martin et al. 2020; Perini et al. 2020; Sahai et al. 2020).

Mouse studies with candesartan (one of the most potent ARB), 
administered as the free drug, showed the efficacy of cande-
sartan in tumors (Alhusban et  al.  2014; Cai et  al.  2021; Zhu 
et al. 2022). In humans, data from a series of retrospective studies 
involving patients with different cancer types, as well as a pro-
spective phase 2 trial involving patients with locally advanced 
pancreatic ductal adenocarcinoma, showed that ARB use has 
the potential to extend patients' survival (Alhusban et al. 2014; 
Cai et al. 2021; Martin et al. 2020; Murphy et al. 2019; Perini 
et al. 2020; Sahai et al. 2020; Zhu et al. 2022). However, ARBs 
cause systemic adverse effects related to the dangerous lowering 
of blood pressure, preventing their routine use for the treatment 
of cancer patients. Candesartan delivered via PEGylated small 
unilamellar liposomes, however, may enable the clinical use of 
candesartan under conditions that overcome the issue of sys-
temic blood pressure reduction.

The design of such liposomes was based on the extensive expe-
rience gained from the development and clinical use of Doxil 
(Barenholz  2012). The nano-candesartan used the same lipid 
composition as Doxil. Further, to achieve an effective candesar-
tan level in the tumor, the nano-liposomes were similar in size 
to Doxil, affording benefit from the EPR effect and a long cir-
culation time. Finally, to avoid the reduction in blood pressure, 
candesartan was stably loaded, minimizing free drug in the for-
mulation and allowing almost no release in plasma. For cande-
sartan, which is an amphipathic weak acid, the remote active 
loading is driven by a transmembrane acetate gradient and sup-
ported by the intra-liposome calcium ions and hydroxy-propyl 
beta-cyclodextrin (HPCD). The resulting nano-candesartan 
demonstrated no release in serum in  vitro and almost none 
in the circulation; it also did not affect mice systemic mean 
blood pressure. In  vitro studies revealed release of candesar-
tan from the liposomes in the presence of tumors due to tumor 
metabolites. Pharmacokinetic (PK) and biodistribution studies 
demonstrated prolonged circulation time and accumulation at 
the tumor site. Finally, efficacy studies in a mouse 4T1 model 
showed that nano-candesartan inhibited, by itself, to some ex-
tent, tumor growth. Most importantly, it dramatically improved 
the activity of ICI in this model (in which ICI by itself was ef-
fectless). Immunohistochemistry of the tumors confirmed that 
nano-candesartan significantly reduced α-smooth muscle actin 
(αSMA, a CAF biomarker) and collagen 1, suggesting normal-
ization of the TME, which explains the improved therapeutic ef-
ficacy of the nano-candesartan/ICI combination in this mouse 
tumor model.

3   |   Evolution of the Field: A Perspective From the 
Nanotechnology Characterization Laboratory

Over the last two decades, the NCL has had an intimate look 
at the progress and advancements of cancer nanotechnology—
thanks entirely to the hundreds of collaborations established 
around the world. The unique, multidisciplinary nature of the 
NCL program has attracted nanomedicine researchers and 
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developers from around the globe, having received applications 
from 30 different countries across six continents (Figure  3A). 
Within the United States, applications have come from 39 states 
and the District of Columbia (Figure 3B).

NCL characterization of nanomaterials progresses through 
what is termed the “Assay Cascade,” a series of physicochem-
ical analyses and both in vitro and in vivo studies in immu-
nology, toxicology, and pharmacology designed to thoroughly 

characterize the physical, chemical, and biological proper-
ties of a material to inform its translational development 
(Figure  4). The Assay Cascade, first implemented in 2005, 
continually evolves to keep pace with the changing landscape 
of nanomedicine research. Early concepts seen by the program 
were primarily liposome (18%) and metallic-based formula-
tions (30%), taxanes were the predominant active pharmaceu-
tical ingredient (API) studied (27%), and cancer indications 
focused on breast (24%), ovarian (19%), pancreatic (14%), 

FIGURE 3    |    Global interest in the NCL's Assay Cascade program. (A) A global heat map shows the international applicants to the program, with 
applications from 30 different countries from six continents. (The U.S. data were not included in this heat map to allow better visualization of the 
other countries). (B) A heat map of the United States highlights where applications to the program originated, with applications from 39 states and 
the District of Columbia. The yellow pins indicate the number of applications from each country or state.
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and brain (glioma; 14%) cancers (Figure 5) (Nanotechnology 
Characterization Laboratory 2024). Fast-forward 20 years and 
the field has diversified in all areas. Cancer indications are 

no longer focused just on the most commonly diagnosed and/
or notoriously difficult-to-treat cancers. More than a dozen 
different cancers were included in concepts submitted from 

FIGURE 4    |     Legend on next page.
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the last 5 years, including rare cancers and those specifically 
targeting metastases. Polymeric/polymeric prodrug micelles 
are now the most popular platform (> 20%), while liposomes 
(7%), and metallic-based (10%) formulations both decreased in 
usage but were still viable preclinical candidates. Finally, bio-
logical entities such as antibodies, proteins, peptides, and var-
ious nucleic acids have overtaken traditional cytotoxic small 
molecules as the most prevalent therapeutic API studied, in 
large part due to increased exploration of immunotherapy/
vaccine and personalized treatment approaches and improved 
delivery vehicles such as LNP.

This work has seen nearly two dozen novel cancer nanomed-
icine concepts reach human clinical trials, several of which 
are now approved and actively used to benefit cancer patients. 
Globally, NCL collaborators in Canada, France, and Israel now 
have commercially marketed nanoformulations in the United 
States and/or Europe, while NCL collaborators from Denmark, 
Israel, and South Korea have advanced their novel concepts to 
phase 1 clinical trials (Figure 6A). Among U.S. collaborations, 
14 novel nanomedicines have reached clinical trials, and one is 
now marketed—Fyarro (Figure 6B). In addition, the NCL has 
also witnessed tremendous advances in characterization tech-
nology and instrumentation, seen the commercialization of ge-
neric and follow-on nanomedicines, and observed development 
of novel, next-generation nanoparticles.

3.1   |   Physicochemical Characterization

When the NCL first began characterizing nanoparticles as part 
of the Assay Cascade program, there were only three analytical 
instruments in the lab—a dynamic light scattering (DLS) in-
strument with zeta potential capabilities, a reversed-phase high-
performance liquid chromatography (RP-HPLC) stack with 
UV–vis and fluorescence detectors, and an asymmetric-flow field-
flow fractionation (AF4) instrument. Significant efforts were made 
to study the nuances of DLS and zeta potential measurements 
for various nanoparticle samples, including sample preparation, 

reporting size, multiple scattering, viscosity, absorbance, rota-
tional diffusion, and resolving power, and to develop protocols 
that could be widely adapted across this diverse research space 
(Caputo et al. 2019; Clogston 2021; Clogston et al. 2019; Clogston 
and Patri 2011, 2013; Clogston and Vermilya 2020; Hackley and 
Clogston 2010, 2011; Smith et al. 2017). These techniques are fun-
damental to nanomaterials and were later adapted as part of the 
“NCL prescreen,” that is, tests conducted prior to any other analy-
ses, to ensure the integrity of the nanomaterials (Crist et al. 2013). 
RP-HPLC quickly evolved from simple UV–vis and/or fluorescence 
detection of total drug to include the use of centrifugal filtration de-
vices to afford separation of free drug for quantitation of the free/
non-nanoparticle associated drug fraction—a useful measurement 
for evaluating formulation encapsulation efficiency, nanoparticle 
stability, and lot-to-lot variations. Incorporation of charged aerosol 
detection (CAD) allowed for broader detection capabilities of not 
only other APIs but also measurement of individual lipid concen-
trations, lipid impurities, and degradation products (i.e., free fatty 
acids and lysophospholipids due to hydrolysis), specialized ion 
concentrations (i.e., used for active drug loading), buffer compo-
nents, and excipients (Wu et al. 2019; Xu and Clogston 2024). By 
further expanding detection capabilities to include mass spectrom-
etry, cholesterol oxidation products (oxysterols) and other compo-
nent impurities and degradation products could also be readily 
identified. To date, NCL has developed sample preparation and 
RP-HPLC methods for over 40 different APIs, from small mole-
cules to proteins, peptides, and nucleic acids (Table 1). Likewise, 
AF4 has also seen tremendous growth in utility. In addition to sim-
ple size distribution (flow-mode DLS), size/size distribution can 
be measured in the presence of human plasma to afford a quali-
tative assessment of protein binding to the nanoparticle surface. 
Furthermore, this separation technique allows for the collection of 
fractions (based on size) that can be analyzed off-line by any num-
ber of other analytical techniques (RP-HPLC, inductively coupled 
plasma mass spectrometry [ICP-MS], cryogenic transmission elec-
tron microscopy [cryo-TEM], etc.), thus making AF4 an extremely 
powerful characterization technique for greater insight into drug 
loading as a function of nanoparticle size, nanoparticle stability 
and drug partitioning, and batch-to-batch consistency (Caputo 

FIGURE 4    |    NCL's Assay Cascade. (A) Physicochemical characterization of nanomaterials is intended to support the Chemistry, Manufacturing, 
and Controls (CMC) section of an Investigational New Drug (IND) application and typically includes tests for the eight indicated properties. Common 
techniques used for each are included. (B) Immunological characterization is intended to identify potential immunotoxicity concerns in the preclini-
cal stage—one of the most common reasons for clinical failure. Assays include the detection and quantitation of innate immune response modulating 
impurities (IIRMI), in vitro hemocompatibility tests, in vitro assays to assess effects on the function of immune components, and various in vivo 
immunotoxicity protocols. The in vitro–in vivo correlation table was adapted from (Dobrovolskaia and McNeil 2013b). (C) Pharmacokinetic and tox-
icity testing includes in vitro and in vivo assays designed to inform future clinical trials, identifying tissue and systemic exposure, routes and rates of 
clearance, systemic half-life, and establishing potential organs of toxicity. More details about the NCL Assay Cascade, including full-text protocols, 
are available on the NCL website at https://​www.​cancer.​gov/​nano/​resea​rch/​ncl/​proto​cols-​capab​ilities. ADME, absorption, distribution, metabolism, 
excretion; AF4, asymmetric-flow field-flow fractionation; AFM, atomic force microscopy; CFU-GM, colony-forming unit-granulocyte-macrophage; 
CHNS/O, carbon, hydrogen, nitrogen, sulfur, oxygen elemental analyzer; cryo-TEM, cryogenic transmission electron microscopy; CQA, critical 
quality attribute; DLS, dynamic light scattering; EDS, energy dispersive x-ray spectroscopy; GC–MS, gas chromatography–mass spectrometry; GLP, 
good laboratory practices; IR, infrared; IVIVC, in vitro–in vivo correlation; LC–MS, liquid chromatography-mass spectrometry; LDH, lactate de-
hydrogenase membrane integrity assay; LLNA, local lymph node assay; LLNP, local lymph node proliferation assay; MALS, multi-angle light scat-
tering; MAP LC3, microtubule-associated protein light chain 3; MTT, 3-[4,5-dimethylthiazol-2-yl]-2,5 diphenyl tetrazolium bromide cell viability 
assay; NK, natural killer; NMR, nuclear magnetic resonance; QCM-D, quartz crystal microbalance with dissipation; RP-HPLC, reversed-phase high-
performance liquid chromatography; RPT, rabbit pyrogen test; SITUA, stable isotope tracer ultrafiltration assay; spICP-MS, single particle inductive-
ly coupled plasma mass spectrometry; TDAR, T cell dependent antibody response; TEM, transmission electron microscopy; TGA, thermogravimetric 
analysis; UV–vis, ultraviolet–visible.
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et al. 2019; Caputo et al. 2021; Clogston and Hu 2020; Hansen and 
Clogston 2024a, 2024c; Hu et al. 2020).

These three instruments—DLS, RP-HPLC, and AF4—can pro-
vide a wealth of data, including measurement of size by multiple 
techniques, zeta potential, full compositional analysis to include 
total, bound, and free drug, purity assessment, drug release, sta-
bility, and lot-to-lot consistency. As new instrumentation was ac-
quired, additional techniques afforded even more data. Headspace 
gas chromatography was later added to the Assay Cascade to 
measure residual organic solvents (Kattel and Clogston  2022, 
2023, 2024). Nanoparticle concentration can now be measured 

by resistive pulse sensing (Caputo et  al.  2019; Vermilya and 
Clogston 2024), light scattering (Caputo et al. 2019), and, for metal-
lic nanoparticles, single particle inductively coupled plasma mass 
spectrometry (spICP-MS) (Hansen and Clogston  2021, 2024b). 
ICP-MS can also be used for metal quantitation of not only me-
tallic nanoparticle stock samples but also for blood and tissue dis-
tribution studies (Yu et al. 2010a, 2010b), as well as determination 
of residual metallic impurities used during formulation. Today's 
physicochemical characterization Assay Cascade includes these as 
well as other techniques to afford a comprehensive physical and 
chemical analysis of the formulation suitable to address many of 
the requirements in the Chemistry, Manufacturing, and Controls 

FIGURE 5    |    Trends in nanoparticle submissions to the NCL's Assay Cascade characterization program between 2005–2009 and 2020–2024 show-
ing the broadening of cancer indications studied, nanoparticle platforms utilized, and therapeutic active pharmaceutical ingredients (API) incorpo-
rated. Wedges without a value are ≤ 2% 2024.
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(CMC) section of an Investigational New Drug (IND) portfolio 
(Figure 4A). A summary of the parameters, methods, and consid-
erations for the physicochemical characterization of the three most 
common nanoparticle platforms—lipid-based, polymer-based, 

and metallic-based—has also been published to serve as a guide 
for researchers, highlighting the advancements of physicochemi-
cal characterization over the last 20 years (Clogston 2024a, 2024b, 
2024c).

FIGURE 6    |    NCL's Assay Cascade collaborations and clinical success. (A) A global heat map shows the international collaborations accepted into 
the program, with projects originating from 14 different countries. (The U.S. data were not included in this heat map to allow better visualization 
of the other countries.) Among the global collaborations, three nanomedicines have advanced to phase 1 clinical trials (from Denmark, Israel, and 
South Korea), and three nanomedicines are now marketed (from Canada, France, and Israel). (B) A heat map of the United States highlights the col-
laborations accepted into the program, with projects from 30 states and the District of Columbia. Of the national collaborations, 14 nanomedicines 
have advanced to human clinical trials, spanning from early phase 1 up to phase 3, and one nanomedicine is now marketed. The yellow pins indicate 
the number of collaborations from each country or state. The clipboard icon represents a nanoformulation that advanced to clinical trials, with the 
inset number indicating the clinical trial phase. The bottle icon denotes a marketed formulation originating from that location.
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TABLE 1    |    Summary of API measured by RP-HPLC. The table provides a summary of the column, detector, and mobile phase suitable for RP-
HPLC detection of various APIs. Importantly, these may be influenced by the specific nanoparticle and required sample preparation procedure.

Active pharmaceutical ingredient Column Detector Mobile phase

2-deoxy-D-glucose SIELC Primesep S2 CAD A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Alendronate C18 CAD A = 18 mM amylamine, pH 7 
(adjusted with acetic acid)

B = Acetonitrile

Amphotericin B C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Bortezomib C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Brefeldin A C18 UV A = Water w/0.1% (vol/vol) TFA

B = Methanol w/0.1% (vol/vol) TFA

Breflate C18 UV A = Water w/0.1% (vol/vol) TFA

B = Methanol w/0.1% (vol/vol) TFA

Cabazitaxel C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Camptothecin/prodrug C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Cisplatin/prodrug C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Daunorubicin C18 UV, FL A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Docetaxel C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Doxorubicin/prodrug C18 UV, FL A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Echinomycin C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Epirubicin C18 UV, FL A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Epothilone D C18 UV A = Water w/0.1% (vol/vol) TFA

B = Methanol w/0.1% (vol/vol) TFA

Folate/folic acid C18 UV, FL A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

α-galactosyl ceramide C8 CAD, MS A = Water w/0.1% (vol/vol) TFA

B = EtOH:MeOH (70:30 by volume), 0.5% 
formic acid, 10 mM ammonium formate

Gemcitabine/prodrug C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

(Continues)
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3.2   |   Immunology

Traditionally, immunotoxicity assessment involves the anal-
ysis of two major types of adverse effects: immunosuppres-
sion and immunostimulation. The third common type of 
immunotoxicity commonly seen with nanomaterials includes 

immunomodulation. While many nanotechnology platforms 
are not overtly immunosuppressive or immunostimulatory 
themselves, they change the way the immune system re-
sponds to otherwise immunostimulatory or immunosup-
pressive substances. Nanoparticles often have subtle or even 
mixed effects, which makes this toxicity more challenging to 

Active pharmaceutical ingredient Column Detector Mobile phase

Glycine C18 UV, CAD A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Irinotecan/prodrug C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Ixabepilone C18 UV A = 90% 5 mM Tris–HCl (pH 8.0), 10%ACN

B = 90%ACN, 10% 5 mM Tris–HCl (pH 8.0)

Melittin C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Metformin C8 UV, MS A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1%(vol/vol) TFA

Methotrexate C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Mupirocin C18 UV A = Water w/0.1% (vol/vol) TFA

B = Methanol w/0.1% (vol/vol) TFA

Paclitaxel C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Prednisolone phosphate C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Propofol C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Quinine C18 UV A = Water w/0.1% (vol/vol) TFA

B = Methanol w/0.1% (vol/vol) TFA

Rapamycin C18 UV A = Water w/0.1% (vol/vol) TFA

B = Methanol w/0.1% (vol/vol) TFA

Simvastatin C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

SN-38/prodrug C18 UV A = Water w/0.1% (vol/vol) TFA

B = Methanol w/0.1% (vol/vol) TFA

Telratolimod C18 UV A = Water w/0.1% (vol/vol) TFA

B = Acetonitrile w/0.1% (vol/vol) TFA

Trastuzumab C8 UV, FL A = Water w/0.1% (vol/vol) TFA

B = iPrOH/ACN/H2O/TFA 
(70/20/9.9/0.1 by volume)

Abbreviations: ACN, acetonitrile; CAD, charged aerosol detector; EtOH, ethanol; FL, fluorescence detector; iPrOH, isopropanol; MeOH, methanol; MS, mass 
spectrometer detector; TFA, trifluoroacetic acid; UV, ultraviolet–visible detector; vol/vol, volume-to-volume ratio.

TABLE 1    |    (Continued)
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discover during the preclinical phase. Oxidative stress, lyso-
somal dysfunction, mitochondrial stress, and changes in cel-
lular respiration are common mechanisms of immunotoxicity 
of drug-free nanotechnology carriers (Hamilton et  al.  2009; 
Ilinskaya et al. 2015; Shah et al. 2018; Yuan et al. 2019; Zhang 
et al. 2012). The NCL immunology Assay Cascade (Figure 4B), 
first launched in 2005, utilized existing traditional in  vitro 
and in vivo immunotoxicity methods optimized for nanoparti-
cle characterization. The main optimization steps, consistent 
across all assays, involved (1) scaling down volume require-
ments due to the limited quantities of nanomaterials available 
for preclinical studies and (2) overcoming a broad spectrum of 
interferences due to nanoparticle physicochemical properties 
(e.g., intrinsic fluorescence or absorbance at the assay wave-
length, cationic charge, large surface area) or function (e.g., 
fluorescence quenching, protein binding, enzymatic activity).

Application of the Assay Cascade in characterization of the 
diverse portfolio of nanomaterials submitted to the program 
revealed several common challenges and nanoparticle class-
specific properties. For example, ~5% and 30% of nanopar-
ticles annually fail the first stage (NCL prescreen) due to 
bacterial and endotoxin contamination, respectively. In both 
cases, common sources of contamination include water, dust, 
handling, and processing. Bacterial strains in the contami-
nated nanoparticle samples commonly include aquatic and 
soil species as well as pathogenic and opportunistic human 
microflora (Table 2). Excessive amounts of endotoxin in nano-
formulations confound the results of efficacy and toxicity 

studies, cause undesirable toxicity, contribute to the immu-
nogenicity of protein-based API or targeting ligands, and ex-
aggerate endotoxin-mediated inflammation through a variety 
of mechanisms, including proton sponge effect, lysosomal 
rupture, and inactivation of negative regulators of inflam-
mation (Dobrovolskaia  2017; Dobrovolskaia, Patri, Potter, 
et al. 2012; Ilinskaya et al. 2014). This emphasizes the impor-
tance of using pyrogen-free materials and supplies as well as 
depyrogenating equipment used for nanoparticle synthesis. 
Common tips for reducing and eliminating endotoxin contam-
ination from nanoparticles, along with approaches for over-
coming assay interferences, have been described elsewhere 
(Dobrovolskaia 2023; Dobrovolskaia et al. 2010; Dobrovolskaia 
et al. 2014; Neun and Dobrovolskaia 2024). While nanoparticle 
physicochemical properties such as size, charge, and surface 
functionalities determine their interactions with the immune 
system (Avila et al. 2021; Dobrovolskaia 2017; Dobrovolskaia 
and McNeil  2007; Dobrovolskaia, Patri, Simak, et  al.  2012; 
Enciso et  al.  2016; Grunberger, Dobrovolskaia, et  al.  2024; 
Grunberger, Newton, et al. 2024; Hong et al. 2018; Ilinskaya 
et  al.  2019; Newton, Radwan, et  al.  2023; Newton, Zhang, 
et al. 2023), the NCL Assay Cascade revealed two remarkable 
properties common for all polymer- and lipid-containing for-
mulations: (1) prolongation of plasma coagulation time (es-
pecially in the activated partial thromboplastin time [APTT] 
pathway), and (2) exclusive induction of chemokines—such as 
IL-8, MCP-1, MCP-2, MIP-1α, MIP-1β, and RANTES—in the 
absence of other proinflammatory cytokines and interferons 
(Dobrovolskaia 2022).

TABLE 2    |    Commonly identified bacterial strains in preclinical nanoformulations.

Bacterial strain Common source

Achromobacter marplatensis Soil

Burkholderia cenocepacia Soil, water

Burkholderia cepacian Soil, water

Burkholderia contaminans Soil, water

Burkholderia metallica Soil, water

Caulobacter segnis Soil

Citrobacter freundii Soil, water, food, human intestinal tract

Leifsonia lichenia Lichen

Ochrobactrum anthropic Soil, water, plants, healthcare environments

Phreatobacter oligotrophus Ultrapure water

Pseudomonas beteli Soil, water, plants

Ralstonia pickettii Soil, water, biofilms on plastic

Rhizobium halotolerans Soil

Rhodococcus baikonurensis Soil

Rothia terrae Soil

Sphingomonas aeria Soil, water, healthcare environments

Sphingomonas zeae Internal stem tissue of corn plants

Staphylococcus haemolyticus Human skin
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Other completed and ongoing studies leverage structure–activ-
ity relationships (Avila et al. 2021; Dobrovolskaia, Patri, Simak, 
et  al.  2012; Enciso et  al.  2016; Grunberger, Dobrovolskaia, 
et al. 2024; Grunberger, Newton, et al. 2024; Hong et al. 2018; 
Ilinskaya et  al.  2019; Newton, Radwan, et  al.  2023) to de-
velop quantitative and artificial intelligence models (Chandler 
et al. 2022; Johnson et al. 2017), expand traditional immunology 
definitions (e.g., the use of the term phagocytosis in application 
to nanoparticles) (França et al. 2011), and elaborate on in vitro–
in vivo correlations to reduce animal usage (Cedrone et al. 2024; 
Potter et al. 2024).

3.3   |   Pharmacology and Toxicology

NCL pharmacology and toxicology has had several main themes 
over the past two decades, focusing on pharmacokinetics and tox-
icological mechanisms common to nanomedicines (Figure 4C). 
The primary hurdle for evaluating nanomedicine pharmacoki-
netics is the need to measure drug fractions, encapsulated and 
unencapsulated drug, with encapsulated drug acting as a drug 
depot, and unencapsulated or released drug being the active 
fraction. The ability to accurately measure nanomedicine drug 
fractions is very important from a regulatory perspective, as it is a 
common requirement of bioanalytical methods for in vitro drug 
release and pharmacokinetic/bioequivalence evaluation found 
in FDA guidance and EMA reflection documents (Ambardekar 
and Stern  2015; Drug products, including biological products, 
that contain nanomaterials. Guidance for industry  2022). The 
first decade at NCL focused on the use of pharmacokinetic mod-
eling to estimate drug fractions, as general sample preparation 
methods to separate fractions were not available (Ambardekar 
and Stern 2015). However, with the NCL's development of the 
stable isotope tracer ultrafiltration assay (SITUA), a precise and 
general assay was established to measure nanomedicine drug 
fractions, no longer needing to rely on indirect methods such 
as modeling to estimate fractions (Skoczen et  al.  2015; Stern 
et al. 2024). The SITUA method has been very successful in eval-
uating nanomedicine pharmacokinetics, assisting in formulation 
optimization and determination of bioequivalence and lot-to-lot 
variability (Hwang et al. 2021; Skoczen et al. 2020).

Changes in drug toxicity profiles resulting from nanomedicine-
mediated alterations in drug distribution have been observed, with 
doxorubicin liposome-associated palmar-plantar erythrodysesthe-
sia (PPE) being a classic example (Lorusso et al. 2007). In addi-
tion to changing tissue drug exposure, nanomedicine platforms 
can have inherent toxicity resulting from their physicochemical 
properties, often resulting from induction of oxidative stress and 
inflammation (Stern and McNeil 2008). In addition to these more 
common mechanisms of toxicity, autophagic dysfunction has also 
been associated with nanomaterial toxicity, especially for bioper-
sistent nanomaterials that accumulate in lysosomes, and is an ac-
tive area of nanotoxicology research at the NCL (Stern et al. 2012). 
Recent studies in the autophagy area have focused on the signal-
ing pathways involved in nanomaterial-autophagy interaction and 
toxicological sequelae (Zhou et al. 2024).

While nanomedicines have, in the past, been regulated iden-
tically to small molecules and biologics from a toxicological 
perspective (Drug products, including biological products, 

that contain nanomaterials. Guidance for industry 2022; Stern 
et al. 2010), including toxicity evaluation of the drug and non-
drug, excipient components of the formulations separately, 
this practice has recently been called into question. The idea of 
evaluating the toxicity of the nanomedicine as a single entity, 
rather than the drug and individual components separately, is 
rooted in the idea that tissues are exposed to the intact complex, 
in specific ratios, and testing the components individually may 
not only be a waste of resources, but it may also be misleading 
(Hemmrich and McNeil 2023). Further, tissue exposure itself is 
governed by the physicochemical properties of the nanomedi-
cine entity, while tissues exposed to the individual components 
is likely to be very different. This shift in regulatory paradigms 
toward the “nanomedicine is the drug”, if adopted in the future, 
would streamline the testing of nanomedicines composed of 
novel materials.

3.4   |   Nanotechnology Formulation

Cancer nanomedicine formulation has seen changes in un-
derlying dogma over the past 20 years, with the EPR theory 
of tumor nanoparticle accumulation put forth by Maeda et al. 
dominating the first decade (Matsumura and Maeda  1986). 
This EPR theory has since been questioned, with concerns over 
the lack of corresponding vascular architecture in preclinical 
and clinical tumors, difficulty in reproducing preclinical re-
sults clinically, and controversial findings of low nanoparticle 
tumor accumulation (Nichols and Bae 2014; Price et al. 2020; 
Wilhelm et al. 2016). New theories for nanoparticle tumor ac-
cumulation have now emerged, with evidence of nanoparticle 
tumor uptake via active endothelial transport and receptor-
mediated transcytosis as opposed to transport through vas-
cular fenestrations (Doaa et al. 2024; Sindhwani et al. 2020). 
Correspondingly, nanomedicine active tumor targeting has 
been revised to incorporate ligands for these vascular transcy-
tosis uptake mechanisms in addition to the tumor cells (Doaa 
et al. 2024).

The introduction of stimuli responsive nanocarriers is another 
area of recent inquiry. These responsive drug carriers are engi-
neered to release their cargo upon exposure to external stimuli 
(such as ultrasound) or internal stimuli (such as the TME or can-
cer cells), thus minimizing collateral damage to healthy tissue 
(Mi 2020; Zhao et al. 2021). Coupled with active targeting, these 
stimuli responsive nanocarrier formulations show great promise 
in treating cancers that require precise delivery of potent drugs 
(Abousalman-Rezvani et al. 2024). The “Trojan horse” concept 
is an alternative approach for the active delivery of nanoparticles 
to cancer tissue by loading into natural or engineered immune 
cells, predominantly macrophages (Ding et  al.  2021). Another 
innovative targeting method utilizes “nanoghosts,” which 
are part synthetic and part derived from cell membranes and 
demonstrate selective targeting capabilities for cancer therapy 
(Krishnamurthy et al. 2016).

Cancer diagnostic nanocarriers is another niche area that has 
developed dramatically over the past two decades (Dessale 
et al. 2022; Liu and Grodzinski 2021). Nanocarrier-based imag-
ing systems have the potential to reduce contrast agent toxicity 
and improve sensitivity and specificity, crucial attributes that 
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can allow for early detection of cancers. Early detection is of 
paramount importance for cancer, especially pancreatic cancer 
where the stage of diagnosis plays a key role in therapeutic out-
comes (Singhi et al. 2019). Nanocarrier formulations of NIR flu-
orophores have resulted in improvements in surgical resection 
of solid tumors, owing to the unique characteristics of NIR fluo-
rophores, including increased depth of penetration and reduced 
scattering and autofluorescence (Baghdasaryan et  al.  2024; 
Bortot et al. 2023). Nanocarriers using multiple imaging modali-
ties, such as conventional MRI combined with photoacoustic im-
aging, allow for precise image-guided tumor resection (Thawani 
et al. 2017). Development of nanoparticle imaging agents target-
ing the immune system has the potential to improve immuno-
therapy through better patient selection, as well as evaluation of 
immunomodulatory response (Crist et al. 2021).

A very recent advancement in nanomedicine formulation, with 
great potential for cancer prophylaxis and therapy, is the devel-
opment and marketing of various nanoparticle platforms for 
nucleic acid delivery, highlighted by the success of LNP mRNA 
vaccines (Miao et al. 2021). The LNP platform also has potential 
for delivery of other oligonucleotide therapeutics, such as siRNA 
and CRISPR/Cas9, for silencing of non-druggable protein tar-
gets and gene editing, respectively (El Moukhtari et  al.  2023; 
Kazemian et al. 2022). Encapsulating DNA in the LNP platform 
may be used as a vaccine adjuvant or to express a protein of in-
terest (Liao et al. 2024). Although LNP liver and lymph node de-
livery pathways are well understood, selective targeting of other 
tissues of therapeutic interest is still challenging and an area of 
active research (Kularatne et al. 2022).

4   |   Prospective on the Future of the Field

The nanomedicine field is dynamic and both reflects on and 
is affected by the changes in other areas of drug development. 
Advances in nanotechnology formulation to include multi-
component, multi-stage, and stimuli-responsive materials are 
demanding more from preclinical characterization programs. 
These changes and increases in the complexity of nanoformula-
tions pose specific challenges for nanoparticle characterization, 
requiring equally complex advancements in instrumentation 
and a multifaceted approach to defining not only the physical, 
chemical, and biological properties of a formulation but also the 
unique influences each has on the other.

4.1   |   Multi-Component Delivery Systems

A substantial part of the field of multi-component (or composite) 
therapeutic agents—perhaps the majority of them—is an emana-
tion of nanomedicine. “Traditional” (passively targeted) nano-
medicines comprise at least two components: the nanoparticle 
and the active agent comprised within. The addition of surface 
modification, such as through derivatization with biomolecular 
recognition moieties (as in “actively targeted” nanomedicines) 
and/or even simple PEGylation, quickly increases the count of 
the components to three or more. Among the most prescribed 
drugs in human history, mRNA vaccines for COVID-19 are in 
the latter category. Nanomedicines have been proposed that 
encapsulate more than one drug and/or drugs plus imaging 

contrast agents and/or permeation enhancers, further adding to 
the number of components. The majority of current clinical nan-
odrugs comprise a complexation of an active agent with a carrier 
protein or other biological macromolecules.

Even beyond the domain of nanovectored API, much of the in-
novation in the current pharmaceutical world is empowered by 
the nanoengineering of multi-component complexation strate-
gies. Examples include lipid-derivatized GLP-1 agonists or in-
sulin, polymer-conjugated long-acting psychiatric drugs, the 
oncology-omnipresent antibody-drug conjugates (no less than 
three-components, including the linker, which largely deter-
mines biodistribution), bi-(and higher)specific antibodies, as 
well as siRNA-based agents that comprise stabilization and tar-
geting moieties. Among the most recent composite therapeutic 
agents, which comprise an even higher number of components, 
are multi-stage vectored drugs (MSV), injectable nanoparticle 
generators (iNPG), and Hapten or more broadly conjugated vac-
cines, with or without delivery vectors. MSV and iNPG are start-
ing to mimic some key operational principles of the immune 
system by functionally linking micro- and nano-scale compo-
nents in a single therapeutic entity.

A complete rendition of these nanodrug concepts exceeds the 
scope of this article. However, even casual observation reveals 
the rationale behind the emergence and exponential growth of 
multi-component (composite), typically nano-engineered thera-
peutics: the need for optimally combining the specificity of ac-
tion of the “active principle” with a suitable biodistribution of 
the agent. The paradox of monoclonal antibodies is a paradigm 
for this double necessity; while they provide exquisite specific-
ity of action, their distribution to target cancer tissue is at least 
one order of magnitude less favorable than small molecule che-
motherapeutics, which conversely suffer from a less desirable 
cytotoxic specificity. Thus, the need for multi-componentry in 
advanced therapeutic agents—and, one may add—a clear case 
to finally abandon archaic distinctions between “active prin-
ciple” and “formulation” or “delivery vectors.” They are both 
equally needed and form a single, unique agent in contempo-
rary, nanoengineered multicomponent drugs.

4.2   |   Vision for Characterization of New, More 
Complex Concepts

Most analytical techniques used today are ensemble methods, 
that is, methods which measure the average or bulk properties. 
For example, DLS provides the overall size of a sample, but no 
information on particle concentration within a size population. 
RP-HPLC can provide total drug concentration but does not af-
ford information on how that drug is distributed in a polydis-
persed sample. Techniques such as AF4 combined with in-line 
detectors and post-analysis of collected fractions can help an-
swer these questions but fall short when trying to measure how 
many nanoparticles are empty versus drug-loaded. As the nano-
medicine field advances, so does the complexity of the nano-
formulations, meaning more advanced analytical techniques/
methods are needed.

The advanced characterization technologies being developed 
today are aiming to improve and enhance the understanding of 
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nanomedicines. These techniques strive to improve the resolv-
ing power for differentiation and separation of a mixture of size 
populations, measure the ratio of non-drug-loaded versus drug-
loaded nanoparticles, quantitate drug loaded in single nanopar-
ticles/single size populations, assess the distribution of drugs 
across various size populations, determine the amount of free 
drug, and finally evaluate the release of drug in plasma or other 
relevant biological matrices (Clogston 2021). Current technolo-
gies such as AF4 are being modified to help address these chal-
lenges (Caputo et al. 2021; Grossman et al. 2017; Hu et al. 2020), 
whereas promising techniques such as simultaneous multi-laser 
nanoparticle tracking analysis (Wells et al. 2024), microfluidic 
technology combined with fluorescence (Pleet et al. 2023; Varga 
et al. 2020), single particle automated Raman trapping analysis 
(Penders et al. 2021; Penders et al. 2018), and mass photometry 
(Foley et al. 2021; Kowal et al. 2024) are being developed, op-
timized, and tested for these applications. If successful, these 
emerging techniques will help to provide a more complete phys-
icochemical characterization of the evolving nanomedicine 
landscape.

The future of immunotoxicity testing of nanoparticles is equally 
exciting. As the nanomedicine community continues to ex-
plore more advanced immunotherapy applications, analysis of 
non-endotoxin contaminants becomes more important than 
ever and is expected to represent a substantial challenge. This 
expectation is based not only on the complexity of nanomate-
rials and nanotechnology-based formulations posing a broad 
spectrum of interferences with in  vitro detection assays—as 
has been learned using endotoxin and beta-glucan detection 
via Limulus Amoebocyte Lysate (LAL)-based assays—but 
also the lack of well-characterized reference innate immune 
response modulating impurities (IIRMIs), non-cell-based but 
functional (i.e., able to detect and quantify biological activity) 
assays specific to the given IIRMI, and threshold safety or py-
rogenic dose information for each IIRMI. Going forward, even 
endotoxin detection in nanomaterials will become more compli-
cated as the overall biotechnology community is shifting from 
traditional LAL to recombinant LAL assays (Bolden et al. 2020; 
Burgmaier et al. 2024; Di Paolo et al. 2024; Dubczak et al. 2021; 
Kang et al. 2024; Schromm et al. 2024; Tindall et al. 2021) as-
sociated with reproducibility challenges, which are expected 
to be further complicated due to the breadth of nanomaterials' 
physicochemical properties. Another recent change affecting 
the entire drug development field is the FDA Modernization Act 
2.0, encouraging a reduction in animal testing (Han 2023). This 
change increases the importance of in vitro–in vivo correlation 
studies and is expected to lead to new assays and optimization 
of traditional assays to screen for nanoparticle-mediated toxic-
ities. Moving in this direction also opens ample opportunities 
for artificial intelligence, organ-on-a-chip, artificial tissues, and 
co-culture systems. The NCL has already undertaken some such 
efforts (Cedrone et al. 2024; Chandler et al. 2022; Dobrovolskaia 
and McNeil 2013b; Potter et al. 2024), and more studies are ex-
pected to follow.

For nanomedicine pharmacokinetics, future efforts are expected 
to include the development of methods to measure nanomedi-
cine drug fractions in tissue to better define pharmacokinetic-
pharmacodynamic relationships (Meng et  al.  2025). Also 
important is the development of new high-resolution imaging 

technologies to better characterize shifts in drug distribution 
and tissue exposure resulting from targeted nanoformulations, 
such as cryo-fluorescence tomography (Leach et al. 2024). In the 
area of active targeting of nanoformulations to sites of disease 
for drug delivery and diagnosis, there is a need for better disease 
markers with high selectivity (Crist et al. 2021).

5   |   Conclusion

Over the last two decades, great strides have been made in 
many areas of nanomedicine, including cancer nanotechnology. 
Nanomedicine research and particle characterization methodol-
ogies continue to evolve; the advances being made in nanopar-
ticle platform design, a deeper understanding of cancer biology, 
mechanistic insights into various modes of action, vast improve-
ments in instrumentation, aid of artificial intelligence, and more 
all have the potential to impact the field in dramatic ways and 
provide exciting new advancements in hopes of diminishing 
cancer's effects on so much of the population.

Author Contributions

Rachael M. Crist: writing – original draft (lead), writing – review and ed-
iting (lead). Yechezkel Barenholz: writing – original draft (supporting). 
Ahuva Cern: writing – original draft (supporting). Kate N. Clark: writ-
ing – original draft (supporting). Pieter R. Cullis: writing – original draft 
(supporting). Cheryl Dean: writing – original draft (supporting). Neil 
Desai: writing – original draft (supporting). Mauro Ferrari: writing – 
original draft (supporting). Matthieu Germain: writing – original draft 
(supporting). Carmen A. Giacomantonio: writing – original draft (sup-
porting). Emma Grabarnik: writing – original draft (supporting). Piotr 
Grodzinski: writing – original draft (supporting). Atara Hod: writing 
– original draft (supporting). Barry E. Kennedy: writing – original draft 
(supporting). Ruvanthi N. Kularatne: writing – original draft (support-
ing). Glen S. Kwon: writing – original draft (supporting). Emmanuel 
Loeb: writing – original draft (supporting). Erin B. Noftall: writing 
– original draft (supporting). Len Pagliaro: writing – original draft 
(supporting). Morteza Rasoulianboroujeni: writing – original draft 
(supporting). Alexander Roth: writing – original draft (supporting). 
Darren Rowles: writing – original draft (supporting). Kulbir Singh: 
writing – original draft (supporting). Nicole F. Steinmetz: writing – 
original draft (supporting). Zhanna Yehtina: writing – original draft 
(supporting). Yao Zhang: writing – original draft (supporting). Daniel 
Zilbersheid: writing – original draft (supporting). Jeffrey D. Clogston: 
writing – original draft (lead). Stephan T. Stern: writing – original draft 
(lead). Marina A. Dobrovolskaia: conceptualization (lead), writing – 
original draft (lead).

Acknowledgments

The authors would like to thank Branden Brough, former Director of 
the National Nanotechnology Coordination Office, for providing re-
sources detailing US national nanotechnology priorities and for his par-
ticipation in the symposium, and Joseph Meyer, Scientific Publications, 
Graphics, and Media department at the Frederick National Laboratory 
for Cancer Research, for graphic illustrations.

Conflicts of Interest

N.F.S. declares the following competing financial interests: co-founder 
and CEO of and has equity in PlantiosX Inc.; co-founder of and has 
equity in Mosaic ImmunoEngineering Inc.; co-founder and man-
ager of Pokometz Scientific LLC, under which she is a paid consul-
tant to Flagship Labs 95 Inc. P.R.C. has a financial interest in Acuitas 

 19390041, 2025, 3, D
ow

nloaded from
 https://w

ires.onlinelibrary.w
iley.com

/doi/10.1002/w
nan.70020 by R

achael C
rist - N

ational Institute O
f H

ealth , W
iley O

nline L
ibrary on [03/06/2025]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense



20 of 26 Wiley Interdisciplinary Reviews: Nanomedicine and Nanobiotechnology, 2025

Therapeutics and NanoVation Therapeutics as well as being Chair of 
NanoVation Therapeutics. M.F. has a financial interest and affiliation 
with BrYet US and Arrowhead Pharmaceuticals. M.G. is an employee 
of Nanobiotix SA. Y.B. and A.C. are coinventors on a patent entitled 
Liposomal formulations comprising at1 receptor blockers.

Data Availability Statement

Data sharing is not applicable to this article.

Related WIREs Articles

Improved cancer immunotherapy strategies by nanomedicine

Current landscape of treating different cancers using nanomedicines: 
Trends and perspectives

References

Abousalman-Rezvani, Z., A. Refaat, P. Dehghankelishadi, H. Roghani-
Mamaqani, L. Esser, and N. H. Voelcker. 2024. “Insights Into Targeted 
and Stimulus-Responsive Nanocarriers for Brain Cancer Treatment.” 
Advanced Healthcare Materials 13, no. 12: e2302902. https://​doi.​org/​10.​
1002/​adhm.​20230​2902.

ABRAXANE package insert. 2020. Highlights of Prescribing 
Information. https://​www.​acces​sdata.​fda.​gov/​drugs​atfda_​docs/​label/​​
2020/​02166​0s047​lbl.​pdf.

Adams, D., A. Gonzalez-Duarte, W. D. O'Riordan, et al. 2018. “Patisiran, 
an RNAi Therapeutic, for Hereditary Transthyretin Amyloidosis.” New 
England Journal of Medicine 379, no. 1: 11–21. https://​doi.​org/​10.​1056/​
NEJMo​a1716153.

Akinc, A., M. A. Maier, M. Manoharan, et al. 2019. “The Onpattro Story 
and the Clinical Translation of Nanomedicines Containing Nucleic 
Acid-Based Drugs.” Nature Nanotechnology 14, no. 12: 1084–1087. 
https://​doi.​org/​10.​1038/​s4156​5-​019-​0591-​y.

Alhusban, A., A. Al-Azayzih, A. Goc, F. Gao, S. C. Fagan, and P. R. 
Somanath. 2014. “Clinically Relevant Doses of Candesartan Inhibit 
Growth of Prostate Tumor Xenografts In  Vivo Through Modulation 
of Tumor Angiogenesis.” Journal of Pharmacology and Experimental 
Therapeutics 350, no. 3: 635–645. https://​doi.​org/​10.​1124/​jpet.​114.​216382.

Alonso-Miguel, D., G. Valdivia, D. Guerrera, et al. 2022. “Neoadjuvant 
In  Situ Vaccination With Cowpea Mosaic Virus as a Novel Therapy 
Against Canine Inflammatory Mammary Cancer.” Journal for 
Immunotherapy of Cancer 10, no. 3: e004044. https://​doi.​org/​10.​1136/​
jitc-​2021-​004044.

Ambardekar, V. V., and S. T. Stern. 2015. “NBCD Pharmacokinetics 
and Bioanalytical Methods to Measure Drug Release.” Non-Biological 
Complex Drugs: The Science and the Regulatory Landscape 20: 261–287. 
https://​doi.​org/​10.​1007/​978-​3-​319-​16241​-​6_​8.

Avila, Y. I., M. Chandler, E. Cedrone, et  al. 2021. “Induction of 
Cytokines by Nucleic Acid Nanoparticles (NANPs) Depends on the Type 
of Delivery Carrier.” Molecules 26, no. 3: 652. https://​doi.​org/​10.​3390/​
molec​ules2​6030652.

Baden, L. R., H. M. El Sahly, B. Essink, et al. 2021. “Efficacy and Safety 
of the mRNA-1273 SARS-CoV-2 Vaccine.” New England Journal of 
Medicine 384, no. 5: 403–416. https://​doi.​org/​10.​1056/​NEJMo​a2035389.

Baghdasaryan, A., H. Liu, F. Ren, et  al. 2024. “Intratumor Injected 
Gold Molecular Clusters for NIR-II Imaging and Cancer Therapy.” 
Proceedings of the National Academy of Sciences of the United States of 
America 121, no. 5: e2318265121. https://​doi.​org/​10.​1073/​pnas.​23182​
65121​.

Bancroft, J. B. 1962. “Purification and Properties of Bean Pod Mottle 
Virus and Associated Centrifugal and Electrophoretic Components.” 
Virology 16: 419–427. https://​doi.​org/​10.​1016/​0042-​6822(62)​90222​-​2.

Barenholz, Y. 2012. “Doxil(R)—the First FDA-Approved Nano-Drug: 
Lessons Learned.” Journal of Controlled Release 160, no. 2: 117–134. 
https://​doi.​org/​10.​1016/j.​jconr​el.​2012.​03.​020.

Billingsley, M. M., N. Gong, A. J. Mukalel, et al. 2024. “In Vivo mRNA 
CAR T Cell Engineering via Targeted Ionizable Lipid Nanoparticles 
With Extrahepatic Tropism.” Small 20, no. 11: e2304378. https://​doi.​
org/​10.​1002/​smll.​20230​4378.

Bleeker, J. S., J. F. Quevedo, and A. L. Folpe. 2012. ““Malignant” 
Perivascular Epithelioid Cell Neoplasm: Risk Stratification and 
Treatment Strategies.” Sarcoma 2012: 541626. https://​doi.​org/​10.​1155/​
2012/​541626.

Bolden, J., C. Knutsen, J. Levin, et  al. 2020. “Currently Available 
Recombinant Alternatives to Horseshoe Crab Blood Lysates: Are They 
Comparable for the Detection of Environmental Bacterial Endotoxins? 
A Review.” PDA Journal of Pharmaceutical Science and Technology 74, 
no. 5: 602–611. https://​doi.​org/​10.​5731/​pdajp​st.​2020.​012187.

Bortot, B., A. Mangogna, G. Di Lorenzo, G. Stabile, G. Ricci, and S. 
Biffi. 2023. “Image-Guided Cancer Surgery: A Narrative Review on 
Imaging Modalities and Emerging Nanotechnology Strategies.” Journal 
of Nanobiotechnology 21, no. 1: 155. https://​doi.​org/​10.​1186/​s1295​1-​023-​
01926​-​y.

Breda, L., T. E. Papp, M. P. Triebwasser, et  al. 2023. “In Vivo 
Hematopoietic Stem Cell Modification by mRNA Delivery.” Science 381, 
no. 6656: 436–443. https://​doi.​org/​10.​1126/​scien​ce.​ade6967.

Bruening, G., and H. O. Agrawal. 1967. “Infectivity of a Mixture of 
Cowpea Mosaic Virus Ribonucleoprotein Components.” Virology 32, 
no. 2: 306–320. https://​doi.​org/​10.​1016/​0042-​6822(67)​90279​-​6.

Bulbake, U., S. Doppalapudi, N. Kommineni, and W. Khan. 2017. 
“Liposomal Formulations in Clinical Use: An Updated Review.” 
Pharmaceutics 9, no. 2: 12. https://​doi.​org/​10.​3390/​pharm​aceut​ics90​20012​.

Burgmaier, L., S. Pölt, M. Avci-Adali, and J. Reich. 2024. “The Impact 
of LPS Mutants on Endotoxin Masking in Different Detection Systems.” 
Biologicals 89: 101808. https://​doi.​org/​10.​1016/j.​biolo​gicals.​2024.​
101808.

Cai, X. J., Z. Wang, Y. Y. Xu, G. Y. Yang, R. Y. Zhang, and Y. Wang. 
2021. “Candesartan Treatment Enhances Liposome Penetration and 
Anti-Tumor Effect via Depletion of Tumor Stroma and Normalization 
of Tumor Vessel.” Drug Delivery and Translational Research 11, no. 3: 
1186–1197. https://​doi.​org/​10.​1007/​s1334​6-​020-​00842​-​0.

Caputo, F., J. Clogston, L. Calzolai, M. Rosslein, and A. Prina-Mello. 
2019. “Measuring Particle Size Distribution of Nanoparticle Enabled 
Medicinal Products, the Joint View of EUNCL and NCI-NCL. A Step by 
Step Approach Combining Orthogonal Measurements With Increasing 
Complexity.” Journal of Controlled Release 299: 31–43. https://​doi.​org/​
10.​1016/j.​jconr​el.​2019.​02.​030.

Caputo, F., D. Mehn, J. D. Clogston, et  al. 2021. “Asymmetric-Flow 
Field-Flow Fractionation for Measuring Particle Size, Drug Loading 
and (In)stability of Nanopharmaceuticals. The Joint View of European 
Union Nanomedicine Characterization Laboratory and National Cancer 
Institute - Nanotechnology Characterization Laboratory.” Journal of 
Chromatography. A 1635: 461767. https://​doi.​org/​10.​1016/j.​chroma.​
2020.​461767.

Cedrone, E., A. Ishaq, E. Grabarnik, et  al. 2024. “In Vitro 
Assessment of Nanomedicines' Propensity to Cause Palmar-Plantar 
Erythrodysesthesia: A Doxil vs. Doxorubicin Case Study.” Nanomedicine 
62: 102780. https://​doi.​org/​10.​1016/j.​nano.​2024.​102780.

Chaibundit, C., N. M. Ricardo, M. Costa Fde, S. G. Yeates, and C. Booth. 
2007. “Micellization and Gelation of Mixed Copolymers P123 and F127 
in Aqueous Solution.” Langmuir 23, no. 18: 9229–9236. https://​doi.​org/​
10.​1021/​la701​157j.

Chandler, M., S. Jain, J. Halman, et al. 2022. “Artificial Immune Cell, 
AI-Cell, a New Tool to Predict Interferon Production by Peripheral 

 19390041, 2025, 3, D
ow

nloaded from
 https://w

ires.onlinelibrary.w
iley.com

/doi/10.1002/w
nan.70020 by R

achael C
rist - N

ational Institute O
f H

ealth , W
iley O

nline L
ibrary on [03/06/2025]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://doi.org/10.1002/wnan.1873
https://doi.org/10.1002/wnan.1927
https://doi.org/10.1002/wnan.1927
https://doi.org/10.1002/adhm.202302902
https://doi.org/10.1002/adhm.202302902
https://www.accessdata.fda.gov/drugsatfda_docs/label/2020/021660s047lbl.pdf
https://www.accessdata.fda.gov/drugsatfda_docs/label/2020/021660s047lbl.pdf
https://doi.org/10.1056/NEJMoa1716153
https://doi.org/10.1056/NEJMoa1716153
https://doi.org/10.1038/s41565-019-0591-y
https://doi.org/10.1124/jpet.114.216382
https://doi.org/10.1136/jitc-2021-004044
https://doi.org/10.1136/jitc-2021-004044
https://doi.org/10.1007/978-3-319-16241-6_8
https://doi.org/10.3390/molecules26030652
https://doi.org/10.3390/molecules26030652
https://doi.org/10.1056/NEJMoa2035389
https://doi.org/10.1073/pnas.2318265121
https://doi.org/10.1073/pnas.2318265121
https://doi.org/10.1016/0042-6822(62)90222-2
https://doi.org/10.1016/j.jconrel.2012.03.020
https://doi.org/10.1002/smll.202304378
https://doi.org/10.1002/smll.202304378
https://doi.org/10.1155/2012/541626
https://doi.org/10.1155/2012/541626
https://doi.org/10.5731/pdajpst.2020.012187
https://doi.org/10.1186/s12951-023-01926-y
https://doi.org/10.1186/s12951-023-01926-y
https://doi.org/10.1126/science.ade6967
https://doi.org/10.1016/0042-6822(67)90279-6
https://doi.org/10.3390/pharmaceutics9020012
https://doi.org/10.1016/j.biologicals.2024.101808
https://doi.org/10.1016/j.biologicals.2024.101808
https://doi.org/10.1007/s13346-020-00842-0
https://doi.org/10.1016/j.jconrel.2019.02.030
https://doi.org/10.1016/j.jconrel.2019.02.030
https://doi.org/10.1016/j.chroma.2020.461767
https://doi.org/10.1016/j.chroma.2020.461767
https://doi.org/10.1016/j.nano.2024.102780
https://doi.org/10.1021/la701157j
https://doi.org/10.1021/la701157j


21 of 26

Blood Monocytes in Response to Nucleic Acid Nanoparticles.” Small 18, 
no. 46: e2204941. https://​doi.​org/​10.​1002/​smll.​20220​4941.

Chung, Y. H., Z. Zhao, E. Jung, et al. 2024. “Systemic Administration 
of Cowpea Mosaic Virus Demonstrates Broad Protection Against 
Metastatic Cancers.” Advanced Science 11, no. 18: e2308237. https://​doi.​
org/​10.​1002/​advs.​20230​8237.

Clogston, J. D. 2021. “The Importance of Nanoparticle Physicochemical 
Characterization for Immunology Research: What We Learned and 
What We Still Need to Understand.” Advanced Drug Delivery Reviews 
176: 113897. https://​doi.​org/​10.​1016/j.​addr.​2021.​113897.

Clogston, J. D. 2024a. Parameters, Methods, and Considerations for the 
Physicochemical Characterization of Colloidal Metal Nanoparticles, 
Version 2. https://​www.​cancer.​gov/​nano/​resea​rch/​ncl/​proto​cols-​capab​
iliti​es/​physi​coche​mical​-​chara​cteri​zatio​ns-​collo​idal-​metal​-​nanop​artic​
le.​pdf.

Clogston, J. D. 2024b. Parameters, Methods, and Considerations for 
the Physicochemical Characterization of Liposomal Products, Version 
2. https://​www.​cancer.​gov/​nano/​resea​rch/​ncl/​proto​cols-​capab​iliti​es/​
physi​coche​mical​-​chara​cteri​zatio​n-​lipos​omal-​produ​cts.​pdf.

Clogston, J. D. 2024c. Parameters, Methods, and Considerations for the 
Physicochemical Characterization of Polymeric Nanoparticles, Version 
2. https://​www.​cancer.​gov/​nano/​resea​rch/​ncl/​proto​cols-​capab​iliti​es/​
physi​coche​mical​-​chara​cteri​zatio​n-​polym​eric-​nanop​artic​les.​pdf.

Clogston, J. D., V. A. Hackley, A. Prina-Mello, S. Puri, S. Sonzini, and 
P. L. Soo. 2019. “Sizing Up the Next Generation of Nanomedicines.” 
Pharmaceutical Research 37, no. 1: 6. https://​doi.​org/​10.​1007/​s1109​
5-​019-​2736-​y.

Clogston, J. D., and Y. Hu. 2020. NCL Method PCC-19: Asymmetric-Flow 
Field-Flow Fractionation, Version 1. https://​doi.​org/​10.​17917/​​8S1D-​BN17.

Clogston, J. D., and A. K. Patri. 2011. “Zeta Potential Measurement.” 
Methods in Molecular Biology 697: 63–70. https://​doi.​org/​10.​1007/​978-​1-​
60327​-​198-​1_​6.

Clogston, J. D., and A. K. Patri. 2013. “Importance of Physicochemical 
Characterization Prior to Immunological Studies.” In Handbook of 
Immunological Properties of Engineered Nanomaterials, edited by 
M. A. Dobrovolskaia and S. E. McNeil, vol. 1, 25–52. World Scientific 
Publishing. https://​doi.​org/​10.​1142/​97898​14390​262_​0002.

Clogston, J. D., and A. Vermilya. 2020. NCL Method PCC-2: Measuring 
Zeta Potential of Nanoparticles, Version 1.2. https://​doi.​org/​10.​17917/​​
ZB8P-​FB40.

Crist, R. M., S. S. K. Dasa, C. H. Liu, J. D. Clogston, M. A. Dobrovolskaia, 
and S. T. Stern. 2021. “Challenges in the Development of Nanoparticle-
Based Imaging Agents: Characterization and Biology.” Wiley 
Interdisciplinary Reviews. Nanomedicine and Nanobiotechnology 13, no. 
1: e1665. https://​doi.​org/​10.​1002/​wnan.​1665.

Crist, R. M., J. H. Grossman, A. K. Patri, et al. 2013. “Common Pitfalls 
in Nanotechnology: Lessons Learned From NCI'S Nanotechnology 
Characterization Laboratory.” Integrative Biology 5, no. 1: 66–73. https://​
doi.​org/​10.​1039/​c2ib2​0117h​.

Cullis, P. R., and P. L. Felgner. 2024. “The 60-Year Evolution of Lipid 
Nanoparticles for Nucleic Acid Delivery.” Nature Reviews. Drug Discovery 
23, no. 9: 709–722. https://​doi.​org/​10.​1038/​s4157​3-​024-​00977​-​6.

Cullis, P. R., and M. J. Hope. 2017. “Lipid Nanoparticle Systems for 
Enabling Gene Therapies.” Molecular Therapy 25, no. 7: 1467–1475. 
https://​doi.​org/​10.​1016/j.​ymthe.​2017.​03.​013.

Desai, N. 2012. “Challenges in Development of Nanoparticle-Based 
Therapeutics.” AAPS Journal 14, no. 2: 282–295. https://​doi.​org/​10.​
1208/​s1224​8-​012-​9339-​4.

Dessale, M., G. Mengistu, and H. M. Mengist. 2022. “Nanotechnology: 
A Promising Approach for Cancer Diagnosis, Therapeutics and 
Theragnosis.” International Journal of Nanomedicine 17: 3735–3749. 
https://​doi.​org/​10.​2147/​IJN.​S378074.

Di Paolo, A., R. Liberti, L. Anzalone, et al. 2024. “Recombinant Factor 
C as an In  Vitro Assay for the Residual Pathogenicity Evaluation of 
Veterinary Autogenous Vaccines.” Veterinary Sciences 11, no. 12: 673. 
https://​doi.​org/​10.​3390/​vetsc​i1112​0673.

Ding, X., X. Sun, H. Cai, et  al. 2021. “Engineering Macrophages via 
Nanotechnology and Genetic Manipulation for Cancer Therapy.” 
Frontiers in Oncology 11: 786913. https://​doi.​org/​10.​3389/​fonc.​2021.​
786913.

Doaa, N., S. L. R. Detorgma, K. Yang, R. Salama, and W. Zhang. 
2024. “Nanoparticle-Mediated Transcytosis in Tumor Drug Delivery: 
Mechanisms, Categories, and Novel Applications.” Current Drug 
Delivery 22. https://​doi.​org/​10.​2174/​01156​72018​33603​82409​30082554.

Dobrovolskaia, M. A. 2017. “Dendrimers Effects on the Immune System: 
Insights Into Toxicity and Therapeutic Utility.” Current Pharmaceutical 
Design 23, no. 21: 3134–3141. https://​doi.​org/​10.​2174/​13816​12823​66617​
03091​51958​.

Dobrovolskaia, M. A. 2022. “Lessons Learned From Immunological 
Characterization of Nanomaterials at the Nanotechnology 
Characterization Laboratory.” Frontiers in Immunology 13: 984252. 
https://​doi.​org/​10.​3389/​fimmu.​2022.​984252.

Dobrovolskaia, M. A. 2023. Endotoxin and Depyrogenation Tips, 
Version 3. https://​doi.​org/​10.​17917/​​G780-​R621.

Dobrovolskaia, M. A., and S. E. McNeil. 2007. “Immunological 
Properties of Engineered Nanomaterials.” Nature Nanotechnology 2, no. 
8: 469–478. https://​doi.​org/​10.​1038/​nnano.​2007.​223.

Dobrovolskaia, M. A., and S. E. McNeil. 2013a. “In Vitro Assays for 
Monitoring Nanoparticle Interaction With Components of the Immune 
System.” In Handbook of Immunological Properties of Engineered 
Nanomaterials, edited by M. A. Dobrovolskaia and S. E. McNeil, 581–638. 
World Scientific Publishing. https://​doi.​org/​10.​1142/​97898​14390​262_​0019.

Dobrovolskaia, M. A., and S. E. McNeil. 2013b. “Understanding the 
Correlation Between In  Vitro and In  Vivo Immunotoxicity Tests for 
Nanomedicines.” Journal of Controlled Release 172, no. 2: 456–466. 
https://​doi.​org/​10.​1016/j.​jconr​el.​2013.​05.​025.

Dobrovolskaia, M. A., B. W. Neun, J. D. Clogston, H. Ding, J. Ljubimova, 
and S. E. McNeil. 2010. “Ambiguities in Applying Traditional Limulus 
Amebocyte Lysate Tests to Quantify Endotoxin in Nanoparticle 
Formulations.” Nanomedicine (London, England) 5, no. 4: 555–562. 
https://​doi.​org/​10.​2217/​nnm.​10.​29.

Dobrovolskaia, M. A., B. W. Neun, J. D. Clogston, J. H. Grossman, and 
S. E. McNeil. 2014. “Choice of Method for Endotoxin Detection Depends 
on Nanoformulation.” Nanomedicine (London, England) 9, no. 12: 1847–
1856. https://​doi.​org/​10.​2217/​nnm.​13.​157.

Dobrovolskaia, M. A., A. K. Patri, T. M. Potter, J. C. Rodriguez, J. B. Hall, 
and S. E. McNeil. 2012. “Dendrimer-Induced Leukocyte Procoagulant 
Activity Depends on Particle Size and Surface Charge.” Nanomedicine 
(London, England) 7, no. 2: 245–256. https://​doi.​org/​10.​2217/​nnm.​11.​105.

Dobrovolskaia, M. A., A. K. Patri, J. Simak, et al. 2012. “Nanoparticle 
Size and Surface Charge Determine Effects of PAMAM Dendrimers on 
Human Platelets In Vitro.” Molecular Pharmaceutics 9, no. 3: 382–393. 
https://​doi.​org/​10.​1021/​mp200​463e.

Drug products, including biological products, that contain nanomateri-
als. Guidance for industry. 2022. Food and Drug Administration, Center 
for Drug Evaluation and Research, Center for Biologic as Evaluation and 
Research. https://​www.​fda.​gov/​media/​​157812/​download.

Dubczak, J., N. Reid, and M. Tsuchiya. 2021. “Evaluation of Limulus 
Amebocyte Lysate and Recombinant Endotoxin Alternative Assays for 
an Assessment of Endotoxin Detection Specificity.” European Journal 
of Pharmaceutical Sciences 159: 105716. https://​doi.​org/​10.​1016/j.​ejps.​
2021.​105716.

El Moukhtari, S. H., E. Garbayo, A. Amundarain, et  al. 2023. “Lipid 
Nanoparticles for siRNA Delivery in Cancer Treatment.” Journal of 

 19390041, 2025, 3, D
ow

nloaded from
 https://w

ires.onlinelibrary.w
iley.com

/doi/10.1002/w
nan.70020 by R

achael C
rist - N

ational Institute O
f H

ealth , W
iley O

nline L
ibrary on [03/06/2025]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://doi.org/10.1002/smll.202204941
https://doi.org/10.1002/advs.202308237
https://doi.org/10.1002/advs.202308237
https://doi.org/10.1016/j.addr.2021.113897
https://www.cancer.gov/nano/research/ncl/protocols-capabilities/physicochemical-characterizations-colloidal-metal-nanoparticle.pdf
https://www.cancer.gov/nano/research/ncl/protocols-capabilities/physicochemical-characterizations-colloidal-metal-nanoparticle.pdf
https://www.cancer.gov/nano/research/ncl/protocols-capabilities/physicochemical-characterizations-colloidal-metal-nanoparticle.pdf
https://www.cancer.gov/nano/research/ncl/protocols-capabilities/physicochemical-characterization-liposomal-products.pdf
https://www.cancer.gov/nano/research/ncl/protocols-capabilities/physicochemical-characterization-liposomal-products.pdf
https://www.cancer.gov/nano/research/ncl/protocols-capabilities/physicochemical-characterization-polymeric-nanoparticles.pdf
https://www.cancer.gov/nano/research/ncl/protocols-capabilities/physicochemical-characterization-polymeric-nanoparticles.pdf
https://doi.org/10.1007/s11095-019-2736-y
https://doi.org/10.1007/s11095-019-2736-y
https://doi.org/10.17917/8S1D-BN17
https://doi.org/10.1007/978-1-60327-198-1_6
https://doi.org/10.1007/978-1-60327-198-1_6
https://doi.org/10.1142/9789814390262_0002
https://doi.org/10.17917/ZB8P-FB40
https://doi.org/10.17917/ZB8P-FB40
https://doi.org/10.1002/wnan.1665
https://doi.org/10.1039/c2ib20117h
https://doi.org/10.1039/c2ib20117h
https://doi.org/10.1038/s41573-024-00977-6
https://doi.org/10.1016/j.ymthe.2017.03.013
https://doi.org/10.1208/s12248-012-9339-4
https://doi.org/10.1208/s12248-012-9339-4
https://doi.org/10.2147/IJN.S378074
https://doi.org/10.3390/vetsci11120673
https://doi.org/10.3389/fonc.2021.786913
https://doi.org/10.3389/fonc.2021.786913
https://doi.org/10.2174/0115672018336038240930082554
https://doi.org/10.2174/1381612823666170309151958
https://doi.org/10.2174/1381612823666170309151958
https://doi.org/10.3389/fimmu.2022.984252
https://doi.org/10.17917/G780-R621
https://doi.org/10.1038/nnano.2007.223
https://doi.org/10.1142/9789814390262_0019
https://doi.org/10.1016/j.jconrel.2013.05.025
https://doi.org/10.2217/nnm.10.29
https://doi.org/10.2217/nnm.13.157
https://doi.org/10.2217/nnm.11.105
https://doi.org/10.1021/mp200463e
https://www.fda.gov/media/157812/download
https://doi.org/10.1016/j.ejps.2021.105716
https://doi.org/10.1016/j.ejps.2021.105716


22 of 26 Wiley Interdisciplinary Reviews: Nanomedicine and Nanobiotechnology, 2025

Controlled Release 361: 130–146. https://​doi.​org/​10.​1016/j.​jconr​el.​2023.​
07.​054.

Enciso, A. E., B. Neun, J. Rodriguez, A. P. Ranjan, M. A. Dobrovolskaia, 
and E. E. Simanek. 2016. “Nanoparticle Effects on Human Platelets 
In Vitro: A Comparison Between PAMAM and Triazine Dendrimers.” 
Molecules 21, no. 4: 428. https://​doi.​org/​10.​3390/​molec​ules2​1040428.

Feng, J., C. E. Markwalter, C. Tian, M. Armstrong, and R. K. 
Prud'homme. 2019. “Translational Formulation of Nanoparticle 
Therapeutics From Laboratory Discovery to Clinical Scale.” Journal 
of Translational Medicine 17, no. 1: 200. https://​doi.​org/​10.​1186/​s1296​
7-​019-​1945-​9.

Feng, Y. H., X. P. Zhang, J. Y. Li, and X. D. Guo. 2020. “How Is a Micelle 
Formed From Amphiphilic Polymers in a Dialysis Process: Insight From 
Mesoscopic Studies.” Chemical Physics Letters 754: 137711. https://​doi.​
org/​10.​1016/j.​cplett.​2020.​137711.

Foley, E. D. B., M. S. Kushwah, G. Young, and P. Kukura. 2021. “Mass 
Photometry Enables Label-Free Tracking and Mass Measurement of 
Single Proteins on Lipid Bilayers.” Nature Methods 18, no. 10: 1247–
1252. https://​doi.​org/​10.​1038/​s4159​2-​021-​01261​-​w.

Fournier, E., M. H. Dufresne, D. C. Smith, M. Ranger, and J. C. Leroux. 
2004. “A Novel One-Step Drug-Loading Procedure for Water-Soluble 
Amphiphilic Nanocarriers.” Pharmaceutical Research 21, no. 6: 962–
968. https://​doi.​org/​10.​1023/b:​pham.​00000​29284.​40637.​69.

França, A., P. Aggarwal, E. V. Barsov, S. V. Kozlov, M. A. Dobrovolskaia, 
and Á. González-Fernández. 2011. “Macrophage Scavenger Receptor 
A Mediates the Uptake of Gold Colloids by Macrophages In  Vitro.” 
Nanomedicine (London, England) 6, no. 7: 1175–1188. https://​doi.​org/​
10.​2217/​nnm.​11.​41.

FYARRO package insert. 2021. Highlights of Prescribing Information. 
https://​www.​acces​sdata.​fda.​gov/​drugs​atfda_​docs/​label/​​2021/​21331​
2lbl.​pdf.

Gaucher, G., M. H. Dufresne, V. P. Sant, N. Kang, D. Maysinger, and J. C. 
Leroux. 2005. “Block Copolymer Micelles: Preparation, Characterization 
and Application in Drug Delivery.” Journal of Controlled Release 109, 
no. 1–3: 169–188. https://​doi.​org/​10.​1016/j.​jconr​el.​2005.​09.​034.

Germain, M., M. E. Meyre, L. Poul, et al. 2018. “Priming the Body to 
Receive the Therapeutic Agent to Redefine Treatment Benefit/Risk 
Profile.” Scientific Reports 8, no. 1: 4797. https://​doi.​org/​10.​1038/​s4159​
8-​018-​23140​-​9.

Grodowska, K., and A. Parczewski. 2010. “Organic Solvents in the 
Pharmaceutical Industry.” Acta Poloniae Pharmaceutica 67, no. 1: 3–12.

Grodzinski, P. 2019. “NCI Centers of Cancer Nanotechnology Excellence 
(CCNEs) - A Full Story to Set the Record Straight.” Journal of Controlled 
Release 309: 341–342. https://​doi.​org/​10.​1016/j.​jconr​el.​2019.​08.​016.

Grossman, J. H., R. M. Crist, and J. D. Clogston. 2017. “Early Development 
Challenges for Drug Products Containing Nanomaterials.” AAPS 
Journal 19, no. 1: 92–102. https://​doi.​org/​10.​1208/​s1224​8-​016-​9980-​4.

Grunberger, J. W., M. A. Dobrovolskaia, and H. Ghandehari. 2024. 
“Immunological Properties of Silica Nanoparticles: A Structure-Activity 
Relationship Study.” Nanotoxicology 18, no. 6: 542–564. https://​doi.​org/​
10.​1080/​17435​390.​2024.​2401448.

Grunberger, J. W., H. S. Newton, D. Donohue, M. A. Dobrovolskaia, 
and H. Ghandehari. 2024. “Role of Physicochemical Properties in Silica 
Nanoparticle-Mediated Immunostimulation.” Nanotoxicology 18, no. 7: 
599–617. https://​doi.​org/​10.​1080/​17435​390.​2024.​2418088.

Gu, W., G. P. Andrews, and Y. Tian. 2023. “Recent Clinical Successes in 
Liposomal Nanomedicines.” International Journal of Drug Discovery and 
Pharmacology 2, no. 1: 52–59. https://​doi.​org/​10.​53941/​​ijddp.​0201009.

Hackley, V. A., and J. D. Clogston. 2010. NIST-NCL Joint Assay Protocol, 
PCC-1: Measuring the Size of Nanoparticles in Aqueous Media Using 
Batch-Mode Dynamic Light Scattering, Version 1.1. https://​doi.​org/​10.​
17917/​​3F5S-​6728.

Hackley, V. A., and J. D. Clogston. 2011. “Measuring the Hydrodynamic 
Size of Nanoparticles in Aqueous Media Using Batch-Mode Dynamic 
Light Scattering.” Methods in Molecular Biology 697: 35–52. https://​doi.​
org/​10.​1007/​978-​1-​60327​-​198-​1_​4.

Hamilton, R. F., N. Wu, D. Porter, M. Buford, M. Wolfarth, and A. Holian. 
2009. “Particle Length-Dependent Titanium Dioxide Nanomaterials 
Toxicity and Bioactivity.” Particle and Fibre Toxicology 6: 35. https://​doi.​
org/​10.​1186/​1743-​8977-​6-​35.

Han, J. J. 2023. “FDA Modernization Act 2.0 Allows for Alternatives to 
Animal Testing.” Artificial Organs 47, no. 3: 449–450. https://​doi.​org/​
10.​1111/​aor.​14503​.

Hansen, M., and J. D. Clogston. 2021. NCL Method PCC-21: Measuring 
Size and Number Concentration of Metallic Nanoparticles Using SP-
ICP-MS, Version 1. https://​doi.​org/​10.​17917/​​SCP8-​6P58.

Hansen, M., and J. D. Clogston. 2024a. “Assessment of Protein Binding 
Using Asymmetric-Flow Field-Flow Fractionation Combined With 
Multi-Angle Light Scattering and Dynamic Light Scattering.” Methods 
in Molecular Biology 2789: 31–34. https://​doi.​org/​10.​1007/​978-​1-​0716-​
3786-​9_​3.

Hansen, M., and J. D. Clogston. 2024b. “Measuring Size and Number 
Concentration of Metallic Nanoparticles Using spICP-MS.” Methods 
in Molecular Biology 2789: 53–66. https://​doi.​org/​10.​1007/​978-​1-​0716-​
3786-​9_​6.

Hansen, M., and J. D. Clogston. 2024c. “Nanoparticle Size Distribution 
and Stability Assessment Using Asymmetric-Flow Field-Flow 
Fractionation.” Methods in Molecular Biology 2789: 21–29. https://​doi.​
org/​10.​1007/​978-​1-​0716-​3786-​9_​2.

Hartshorn, C. M., M. S. Bradbury, G. M. Lanza, et  al. 2018. 
“Nanotechnology Strategies to Advance Outcomes in Clinical Cancer 
Care.” ACS Nano 12, no. 1: 24–43. https://​doi.​org/​10.​1021/​acsna​no.​
7b05108.

Hartshorn, C. M., L. M. Russell, and P. Grodzinski. 2019. “National 
Cancer Institute Alliance for Nanotechnology in Cancer-Catalyzing 
Research and Translation Toward Novel Cancer Diagnostics and 
Therapeutics.” Wiley Interdisciplinary Reviews. Nanomedicine and 
Nanobiotechnology 11, no. 6: e1570. https://​doi.​org/​10.​1002/​wnan.​1570.

Hemmrich, E., and S. McNeil. 2023. “Active Ingredient vs Excipient 
Debate for Nanomedicines.” Nature Nanotechnology 18, no. 7: 692–695. 
https://​doi.​org/​10.​1038/​s4156​5-​023-​01371​-​w.

Hong, E., J. R. Halman, A. B. Shah, E. F. Khisamutdinov, M. A. 
Dobrovolskaia, and K. A. Afonin. 2018. “Structure and Composition 
Define Immunorecognition of Nucleic Acid Nanoparticles.” Nano 
Letters 18, no. 7: 4309–4321. https://​doi.​org/​10.​1021/​acs.​nanol​ett.​
8b01283.

Hoopes, P. J., R. J. Wagner, K. Duval, et al. 2018. “Treatment of Canine 
Oral Melanoma With Nanotechnology-Based Immunotherapy and 
Radiation.” Molecular Pharmaceutics 15, no. 9: 3717–3722. https://​doi.​
org/​10.​1021/​acs.​molph​armac​eut.​8b00126.

Hou, S., A. N. Schmid, and N. Desai. 2019. ABI-009 (Nab-Sirolimus) 
Improves Tumor Accumulation and Antitumor Activity Over Oral mTOR 
Inhibitors. American Association for Cancer Research.

Hu, Y., R. M. Crist, and J. D. Clogston. 2020. “The Utility of Asymmetric 
Flow Field-Flow Fractionation for Preclinical Characterization of 
Nanomedicines.” Analytical and Bioanalytical Chemistry 412, no. 2: 
425–438. https://​doi.​org/​10.​1007/​s0021​6-​019-​02252​-​9.

Hwang, D., N. Vinod, S. L. Skoczen, et  al. 2021. “Bioequivalence 
Assessment of High-Capacity Polymeric Micelle Nanoformulation of 
Paclitaxel and Abraxane(R) in Rodent and Non-Human Primate Models 
Using a Stable Isotope Tracer Assay.” Biomaterials 278: 121140. https://​
doi.​org/​10.​1016/j.​bioma​teria​ls.​2021.​121140.

Ilinskaya, A. N., J. D. Clogston, S. E. McNeil, and M. A. Dobrovolskaia. 
2015. “Induction of Oxidative Stress by Taxol Vehicle Cremophor-EL 

 19390041, 2025, 3, D
ow

nloaded from
 https://w

ires.onlinelibrary.w
iley.com

/doi/10.1002/w
nan.70020 by R

achael C
rist - N

ational Institute O
f H

ealth , W
iley O

nline L
ibrary on [03/06/2025]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://doi.org/10.1016/j.jconrel.2023.07.054
https://doi.org/10.1016/j.jconrel.2023.07.054
https://doi.org/10.3390/molecules21040428
https://doi.org/10.1186/s12967-019-1945-9
https://doi.org/10.1186/s12967-019-1945-9
https://doi.org/10.1016/j.cplett.2020.137711
https://doi.org/10.1016/j.cplett.2020.137711
https://doi.org/10.1038/s41592-021-01261-w
https://doi.org/10.1023/b:pham.0000029284.40637.69
https://doi.org/10.2217/nnm.11.41
https://doi.org/10.2217/nnm.11.41
https://www.accessdata.fda.gov/drugsatfda_docs/label/2021/213312lbl.pdf
https://www.accessdata.fda.gov/drugsatfda_docs/label/2021/213312lbl.pdf
https://doi.org/10.1016/j.jconrel.2005.09.034
https://doi.org/10.1038/s41598-018-23140-9
https://doi.org/10.1038/s41598-018-23140-9
https://doi.org/10.1016/j.jconrel.2019.08.016
https://doi.org/10.1208/s12248-016-9980-4
https://doi.org/10.1080/17435390.2024.2401448
https://doi.org/10.1080/17435390.2024.2401448
https://doi.org/10.1080/17435390.2024.2418088
https://doi.org/10.53941/ijddp.0201009
https://doi.org/10.17917/3F5S-6728
https://doi.org/10.17917/3F5S-6728
https://doi.org/10.1007/978-1-60327-198-1_4
https://doi.org/10.1007/978-1-60327-198-1_4
https://doi.org/10.1186/1743-8977-6-35
https://doi.org/10.1186/1743-8977-6-35
https://doi.org/10.1111/aor.14503
https://doi.org/10.1111/aor.14503
https://doi.org/10.17917/SCP8-6P58
https://doi.org/10.1007/978-1-0716-3786-9_3
https://doi.org/10.1007/978-1-0716-3786-9_3
https://doi.org/10.1007/978-1-0716-3786-9_6
https://doi.org/10.1007/978-1-0716-3786-9_6
https://doi.org/10.1007/978-1-0716-3786-9_2
https://doi.org/10.1007/978-1-0716-3786-9_2
https://doi.org/10.1021/acsnano.7b05108
https://doi.org/10.1021/acsnano.7b05108
https://doi.org/10.1002/wnan.1570
https://doi.org/10.1038/s41565-023-01371-w
https://doi.org/10.1021/acs.nanolett.8b01283
https://doi.org/10.1021/acs.nanolett.8b01283
https://doi.org/10.1021/acs.molpharmaceut.8b00126
https://doi.org/10.1021/acs.molpharmaceut.8b00126
https://doi.org/10.1007/s00216-019-02252-9
https://doi.org/10.1016/j.biomaterials.2021.121140
https://doi.org/10.1016/j.biomaterials.2021.121140


23 of 26

Triggers Production of Interleukin-8 by Peripheral Blood Mononuclear 
Cells Through the Mechanism Not Requiring de Novo Synthesis of 
mRNA.” Nanomedicine 11, no. 8: 1925–1938. https://​doi.​org/​10.​1016/j.​
nano.​2015.​07.​012.

Ilinskaya, A. N., S. Man, A. K. Patri, et  al. 2014. “Inhibition of 
Phosphoinositol 3 Kinase Contributes to Nanoparticle-Mediated 
Exaggeration of Endotoxin-Induced Leukocyte Procoagulant Activity.” 
Nanomedicine (London, England) 9, no. 9: 1311–1326. https://​doi.​org/​
10.​2217/​nnm.​13.​137.

Ilinskaya, A. N., A. Shah, A. E. Enciso, et  al. 2019. “Nanoparticle 
Physicochemical Properties Determine the Activation of Intracellular 
Complement.” Nanomedicine 17: 266–275. https://​doi.​org/​10.​1016/j.​
nano.​2019.​02.​002.

Impurities: Guideline for Residual Solvents Q3C(R8). 2021. 
International Council for Harmonisation of Technical Requirements for 
Pharmaceuticals for Human Use. https://​datab​ase.​ich.​org/​sites/​​defau​lt/​
files/​​ICH_​Q3C-​R8_​Guide​line_​Step4_​2021_​0422_1.​pdf.

Innovative Research in Cancer Nanotechnology. 2025. Department of 
Health and Human Services. Part 1. Overview Information. https://​
grants.​nih.​gov/​grants/​guide/​​pa-​files/​​PAR-​25-​106.​html.

Irizarry, L. D., T. H. Luu, J. M. McKoy, et  al. 2009. “Cremophor EL-
Containing Paclitaxel-Induced Anaphylaxis: A Call to Action.” 
Community Oncology 6, no. 3: 132–134. https://​www.​ncbi.​nlm.​nih.​gov/​
pubmed/​36643961.

Jette, K. K., D. Law, E. A. Schmitt, and G. S. Kwon. 2004. “Preparation 
and Drug Loading of Poly(Ethylene Glycol)-Block-Poly(Epsilon-
Caprolactone) Micelles Through the Evaporation of a Cosolvent 
Azeotrope.” Pharmaceutical Research 21, no. 7: 1184–1191. https://​doi.​
org/​10.​1023/b:​pham.​00000​33005.​25698.​9c.

Johnson, M. B., J. R. Halman, E. Satterwhite, et al. 2017. “Programmable 
Nucleic Acid Based Polygons With Controlled Neuroimmunomodulatory 
Properties for Predictive QSAR Modeling.” Small 13, no. 42: 1701255. 
https://​doi.​org/​10.​1002/​smll.​20170​1255.

Kackos, C. M., J. DeBeauchamp, C. J. H. Davitt, et al. 2023. “Seasonal 
Quadrivalent mRNA Vaccine Prevents and Mitigates Influenza 
Infection.” npj Vaccines 8, no. 1: 157. https://​doi.​org/​10.​1038/​s4154​1-​
023-​00752​-​5.

Kang, D. H., S. Y. Yun, S. Eum, et al. 2024. “A Study on the Application 
of Recombinant Factor C (rFC) Assay Using Biopharmaceuticals.” 
Microorganisms 12, no. 3: 516. https://​doi.​org/​10.​3390/​micro​organ​isms1​
2030516.

Kattel, K., and J. D. Clogston. 2022. NCL Method PCC-22: Residual 
Organic Solvent Analysis in Nanoformulations Using Headspace Gas 
Chromatography, Version 1. https://​doi.​org/​10.​17917/​​QFEPHD46.

Kattel, K., and J. D. Clogston. 2023. NCL Method PCC-23: Quantitation 
of Residual DMSO in Nanoformulations Using Gas Chromatography 
With Direct Injection and Flame Ionization Detection, Version 1. 
https://​www.​cancer.​gov/​nano/​resea​rch/​ncl/​proto​cols-​capab​iliti​es/​ncl-​
metho​d-​pcc-​23.​pdf.

Kattel, K., and J. D. Clogston. 2024. “A Static Headspace Gas 
Chromatography Method for Quantitation of Residual Solvents in 
Nanoformulations.” Methods in Molecular Biology 2789: 75–83. https://​
doi.​org/​10.​1007/​978-​1-​0716-​3786-​9_​8.

Kawai, A., T. Shimizu, H. Tanaka, et  al. 2025. “Low-Inflammatory 
Lipid Nanoparticle-Based mRNA Vaccine Elicits Protective Immunity 
Against H5N1 Influenza Virus With Reduced Adverse Reactions.” 
Molecular Therapy 33, no. 2: 529–547. https://​doi.​org/​10.​1016/j.​ymthe.​
2024.​12.​032.

Kazemian, P., S. Y. Yu, S. B. Thomson, A. Birkenshaw, B. R. Leavitt, 
and C. J. D. Ross. 2022. “Lipid-Nanoparticle-Based Delivery 
of CRISPR/Cas9 Genome-Editing Components.” Molecular 
Pharmaceutics 19, no. 6: 1669–1686. https://​doi.​org/​10.​1021/​acs.​
molph​armac​eut.​1c00916.

Kennedy, B. E., E. B. Noftall, C. Dean, et  al. 2024. “Targeted Intra-
Tumoral Hyperthermia Using Uniquely Biocompatible Gold Nanorods 
Induces Strong Immunogenic Cell Death in Two Immunogenically 
‘cold’ Tumor Models.” Frontiers in Immunology 15: 1512543. https://​doi.​
org/​10.​3389/​fimmu.​2024.​1512543.

Koeberl, D., A. Schulze, N. Sondheimer, et al. 2024. “Interim Analyses of a 
First-In-Human Phase 1/2 mRNA Trial for Propionic Acidaemia.” Nature 
628, no. 8009: 872–877. https://​doi.​org/​10.​1038/​s4158​6-​024-​07266​-​7.

Koellhoffer, E. C., and N. F. Steinmetz. 2022. “Cowpea Mosaic Virus and 
Natural Killer Cell Agonism for In Situ Cancer Vaccination.” Nano Letters 
22, no. 13: 5348–5356. https://​doi.​org/​10.​1021/​acs.​nanol​ett.​2c01328.

Kohori, F., M. Yokoyama, K. Sakai, and T. Okano. 2002. “Process Design 
for Efficient and Controlled Drug Incorporation Into Polymeric Micelle 
Carrier Systems.” Journal of Controlled Release 78, no. 1–3: 155–163. 
https://​doi.​org/​10.​1016/​s0168​-​3659(01)​00492​-​8.

Kowal, M. D., T. M. Seifried, C. C. Brouwer, H. Tavakolizadeh, E. 
Olsen, and E. Grant. 2024. “Electrophoretic Deposition Interferometric 
Scattering Mass Photometry.” ACS Nano 18, no. 15: 10388–10396. 
https://​doi.​org/​10.​1021/​acsna​no.​3c09221.

Krishnamurthy, S., M. K. Gnanasammandhan, C. Xie, K. Huang, M. 
Y. Cui, and J. M. Chan. 2016. “Monocyte Cell Membrane-Derived 
Nanoghosts for Targeted Cancer Therapy.” Nanoscale 8, no. 13: 6981–
6985. https://​doi.​org/​10.​1039/​c5nr0​7588b​.

Kularatne, R. N., R. M. Crist, and S. T. Stern. 2022. “The Future of 
Tissue-Targeted Lipid Nanoparticle-Mediated Nucleic Acid Delivery.” 
Pharmaceuticals (Basel) 15, no. 7: 897. https://​doi.​org/​10.​3390/​ph150​
70897​.

Lavasanifar, A., J. Samuel, and G. S. Kwon. 2001. “Micelles Self-
Assembled From Poly(Ethylene Oxide)-Block-Poly(N-Hexyl Stearate 
L-Aspartamide) by a Solvent Evaporation Method: Effect on the 
Solubilization and Haemolytic Activity of Amphotericin B.” Journal of 
Controlled Release 77, no. 1–2: 155–160. https://​doi.​org/​10.​1016/​s0168​-​
3659(01)​00477​-​1.

Leach, B. I., D. Lister, S. R. Adams, et  al. 2024. “Cryo-Fluorescence 
Tomography as a Tool for Visualizing Whole-Body Inflammation 
Using Perfluorocarbon Nanoemulsion Tracers.” Molecular Imaging and 
Biology 26, no. 5: 888–898. https://​doi.​org/​10.​1007/​s1130​7-​024-​01926​-​w.

Liao, H. C., K. Y. Shen, C. H. Yang, et  al. 2024. “Lipid Nanoparticle-
Encapsulated DNA Vaccine Robustly Induce Superior Immune 
Responses to the mRNA Vaccine in Syrian Hamsters.” Molecular 
Therapy - Methods & Clinical Development 32, no. 1: 101169. https://​doi.​
org/​10.​1016/j.​omtm.​2023.​101169.

Lin, S., C. Ge, D. Wang, et  al. 2019. “Overcoming the Anatomical 
and Physiological Barriers in Topical Eye Surface Medication Using 
a Peptide-Decorated Polymeric Micelle.” ACS Applied Materials & 
Interfaces 11, no. 43: 39603–39612. https://​doi.​org/​10.​1021/​acsami.​
9b13851.

Liu, C. H., and P. Grodzinski. 2021. “Nanotechnology for Cancer 
Imaging: Advances, Challenges, and Clinical Opportunities.” 
Radiology: Imaging Cancer 3, no. 3: e200052. https://​doi.​org/​10.​1148/​
rycan.​20212​00052​.

Lizotte, P. H., A. M. Wen, M. R. Sheen, et al. 2016. “In Situ Vaccination 
With Cowpea Mosaic Virus Nanoparticles Suppresses Metastatic 
Cancer.” Nature Nanotechnology 11, no. 3: 295–303. https://​doi.​org/​10.​
1038/​nnano.​2015.​292.

Lorusso, D., A. Di Stefano, V. Carone, A. Fagotti, S. Pisconti, and G. 
Scambia. 2007. “Pegylated Liposomal Doxorubicin-Related Palmar-
Plantar Erythrodysesthesia ('hand-Foot' Syndrome).” Annals of 
Oncology 18, no. 7: 1159–1164. https://​doi.​org/​10.​1093/​annonc/​mdl477.

Ma, X., X. Huang, Z. Moore, et  al. 2015. “Esterase-Activatable Beta-
Lapachone Prodrug Micelles for NQO1-Targeted Lung Cancer Therapy.” 
Journal of Controlled Release 200: 201–211. https://​doi.​org/​10.​1016/j.​
jconr​el.​2014.​12.​027.

 19390041, 2025, 3, D
ow

nloaded from
 https://w

ires.onlinelibrary.w
iley.com

/doi/10.1002/w
nan.70020 by R

achael C
rist - N

ational Institute O
f H

ealth , W
iley O

nline L
ibrary on [03/06/2025]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://doi.org/10.1016/j.nano.2015.07.012
https://doi.org/10.1016/j.nano.2015.07.012
https://doi.org/10.2217/nnm.13.137
https://doi.org/10.2217/nnm.13.137
https://doi.org/10.1016/j.nano.2019.02.002
https://doi.org/10.1016/j.nano.2019.02.002
https://database.ich.org/sites/default/files/ICH_Q3C-R8_Guideline_Step4_2021_0422_1.pdf
https://database.ich.org/sites/default/files/ICH_Q3C-R8_Guideline_Step4_2021_0422_1.pdf
https://grants.nih.gov/grants/guide/pa-files/PAR-25-106.html
https://grants.nih.gov/grants/guide/pa-files/PAR-25-106.html
https://www.ncbi.nlm.nih.gov/pubmed/36643961
https://www.ncbi.nlm.nih.gov/pubmed/36643961
https://doi.org/10.1023/b:pham.0000033005.25698.9c
https://doi.org/10.1023/b:pham.0000033005.25698.9c
https://doi.org/10.1002/smll.201701255
https://doi.org/10.1038/s41541-023-00752-5
https://doi.org/10.1038/s41541-023-00752-5
https://doi.org/10.3390/microorganisms12030516
https://doi.org/10.3390/microorganisms12030516
https://doi.org/10.17917/QFEPHD46
https://www.cancer.gov/nano/research/ncl/protocols-capabilities/ncl-method-pcc-23.pdf
https://www.cancer.gov/nano/research/ncl/protocols-capabilities/ncl-method-pcc-23.pdf
https://doi.org/10.1007/978-1-0716-3786-9_8
https://doi.org/10.1007/978-1-0716-3786-9_8
https://doi.org/10.1016/j.ymthe.2024.12.032
https://doi.org/10.1016/j.ymthe.2024.12.032
https://doi.org/10.1021/acs.molpharmaceut.1c00916
https://doi.org/10.1021/acs.molpharmaceut.1c00916
https://doi.org/10.3389/fimmu.2024.1512543
https://doi.org/10.3389/fimmu.2024.1512543
https://doi.org/10.1038/s41586-024-07266-7
https://doi.org/10.1021/acs.nanolett.2c01328
https://doi.org/10.1016/s0168-3659(01)00492-8
https://doi.org/10.1021/acsnano.3c09221
https://doi.org/10.1039/c5nr07588b
https://doi.org/10.3390/ph15070897
https://doi.org/10.3390/ph15070897
https://doi.org/10.1016/s0168-3659(01)00477-1
https://doi.org/10.1016/s0168-3659(01)00477-1
https://doi.org/10.1007/s11307-024-01926-w
https://doi.org/10.1016/j.omtm.2023.101169
https://doi.org/10.1016/j.omtm.2023.101169
https://doi.org/10.1021/acsami.9b13851
https://doi.org/10.1021/acsami.9b13851
https://doi.org/10.1148/rycan.2021200052
https://doi.org/10.1148/rycan.2021200052
https://doi.org/10.1038/nnano.2015.292
https://doi.org/10.1038/nnano.2015.292
https://doi.org/10.1093/annonc/mdl477
https://doi.org/10.1016/j.jconrel.2014.12.027
https://doi.org/10.1016/j.jconrel.2014.12.027


24 of 26 Wiley Interdisciplinary Reviews: Nanomedicine and Nanobiotechnology, 2025

Mao, C., V. Beiss, J. Fields, N. F. Steinmetz, and S. Fiering. 2021. “Cowpea 
Mosaic Virus Stimulates Antitumor Immunity Through Recognition by 
Multiple MYD88-Dependent Toll-Like Receptors.” Biomaterials 275: 
120914. https://​doi.​org/​10.​1016/j.​bioma​teria​ls.​2021.​120914.

Mao, C., V. Beiss, G. W. Ho, J. Fields, N. F. Steinmetz, and S. Fiering. 
2022. “In Situ Vaccination With Cowpea Mosaic Virus Elicits Systemic 
Antitumor Immunity and Potentiates Immune Checkpoint Blockade.” 
Journal for Immunotherapy of Cancer 10, no. 12: e005834. https://​doi.​
org/​10.​1136/​jitc-​2022-​005834.

Martin, J. D., H. Cabral, T. Stylianopoulos, and R. K. Jain. 2020. 
“Improving Cancer Immunotherapy Using Nanomedicines: Progress, 
Opportunities and Challenges.” Nature Reviews. Clinical Oncology 17, 
no. 4: 251–266. https://​doi.​org/​10.​1038/​s4157​1-​019-​0308-​z.

Matsumura, Y., and H. Maeda. 1986. “A New Concept for Macromolecular 
Therapeutics in Cancer Chemotherapy: Mechanism of Tumoritropic 
Accumulation of Proteins and the Antitumor Agent Smancs.” Cancer 
Research 46, no. 12 Pt 1: 6387–6392.

Meng, X., J. Yao, and J. Gu. 2025. “Advanced Bioanalytical Techniques 
for Pharmacokinetic Studies of Nanocarrier Drug Delivery Systems.” 
Journal of Pharmaceutical Analysis 15, no. 1: 101070. https://​doi.​org/​10.​
1016/j.​jpha.​2024.​101070.

Meulewaeter, S., Y. Zhang, A. Wadhwa, et al. 2024. “Considerations on 
the Design of Lipid-Based mRNA Vaccines Against Cancer.” Journal of 
Molecular Biology 436, no. 2: 168385. https://​doi.​org/​10.​1016/j.​jmb.​2023.​
168385.

Mi, P. 2020. “Stimuli-Responsive Nanocarriers for Drug Delivery, 
Tumor Imaging, Therapy and Theranostics.” Theranostics 10, no. 10: 
4557–4588. https://​doi.​org/​10.​7150/​thno.​38069​.

Miao, L., Y. Zhang, and L. Huang. 2021. “mRNA Vaccine for Cancer 
Immunotherapy.” Molecular Cancer 20, no. 1: 41. https://​doi.​org/​10.​
1186/​s1294​3-​021-​01335​-​5.

Mu, Z., K. Wiehe, K. O. Saunders, et al. 2022. “mRNA-Encoded HIV-1 
Env Trimer Ferritin Nanoparticles Induce Monoclonal Antibodies That 
Neutralize Heterologous HIV-1 Isolates in Mice.” Cell Reports 38, no. 11: 
110514. https://​doi.​org/​10.​1016/j.​celrep.​2022.​110514.

Murphy, J. E., J. Y. Wo, D. P. Ryan, et  al. 2019. “Total Neoadjuvant 
Therapy With FOLFIRINOX in Combination With Losartan Followed 
by Chemoradiotherapy for Locally Advanced Pancreatic Cancer: A 
Phase 2 Clinical Trial.” JAMA Oncology 5, no. 7: 1020–1027. https://​doi.​
org/​10.​1001/​jamao​ncol.​2019.​0892.

Musunuru, K., A. C. Chadwick, T. Mizoguchi, et  al. 2021. “In Vivo 
CRISPR Base Editing of PCSK9 Durably Lowers Cholesterol in 
Primates.” Nature 593, no. 7859: 429–434. https://​doi.​org/​10.​1038/​s4158​
6-​021-​03534​-​y.

Nanotechnology Characterization Laboratory. 2024. NCL Annual 
Report. https://​www.​cancer.​gov/​nano/​resea​rch/​ncl/​about​-​0.

National Nanotechnology Coordination Office. 2024. The National 
Nanotechnology Initiative Supplement to the President's 2025 Budget, 
Version. https://​www.​nano.​gov/​sites/​​defau​lt/​files/​​NNI-​FY25-​Budge​t-​
Suppl​ement.​pdf.

Neun, B. W., and M. A. Dobrovolskaia. 2024. “Current Considerations 
and Practical Solutions for Overcoming Nanoparticle Interference With 
LAL Assays and Minimizing Endotoxin Contamination.” Methods in 
Molecular Biology 2789: 87–99. https://​doi.​org/​10.​1007/​978-​1-​0716-​
3786-​9_​9.

Newton, H. S., Y. Radwan, J. Xu, J. D. Clogston, M. A. Dobrovolskaia, 
and K. A. Afonin. 2023. “Change in Lipofectamine Carrier as a Tool 
to Fine-Tune Immunostimulation of Nucleic Acid Nanoparticles.” 
Molecules 28, no. 11: 4484. https://​doi.​org/​10.​3390/​molec​ules2​8114484.

Newton, H. S., J. Zhang, D. Donohue, et  al. 2023. “Multicolor Flow 
Cytometry-Based Immunophenotyping for Preclinical Characterization 
of Nanotechnology-Based Formulations: An Insight Into Structure 

Activity Relationship and Nanoparticle Biocompatibility Profiles.” 
Frontiers in Allergy 4: 1126012. https://​doi.​org/​10.​3389/​falgy.​2023.​
1126012.

Nichols, J. W., and Y. H. Bae. 2014. “EPR: Evidence and Fallacy.” 
Journal of Controlled Release 190: 451–464. https://​doi.​org/​10.​1016/j.​
jconr​el.​2014.​03.​057.

Office of Management and Budget, and Office of Science and 
Technology Policy. 2023. Multi-Agency Research and Development 
Priorities for the FY 2025 Budget Version. https://​www.​white​house.​
gov/​wp-​conte​nt/​uploa​ds/​2023/​08/​FY202​5-​OMB-​OSTP-​RD-​Budge​t-​
Prior​ities​-​Memo.​pdf.

Pardi, N., S. Tuyishime, H. Muramatsu, et al. 2015. “Expression Kinetics 
of Nucleoside-Modified mRNA Delivered in Lipid Nanoparticles to 
Mice by Various Routes.” Journal of Controlled Release 217: 345–351. 
https://​doi.​org/​10.​1016/j.​jconr​el.​2015.​08.​007.

Payyappilly, S. S., S. Panja, P. Mandal, S. Dhara, and S. Chattopadhyay. 
2015. “Organic Solvent-Free Low Temperature Method of Preparation 
for Self Assembled Amphiphilic Poly(ϵ-Caprolactone)-poly(Ethylene 
Glycol) Block Copolymer Based Nanocarriers for Protein Delivery.” 
Colloids and Surfaces. B, Biointerfaces 135: 510–517. https://​doi.​org/​10.​
1016/j.​colsu​rfb.​2015.​07.​075.

Penders, J., A. Nagelkerke, E. M. Cunnane, et al. 2021. “Single Particle 
Automated Raman Trapping Analysis of Breast Cancer Cell-Derived 
Extracellular Vesicles as Cancer Biomarkers.” ACS Nano 15, no. 11: 
18192–18205. https://​doi.​org/​10.​1021/​acsna​no.​1c07075.

Penders, J., I. J. Pence, C. C. Horgan, et  al. 2018. “Single Particle 
Automated Raman Trapping Analysis.” Nature Communications 9, no. 
1: 4256. https://​doi.​org/​10.​1038/​s4146​7-​018-​06397​-​6.

Perini, M. V., R. S. Dmello, T. L. Nero, and A. L. Chand. 2020. 
“Evaluating the Benefits of Renin-Angiotensin System Inhibitors as 
Cancer Treatments.” Pharmacology & Therapeutics 211: 107527. https://​
doi.​org/​10.​1016/j.​pharm​thera.​2020.​107527.

Pleet, M. L., S. Cook, V. A. Tang, et  al. 2023. “Extracellular Vesicle 
Refractive Index Derivation Utilizing Orthogonal Characterization.” 
Nano Letters 23, no. 20: 9195–9202. https://​doi.​org/​10.​1021/​acs.​nanol​
ett.​3c00562.

Polack, F. P., S. J. Thomas, N. Kitchin, et al. 2020. “Safety and Efficacy 
of the BNT162b2 mRNA Covid-19 Vaccine.” New England Journal 
of Medicine 383, no. 27: 2603–2615. https://​doi.​org/​10.​1056/​NEJMo​
a2034577.

Potter, T. M., B. W. Neun, and M. A. Dobrovolskaia. 2024. “In Vitro 
and In Vivo Methods for Analysis of Nanoparticles' Potential to Induce 
Delayed-Type Hypersensitivity Reactions.” Methods in Molecular 
Biology 2789: 193–207. https://​doi.​org/​10.​1007/​978-​1-​0716-​3786-​9_​20.

Predescu, D., S. M. Vogel, and A. B. Malik. 2004. “Functional 
and Morphological Studies of Protein Transcytosis in Continuous 
Endothelia.” American Journal of Physiology. Lung Cellular and 
Molecular Physiology 287, no. 5: L895–L901. https://​doi.​org/​10.​1152/​
ajplu​ng.​00075.​2004.

Price, L. S. L., S. T. Stern, A. M. Deal, A. V. Kabanov, and W. C. Zamboni. 
2020. “A Reanalysis of Nanoparticle Tumor Delivery Using Classical 
Pharmacokinetic Metrics.” Science Advances 6, no. 29: eaay9249. 
https://​doi.​org/​10.​1126/​sciadv.​aay9249.

Qiu, K., X. Duan, M. Mao, et al. 2023. “mRNA-LNP Vaccination-Based 
Immunotherapy Augments CD8(+) T Cell Responses Against HPV-
Positive Oropharyngeal Cancer.” npj Vaccines 8, no. 1: 144. https://​doi.​
org/​10.​1038/​s4154​1-​023-​00733​-​8.

Ramos da Silva, J., K. Bitencourt Rodrigues, G. Formoso Pelegrin, et al. 
2023. “Single Immunizations of Self-Amplifying or Non-Replicating 
mRNA-LNP Vaccines Control HPV-Associated Tumors in Mice.” 
Science Translational Medicine 15, no. 686: eabn3464. https://​doi.​org/​
10.​1126/​scitr​anslm​ed.​abn3464.

 19390041, 2025, 3, D
ow

nloaded from
 https://w

ires.onlinelibrary.w
iley.com

/doi/10.1002/w
nan.70020 by R

achael C
rist - N

ational Institute O
f H

ealth , W
iley O

nline L
ibrary on [03/06/2025]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://doi.org/10.1016/j.biomaterials.2021.120914
https://doi.org/10.1136/jitc-2022-005834
https://doi.org/10.1136/jitc-2022-005834
https://doi.org/10.1038/s41571-019-0308-z
https://doi.org/10.1016/j.jpha.2024.101070
https://doi.org/10.1016/j.jpha.2024.101070
https://doi.org/10.1016/j.jmb.2023.168385
https://doi.org/10.1016/j.jmb.2023.168385
https://doi.org/10.7150/thno.38069
https://doi.org/10.1186/s12943-021-01335-5
https://doi.org/10.1186/s12943-021-01335-5
https://doi.org/10.1016/j.celrep.2022.110514
https://doi.org/10.1001/jamaoncol.2019.0892
https://doi.org/10.1001/jamaoncol.2019.0892
https://doi.org/10.1038/s41586-021-03534-y
https://doi.org/10.1038/s41586-021-03534-y
https://www.cancer.gov/nano/research/ncl/about-0
https://www.nano.gov/sites/default/files/NNI-FY25-Budget-Supplement.pdf
https://www.nano.gov/sites/default/files/NNI-FY25-Budget-Supplement.pdf
https://doi.org/10.1007/978-1-0716-3786-9_9
https://doi.org/10.1007/978-1-0716-3786-9_9
https://doi.org/10.3390/molecules28114484
https://doi.org/10.3389/falgy.2023.1126012
https://doi.org/10.3389/falgy.2023.1126012
https://doi.org/10.1016/j.jconrel.2014.03.057
https://doi.org/10.1016/j.jconrel.2014.03.057
https://www.whitehouse.gov/wp-content/uploads/2023/08/FY2025-OMB-OSTP-RD-Budget-Priorities-Memo.pdf
https://www.whitehouse.gov/wp-content/uploads/2023/08/FY2025-OMB-OSTP-RD-Budget-Priorities-Memo.pdf
https://www.whitehouse.gov/wp-content/uploads/2023/08/FY2025-OMB-OSTP-RD-Budget-Priorities-Memo.pdf
https://doi.org/10.1016/j.jconrel.2015.08.007
https://doi.org/10.1016/j.colsurfb.2015.07.075
https://doi.org/10.1016/j.colsurfb.2015.07.075
https://doi.org/10.1021/acsnano.1c07075
https://doi.org/10.1038/s41467-018-06397-6
https://doi.org/10.1016/j.pharmthera.2020.107527
https://doi.org/10.1016/j.pharmthera.2020.107527
https://doi.org/10.1021/acs.nanolett.3c00562
https://doi.org/10.1021/acs.nanolett.3c00562
https://doi.org/10.1056/NEJMoa2034577
https://doi.org/10.1056/NEJMoa2034577
https://doi.org/10.1007/978-1-0716-3786-9_20
https://doi.org/10.1152/ajplung.00075.2004
https://doi.org/10.1152/ajplung.00075.2004
https://doi.org/10.1126/sciadv.aay9249
https://doi.org/10.1038/s41541-023-00733-8
https://doi.org/10.1038/s41541-023-00733-8
https://doi.org/10.1126/scitranslmed.abn3464
https://doi.org/10.1126/scitranslmed.abn3464


25 of 26

Rurik, J. G., I. Tombácz, A. Yadegari, et al. 2022. “CAR T Cells Produced 
In Vivo to Treat Cardiac Injury.” Science 375, no. 6576: 91. https://​doi.​
org/​10.​1126/​scien​ce.​abm0594.

Sahai, E., I. Astsaturov, E. Cukierman, et al. 2020. “A Framework for 
Advancing Our Understanding of Cancer-Associated Fibroblasts.” 
Nature Reviews. Cancer 20, no. 3: 174–186. https://​doi.​org/​10.​1038/​s4156​
8-​019-​0238-​1.

Saunders, K. O., N. Pardi, R. Parks, et  al. 2021. “Lipid Nanoparticle 
Encapsulated Nucleoside-Modified mRNA Vaccines Elicit 
Polyfunctional HIV-1 Antibodies Comparable to Proteins in Nonhuman 
Primates.” npj Vaccines 6, no. 1: 50. https://​doi.​org/​10.​1038/​s4154​1-​021-​
00307​-​6.

Saunders, N. R. M., M. S. Paolini, O. S. Fenton, et al. 2020. “A Nanoprimer 
to Improve the Systemic Delivery of siRNA and mRNA.” Nano Letters 
20, no. 6: 4264–4269. https://​doi.​org/​10.​1021/​acs.​nanol​ett.​0c00752.

Schromm, A. B., W. Correa, N. Gisch, et  al. 2024. “Supramolecular 
Assembly of Micellar Aggregates Is the Basis of Low Endotoxin Recovery 
(LER) in a Drug Formulation That Can Be Resolved by a Whole Blood 
Assay.” Biomedicine & Pharmacotherapy 173: 116286. https://​doi.​org/​10.​
1016/j.​biopha.​2024.​116286.

Shah, A., C. I. Mankus, A. M. Vermilya, F. Soheilian, J. D. Clogston, and 
M. A. Dobrovolskaia. 2018. “Feraheme Suppresses Immune Function of 
Human T Lymphocytes Through Mitochondrial Damage and mitoROS 
Production.” Toxicology and Applied Pharmacology 350: 52–63. https://​
doi.​org/​10.​1016/j.​taap.​2018.​04.​028.

Shukla, S., C. Wang, V. Beiss, et  al. 2020. “The Unique Potency of 
Cowpea Mosaic Virus (CPMV) In Situ Cancer Vaccine.” Biomaterials 
Science 8, no. 19: 5489–5503. https://​doi.​org/​10.​1039/​d0bm0​1219j​.

Sindhwani, S., A. M. Syed, J. Ngai, et  al. 2020. “The Entry of 
Nanoparticles Into Solid Tumours.” Nature Materials 19, no. 5: 566–575. 
https://​doi.​org/​10.​1038/​s4156​3-​019-​0566-​2.

Singhi, A. D., E. J. Koay, S. T. Chari, and A. Maitra. 2019. “Early Detection 
of Pancreatic Cancer: Opportunities and Challenges.” Gastroenterology 
156, no. 7: 2024–2040. https://​doi.​org/​10.​1053/j.​gastro.​2019.​01.​259.

Skoczen, S., S. E. McNeil, and S. T. Stern. 2015. “Stable Isotope Method 
to Measure Drug Release From Nanomedicines.” Journal of Controlled 
Release 220, no. Pt A: 169–174. https://​doi.​org/​10.​1016/j.​jconr​el.​2015.​
10.​042.

Skoczen, S. L., K. S. Snapp, R. M. Crist, et  al. 2020. “Distinguishing 
Pharmacokinetics of Marketed Nanomedicine Formulations Using 
a Stable Isotope Tracer Assay.” ACS Pharmacology & Translational 
Science 3, no. 3: 547–558. https://​doi.​org/​10.​1021/​acspt​sci.​0c00011.

Smith, M. C., R. M. Crist, J. D. Clogston, and S. E. McNeil. 2017. “Zeta 
Potential: A Case Study of Cationic, Anionic, and Neutral Liposomes.” 
Analytical and Bioanalytical Chemistry 409, no. 24: 5779–5787. https://​
doi.​org/​10.​1007/​s0021​6-​017-​0527-​z.

Soroudi, S., M. R. Jaafari, and L. Arabi. 2024. “Lipid Nanoparticle 
(LNP) Mediated mRNA Delivery in Cardiovascular Diseases: Advances 
in Genome Editing and CAR T Cell Therapy.” Journal of Controlled 
Release 372: 113–140. https://​doi.​org/​10.​1016/j.​jconr​el.​2024.​06.​023.

Stern, S. T., P. P. Adiseshaiah, and R. M. Crist. 2012. “Autophagy and 
Lysosomal Dysfunction as Emerging Mechanisms of Nanomaterial 
Toxicity.” Particle and Fibre Toxicology 9: 20. https://​doi.​org/​10.​1186/​
1743-​8977-​9-​20.

Stern, S. T., J. B. Hall, L. L. Yu, et al. 2010. “Translational Considerations 
for Cancer Nanomedicine.” Journal of Controlled Release 146, no. 2: 
164–174. https://​doi.​org/​10.​1016/j.​jconr​el.​2010.​04.​008.

Stern, S. T., and S. E. McNeil. 2008. “Nanotechnology Safety Concerns 
Revisited.” Toxicological Sciences 101, no. 1: 4–21. https://​doi.​org/​10.​
1093/​toxsci/​kfm169.

Stern, S. T., S. L. Skoczen, and Y. H. Park. 2024. “Assessment of 
Temperature-Dependent Drug Release of Solubilizing Nanoformulations 

Using the SITUA.” Methods in Molecular Biology 2789: 301–311. https://​
doi.​org/​10.​1007/​978-​1-​0716-​3786-​9_​27.

Stevens, D. M., P. Adiseshaiah, S. S. K. Dasa, et al. 2020. “Application 
of a Scavenger Receptor A1-Targeted Polymeric Prodrug Platform for 
Lymphatic Drug Delivery in HIV.” Molecular Pharmaceutics 17, no. 10: 
3794–3812. https://​doi.​org/​10.​1021/​acs.​molph​armac​eut.​0c00562.

Strilchuk, A. W., W. S. Hur, P. Batty, et al. 2024. “Lipid Nanoparticles 
and siRNA Targeting Plasminogen Provide Lasting Inhibition of 
Fibrinolysis in Mouse and Dog Models of Hemophilia A.” Science 
Translational Medicine 16, no. 735: eadh0027. https://​doi.​org/​10.​1126/​
scitr​anslm​ed.​adh0027.

Suzuki, Y., and H. Ishihara. 2021. “Difference in the Lipid Nanoparticle 
Technology Employed in Three Approved siRNA (Patisiran) and mRNA 
(COVID-19 Vaccine) Drugs.” Drug Metabolism and Pharmacokinetics 
41: 100424. https://​doi.​org/​10.​1016/j.​dmpk.​2021.​100424.

Tam, Y. T., J. Gao, and G. S. Kwon. 2016. “Oligo(Lactic Acid)n-Paclitaxel 
Prodrugs for Poly(Ethylene Glycol)-Block-Poly(Lactic Acid) Micelles: 
Loading, Release, and Backbiting Conversion for Anticancer Activity.” 
Journal of the American Chemical Society 138, no. 28: 8674–8677. 
https://​doi.​org/​10.​1021/​jacs.​6b03995.

Tam, Y. T., C. Huang, M. Poellmann, and G. S. Kwon. 2018. 
“Stereocomplex Prodrugs of Oligo(Lactic Acid) (n)-Gemcitabine in 
Poly(Ethylene Glycol)-Block-Poly(d,l-Lactic Acid) Micelles for Improved 
Physical Stability and Enhanced Antitumor Efficacy.” ACS Nano 12, no. 
7: 7406–7414. https://​doi.​org/​10.​1021/​acsna​no.​8b04205.

Thawani, J. P., A. Amirshaghaghi, L. Yan, J. M. Stein, J. Liu, and A. 
Tsourkas. 2017. “Photoacoustic-Guided Surgery With Indocyanine 
Green-Coated Superparamagnetic Iron Oxide Nanoparticle Clusters.” 
Small 13, no. 37: 1701300. https://​doi.​org/​10.​1002/​smll.​20170​1300.

Tindall, B., D. Demircioglu, and T. Uhlig. 2021. “Recombinant Bacterial 
Endotoxin Testing: A Proven Solution.” BioTechniques 70, no. 5: 290–
300. https://​doi.​org/​10.​2144/​btn-​2020-​0165.

Toward Translation of Nanotechnology Cancer Interventions. 2025. 
Department of Health and Human Services. Part 1. Overview Information. 
https://​grants.​nih.​gov/​grants/​guide/​​pa-​files/​​PAR-​25-​336.​html.

Valdivia, G., D. Alonso-Miguel, M. D. Perez-Alenza, et  al. 2023. 
“Neoadjuvant Intratumoral Immunotherapy With Cowpea Mosaic 
Virus Induces Local and Systemic Antitumor Efficacy in Canine 
Mammary Cancer Patients.” Cells 12, no. 18: 2241. https://​doi.​org/​10.​
3390/​cells​12182241.

Varga, Z., B. Feher, D. Kitka, et al. 2020. “Size Measurement of Extracellular 
Vesicles and Synthetic Liposomes: The Impact of the Hydration Shell and 
the Protein Corona.” Colloids and Surfaces. B, Biointerfaces 192: 111053. 
https://​doi.​org/​10.​1016/j.​colsu​rfb.​2020.​111053.

Vermilya, A., and J. D. Clogston. 2024. “Particle Size and Concentration 
Measurement Using the Spectradyne nCS1 Instrument.” Methods in 
Molecular Biology 2789: 45–52. https://​doi.​org/​10.​1007/​978-​1-​0716-​
3786-​9_​5.

Wagner, A. J., V. Ravi, R. F. Riedel, et  al. 2021. “Nab-Sirolimus for 
Patients With Malignant Perivascular Epithelioid Cell Tumors.” Journal 
of Clinical Oncology 39, no. 33: 3660–3670. https://​doi.​org/​10.​1200/​JCO.​
21.​01728​.

Wang, C., S. N. Fiering, and N. F. Steinmetz. 2019. “Cowpea Mosaic 
Virus Promotes Anti-Tumor Activity and Immune Memory in a Mouse 
Ovarian Tumor Model.” Advanced Therapeutics 2, no. 5: 1900003. 
https://​doi.​org/​10.​1002/​adtp.​20190​0003.

Wang, C., and N. F. Steinmetz. 2020. “A Combination of Cowpea Mosaic 
Virus and Immune Checkpoint Therapy Synergistically Improves 
Therapeutic Efficacy in Three Tumor Models.” Advanced Functional 
Materials 30, no. 27: 2002299. https://​doi.​org/​10.​1002/​adfm.​20200​2299.

Wells, M. J. M., J. Y. Chen, J. Bodycomb, et  al. 2024. “Multi-Laser 
Nanoparticle Tracking Analysis (NTA): A Unique Method to Visualize 

 19390041, 2025, 3, D
ow

nloaded from
 https://w

ires.onlinelibrary.w
iley.com

/doi/10.1002/w
nan.70020 by R

achael C
rist - N

ational Institute O
f H

ealth , W
iley O

nline L
ibrary on [03/06/2025]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://doi.org/10.1126/science.abm0594
https://doi.org/10.1126/science.abm0594
https://doi.org/10.1038/s41568-019-0238-1
https://doi.org/10.1038/s41568-019-0238-1
https://doi.org/10.1038/s41541-021-00307-6
https://doi.org/10.1038/s41541-021-00307-6
https://doi.org/10.1021/acs.nanolett.0c00752
https://doi.org/10.1016/j.biopha.2024.116286
https://doi.org/10.1016/j.biopha.2024.116286
https://doi.org/10.1016/j.taap.2018.04.028
https://doi.org/10.1016/j.taap.2018.04.028
https://doi.org/10.1039/d0bm01219j
https://doi.org/10.1038/s41563-019-0566-2
https://doi.org/10.1053/j.gastro.2019.01.259
https://doi.org/10.1016/j.jconrel.2015.10.042
https://doi.org/10.1016/j.jconrel.2015.10.042
https://doi.org/10.1021/acsptsci.0c00011
https://doi.org/10.1007/s00216-017-0527-z
https://doi.org/10.1007/s00216-017-0527-z
https://doi.org/10.1016/j.jconrel.2024.06.023
https://doi.org/10.1186/1743-8977-9-20
https://doi.org/10.1186/1743-8977-9-20
https://doi.org/10.1016/j.jconrel.2010.04.008
https://doi.org/10.1093/toxsci/kfm169
https://doi.org/10.1093/toxsci/kfm169
https://doi.org/10.1007/978-1-0716-3786-9_27
https://doi.org/10.1007/978-1-0716-3786-9_27
https://doi.org/10.1021/acs.molpharmaceut.0c00562
https://doi.org/10.1126/scitranslmed.adh0027
https://doi.org/10.1126/scitranslmed.adh0027
https://doi.org/10.1016/j.dmpk.2021.100424
https://doi.org/10.1021/jacs.6b03995
https://doi.org/10.1021/acsnano.8b04205
https://doi.org/10.1002/smll.201701300
https://doi.org/10.2144/btn-2020-0165
https://grants.nih.gov/grants/guide/pa-files/PAR-25-336.html
https://doi.org/10.3390/cells12182241
https://doi.org/10.3390/cells12182241
https://doi.org/10.1016/j.colsurfb.2020.111053
https://doi.org/10.1007/978-1-0716-3786-9_5
https://doi.org/10.1007/978-1-0716-3786-9_5
https://doi.org/10.1200/JCO.21.01728
https://doi.org/10.1200/JCO.21.01728
https://doi.org/10.1002/adtp.201900003
https://doi.org/10.1002/adfm.202002299


26 of 26 Wiley Interdisciplinary Reviews: Nanomedicine and Nanobiotechnology, 2025

Dynamic (Shear) and Dynamic (Brownian Motion) Light Scattering and 
Quantify Nonliving Natural Organic Matter (NNOM) in Environmental 
Water.” Science of the Total Environment 949: 174985. https://​doi.​org/​10.​
1016/j.​scito​tenv.​2024.​174985.

Wilhelm, S., A. J. Tavares, Q. Dai, et al. 2016. “Analysis of Nanoparticle 
Delivery to Tumours.” Nature Reviews Materials 1, no. 5: 16014. https://​
doi.​org/​10.​1038/​natre​vmats.​2016.​14.

Witzigmann, D., J. A. Kulkarni, J. Leung, S. Chen, P. R. Cullis, and R. 
van der Meel. 2020. “Lipid Nanoparticle Technology for Therapeutic 
Gene Regulation in the Liver.” Advanced Drug Delivery Reviews 159: 
344–363. https://​doi.​org/​10.​1016/j.​addr.​2020.​06.​026.

Wood, H. 2018. “FDA Approves Patisiran to Treat Hereditary 
Transthyretin Amyloidosis.” Nature Reviews. Neurology 14, no. 10: 570. 
https://​doi.​org/​10.​1038/​s4158​2-​018-​0065-​0.

Wu, G. J., and G. Bruening. 1971. “Two Proteins From Cowpea Mosaic 
Virus.” Virology 46, no. 3: 596–612. https://​doi.​org/​10.​1016/​0042-​
6822(71)​90063​-​8.

Wu, J., R. M. Crist, S. E. McNeil, and J. D. Clogston. 2019. “Ion 
Quantification in Liposomal Drug Products Using High Performance 
Liquid Chromatography.” Journal of Pharmaceutical and Biomedical 
Analysis 165: 41–46. https://​doi.​org/​10.​1016/j.​jpba.​2018.​11.​048.

Xu, J., and J. D. Clogston. 2024. “Ion Quantitation in Liposomal 
Products Using RP-HPLC With Charged Aerosol Detection.” Methods 
in Molecular Biology 2789: 67–73. https://​doi.​org/​10.​1007/​978-​1-​0716-​
3786-​9_​7.

Yu, H. L., E. Brewer, M. Shields, et  al. 2022. “Restoring Ornithine 
Transcarbamylase (OTC) Activity in an OTC-Deficient Mouse Model 
Using LUNAR-OTC mRNA.” Clinical and Translational Discovery 2, 
no. 2: e33. https://​doi.​org/​10.​1002/​ctd2.​33.

Yu, L. L., L. J. Wood, and S. E. Long. 2010a. NIST-NCL Joint Assay 
Protocol, PCC-8: Determination of Gold in Rat Tissue With Inductively 
Coupled Plasma Mass Spectrometry, Version 1.1. https://​doi.​org/​10.​
17917/​​SA6R-​9D63.

Yu, L. L., L. J. Wood, and S. E. Long. 2010b. NIST-NCL Joint Assay 
Protocol, PCC-9: Determination of Gold in Rat Blood With Inductively 
Coupled Plasma Mass Spectrometry, Version 1.1. https://​doi.​org/​10.​
17917/​​3THH-​7C14.

Yuan, X., X. Zhang, L. Sun, Y. Wei, and X. Wei. 2019. “Cellular Toxicity 
and Immunological Effects of Carbon-Based Nanomaterials.” Particle 
and Fibre Toxicology 16, no. 1: 18. https://​doi.​org/​10.​1186/​s1298​
9-​019-​0299-​z.

Zhang, L., Y. He, G. Ma, C. Song, and H. Sun. 2012. “Paclitaxel-
Loaded Polymeric Micelles Based on Poly(Varepsilon-Caprolactone)-
poly(Ethylene Glycol)-poly(Varepsilon-Caprolactone) Triblock 
Copolymers: In Vitro and In Vivo Evaluation.” Nanomedicine 8, no. 6: 
925–934. https://​doi.​org/​10.​1016/j.​nano.​2011.​11.​005.

Zhao, X., J. Bai, and W. Yang. 2021. “Stimuli-Responsive Nanocarriers 
for Therapeutic Applications in Cancer.” Cancer Biology & Medicine 18, 
no. 2: 319–335. https://​doi.​org/​10.​20892/​j.​issn.​2095-​3941.​2020.​0496.

Zhou, X., I. E. Medina-Ramirez, G. Su, Y. Liu, and B. Yan. 2024. “All 
Roads Lead to Rome: Comparing Nanoparticle- and Small Molecule-
Driven Cell Autophagy.” Small 20, no. 34: e2310966. https://​doi.​org/​10.​
1002/​smll.​20231​0966.

Zhu, F., W. Yao, Y. Huang, Y. Chen, Z. Wang, and X. Cai. 2022. 
“Candesartan Induces Tumor Vascular Normalization to Improve 
the Efficacy of Radiotherapy in the Therapeutic Window.” Annals 
of Translational Medicine 10, no. 10: 581. https://​doi.​org/​10.​21037/​​
atm-​22-​2108.

 19390041, 2025, 3, D
ow

nloaded from
 https://w

ires.onlinelibrary.w
iley.com

/doi/10.1002/w
nan.70020 by R

achael C
rist - N

ational Institute O
f H

ealth , W
iley O

nline L
ibrary on [03/06/2025]. See the T

erm
s and C

onditions (https://onlinelibrary.w
iley.com

/term
s-and-conditions) on W

iley O
nline L

ibrary for rules of use; O
A

 articles are governed by the applicable C
reative C

om
m

ons L
icense

https://doi.org/10.1016/j.scitotenv.2024.174985
https://doi.org/10.1016/j.scitotenv.2024.174985
https://doi.org/10.1038/natrevmats.2016.14
https://doi.org/10.1038/natrevmats.2016.14
https://doi.org/10.1016/j.addr.2020.06.026
https://doi.org/10.1038/s41582-018-0065-0
https://doi.org/10.1016/0042-6822(71)90063-8
https://doi.org/10.1016/0042-6822(71)90063-8
https://doi.org/10.1016/j.jpba.2018.11.048
https://doi.org/10.1007/978-1-0716-3786-9_7
https://doi.org/10.1007/978-1-0716-3786-9_7
https://doi.org/10.1002/ctd2.33
https://doi.org/10.17917/SA6R-9D63
https://doi.org/10.17917/SA6R-9D63
https://doi.org/10.17917/3THH-7C14
https://doi.org/10.17917/3THH-7C14
https://doi.org/10.1186/s12989-019-0299-z
https://doi.org/10.1186/s12989-019-0299-z
https://doi.org/10.1016/j.nano.2011.11.005
https://doi.org/10.20892/j.issn.2095-3941.2020.0496
https://doi.org/10.1002/smll.202310966
https://doi.org/10.1002/smll.202310966
https://doi.org/10.21037/atm-22-2108
https://doi.org/10.21037/atm-22-2108

	Advancing Medical Applications of Cancer Nanotechnology: Highlighting Two Decades of the NCI'S Nanotechnology Characterization Laboratory Service to the Research Community
	ABSTRACT
	1   |   Introduction
	2   |   Nanomedicine Achievements and Priorities
	2.1   |   Achievements in the Drug Development Field—A Clinical Journey
	2.2   |   US National Priorities
	2.3   |   US National Cancer Institute Efforts
	2.4   |   Novel Developments
	2.4.1   |   Cowpea Mosaic Virus as an Immunotherapy Candidate
	2.4.2   |   Nanoprimer Technology to Increase Systemic Bioavailability
	2.4.3   |   Gold Nanorods Induce Immunogenic Cell Death via Intra-Tumoral Hyperthermia
	2.4.4   |   Scalable Fabrication of Drug-Loaded Polymeric Micelles Using Low-Molecular-Weight Polyethylene Glycol
	2.4.5   |   Normalization of the Tumor Microenvironment to Enable Immune Checkpoint Inhibitors


	3   |   Evolution of the Field: A Perspective From the Nanotechnology Characterization Laboratory
	3.1   |   Physicochemical Characterization
	3.2   |   Immunology
	3.3   |   Pharmacology and Toxicology
	3.4   |   Nanotechnology Formulation

	4   |   Prospective on the Future of the Field
	4.1   |   Multi-Component Delivery Systems
	4.2   |   Vision for Characterization of New, More Complex Concepts

	5   |   Conclusion
	Author Contributions
	Acknowledgments
	Conflicts of Interest
	Data Availability Statement
	Related WIREs Articles
	References


