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Abstract: Recently, cell-based immunotherapy has become one of the most promising ways to
completely eliminate cancer. The major challenge is to effectively promote a proper immune response
to kill the cancer cells by activated T cells. This study investigated the effect of T cell-mediated
immunotherapy trigged by Au DENPs-MPC (zwitterion 2-methacryloyloxyethyl phosphorylcholine
(MPC)-functionalized dendrimer-entrapped gold nanoparticles) loading oli-godeoxynucleotides
(ODN) of unmethylated cytosine guanine dinucleotide (CPG). Here, we first synthesized Au DENPs-
MPC, evaluated their capability to compress and transfect CpG-ODN to bone marrow dendritic cells
(BMDCs), and investigated the potential to use T cells stimulated by matured BMDCs to inhibit
the growth of tumor cells. The developed Au DENPs-MPC could apparently reduce the toxicity of
Au DENPs, and enhanced transfer CpG-ODN to the BMDCs for the maturation as demonstrated
by the 44.41–48.53% increase in different surface maturation markers. The transwell experiments
certificated that ex vivo activated T cells display excellent anti-tumor ability, which could effectively
inhibit the growth of tumor cells. These results suggest that Au DENPs-MPC can deliver CpG-ODN
efficiently to enhance the antigen presentation ability of BMDCs to activate T cells, indicating that T
cells-based immunotherapy mediated by Au DENPs-MPC loaded with CpG-ODN may become the
most promising treatment of cancer.

Keywords: dendrimers; gold nanoparticles; CpG-ODN; immunotherapy; T cells

1. Introduction

In the last few decades, immunotherapy has become an important and promising
treatment for cancer [1,2], which can stimulate or boost our immune system to defend
cancer cells in a much more robust and smarter manner [3]. The immune system detects
abnormal cells and prevents the growth of many cancers with the help of tumor-infiltrating
lymphocytes (TILs). However, cancer cells have ways to avoid destruction by the immune
system. Immunotherapy can strengthen multiple antitumor capabilities to kill cancer cells
in-site and achieve anti-metastasis and anti-relapse effects by strengthening the response
of the immune system [4]. Recently, cell-based immunotherapy has been believed to be
one of the most effective clinical therapy modalities for tumor therapy [5,6]. The patient’s
immune system can eliminate tumor cells mostly through cytotoxic T lymphocyte (CTL)
mediation [7,8]. While some of the stimulators are unable to reach high levels of immune
response owing to the phenomenon of immune escape [9], it is necessary to find a much
more efficient stimulator for immune cells.

Dendritic cells (DCs) are the unique and mighty antigen presenting cells (APCs),
where only APCs could stimulate primary T lymphocytes and trigger the immunologic
responses of cytotoxic T lymphocytes [10]. The immature DCs (iDCs) will become mature
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DCs (mDCs) in vitro with the procedure of stimulation by some stimulators, and then
will stimulate T cells, especially CD8+ killer T cells and CD4+ helper T cells, to boost
different antitumor immune reactions [11,12]. The immune stimulating DNA containing
unmethylated cytosine-guanine (CpG) motifs have been successfully used as adjuvants to
increase immune responses [13,14]. By MyD88-dependent nuclear factor-KB (NF-κB) and
mitogen-activated protein kinase (MAPK) signaling pathways [15], the Toll-like receptor
9 (TLR9) on the surfaces of DCs can directly activate iDCs to mDCs when it detects
CpG-ODN.

However, owing to various systemic and intracellular obstacles in gene therapy, con-
taining fast degradation, poor cellular uptake, and inefficient endosomal escape, some
special transport ways may be needed to effectively deliver genes to the cell coleus or
cytosol [16,17]. Therefore, it is a challenge to find an outstanding gene carrier that could
efficiently transport the exogenous nucleic acids into cells. Nonviral delivery systems have
attracted extensive attention thanks to their properties of easy preparation and modifi-
cation, high safety and genetic loading capacity, and perfect delivery efficiency [18,19].
Fifth-generation (G5) polyamidoamine (PAMAM) dendrimers are a kind of highly branched
and symmetrical polymer with a precise molecular structure and abundant surface func-
tional groups, which make it useful for gene delivery [20,21]. Modifications for dendrimers
are necessary to overcome a series of shortcomings (e.g., high cytotoxicity and low gene
transfection efficiency) [22,23]. Metallic and metal oxide NPs have been widely used in
cell-based immunotherapy and other biomedical fields in recently years [24–26]. In our
previous study, dendrimer-entrapped Au NPs (Au DENPs) showed more high gene deliv-
ery efficiency and lower cytotoxicity than it alone [27,28]. This is because of the truth that
entrapped Au NPs can help to maintain the 3-dimensional spherical morphology of den-
drimers, allowing more efficient compaction of DNA [29,30]. Meanwhile, the cytotoxicity
of the gene vector was also reduced after dendrimer entrapment of Au NPs. After surface
modification, it can further decrease the cytotoxicity and strengthen the efficiency of gene
delivery upon Au DENPs [31,32].

To reduce the nonspecific adsorption and improve the transport capacity to immune
cells, the antifouling effect of the delivery vectors is also worthy of attention. Zwitterionic
materials have attracted more attention in the field of biomaterials than other materials
owing to a range of advantages (e.g., ultralow nonspecific protein adsorption, bacterial
adhesion, and biofilm formation) in recent years [33]. Zwitterions can form stronger
hydration shells through ion–dipole interaction with denser and tighter adsorbed water [34],
making them preferable substitutes for other materials, such as PEG [35]. To enhance the
efficiency of gene delivery, it is needed to remove the existence of serum protein in the
medium. This is because of the strong interaction between serum protein and positively
charged vector/gene complexes, leading to low efficiency of cellular uptake and gene
delivery [36]. However, it is very conflicting that the cells will become weak owing to
lack of adequate nutritional in the serum-free medium, which also affect the gene delivery
efficiency. Hence, it would be significant to discover a new protein-resistant carrier program
to retain the formed positively charged vector/gene polyplexes to be intact in a serum
culture environment for highly efficient gene delivery. Liu et al. and Xong et al. modified
G5.NH2 with the zwitterion: MPC and carboxy betaine acrylamide (CBAA) to bear the
G5.NH2 with outstanding compatibility with protein and cells [37,38].

In our study, we explored a novel T cell-based tumor immunotherapy induced by
CpG-loaded zwitterion-functionalized Au DENPs. G5.NH2 was used as a template to
synthesize Au DENPs-MPC (Au DENPs-MPC) (Scheme 1). The cytocompatibility of Au
DENPs-MPC on BMDCs was assessed by the MTT kit. Au DENPs-MPC were completely
characterized via different techniques. Then, the surface antigens on BMDCs were detected
by flow cytometry to certificate that they were successfully stimulated to maturation. The
activation of T cells was detected by allogeneic mixed lymphocyte reaction (MLR) setting.
The in vitro anti-tumor effect was detected by the transwell system and it indicated that T
cells activated in vitro have a satisfactory anti-tumor effect. Therefore, Au DENPs-MPC can
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be served as an efficient gene delivery vector and DCs stimulator, and potentially enhance
T cell-mediated tumor immunotherapy after loading with CpG-ODN. It also provides a
good reference for the design of biosensors, and broadens the application field of biosensor.
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Scheme 1. Synthesis of Au DENPs-MPC (a) and the anti-tumor immunotherapy route (b).

2. Results and Discussion
2.1. Synthesis and Characterization of Au DENPs-MPC

Based on the 1H-NMR (Figure 1a), there are about 21.2 MPCs attached to each G5.NH2
by integrating the areas of G5.NH2 proton peaks (range from 2.2 to 3.4 ppm) and MPC
proton peaks (about −1.0 ppm). Figure 1b indicates the existence of Au NPs inside G5-NH2
due to the absorption peak at 520 nm. The Au NPs could also be visualized by transmission
electron microscopy (TEM) (Figure 1c). It was shown that the Au NPs were spherical,
and the average diameter was about 1.7 nm. In addition, the calculated Mws and mean
numbers of primary amines of the G5.NH2 and Au DENPs-MPC vectors are shown in
Table S1, respectively. The gel retardation results demonstrated that the Au DENPs-MPC
showed the best ability to compress CpG-ODN, and the mobility of CpG-ODN could be
retarded at N/P ratios of 1 or greater (Figure 1d).
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Figure 1. (a) 1H-NMR spectrum of Au DENPs-MPC. (b) UV/Vis absorption spectra of
{G5.NH2-MPC20} and Au DENPs-MPC. (c) TEM image and size distribution histogram of Au DENPs-
MPC. (d) Agarose gel electrophoresis of Au DENPs-MPC/CpG-ODN complexes at different N/P
ratios (range from 0.5~3.5).

Based on the above results, Au DENPs-MPC/CpG complexes with five different nitro-
gen phosphorus (N/P) ratios (1, 2, 4, 6, and 8) were selected to evaluate the hydrodynamic
size and zeta potential. The average hydrodynamic sizes of the Au DENPs-MPC/CpG-ODN
complexes were about 200 nm, and their average zeta potentials were about 15 mV, as
shown in Table S2. Considering the optimal endocytosis efficiency and gene delivery
efficiency [39,40], we chose the complexes with an N/P ratio of 2 for the subsequent studies.

2.2. In Vitro Cytotoxicity and Cellular Uptake Assays

Next, the cytocompatibility of the tested nanomaterials was evaluated, which was sig-
nificant for the following experiments. According to the MTT assay results, Au DENPs-MPC
showed lower cytotoxicity to BMDCs after being modified with MPC, indicating the out-
standing cytocompatibility (Figure 2a). Meanwhile, the Au DENPs-MPC loaded with
CpG-ODN could further decrease the cytotoxicity compared with Au DENPs-MPC alone,
which is due to the decreased positive potential of the complexes after complexation
of negatively charged CpG ODN [41], thereby improving the cytocompatibility of Au
DENPs-MPC/CpG-ODN. It is noted that, when the concentration is 10 µg/mL, the cell vi-
ability is higher than 100%, which should be due to the lower cytotoxicity of the complexes
under the lower concentrations. Even when the concentration of Au DENPs-MPC/CpG-
ODN complexes was up to 50 µg/mL, the cell viability of BMDCs could still reach higher
than 90%, indicating that the Au DENPs-MPC/CpG-ODN complexes were safe for subse-
quent experiments.
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Figure 2. (a) MTT assay results of the BMDCs cultured with Au DENPs-mPEG, Au DENPs-MPC
alone, and Au DENPs-MPC/CpG-ODN complexes at different concentrations for 24 h. (b) Flow
cytometry results of BMDCs cultured with CpG-ODN alone, Au DENPs-mPEG/CpG-ODN, and Au
DENPs-MPC/CpG-ODN complexes at different concentrations for 4 h. (c) Confocal fluorescence
images results of BMDCs cultured with Au DENPs-MPC/CpG-ODN complexes at concentration of
50 µg/mL. The scale bar is 20 µm. *** p < 0.001.

As shown in Figure 2b, the mean fluorescence intensity of CpG-ODN labeled with
FAM (carboxyfluorescein) was increased obviously with the concentration of Au DENPs-
MPC/CpG-ODN complexes and Au DENPs-mPEG/CpG-ODN complexes, respectively,
while the intensity did not change obviously in the group of CpG-ODN alone (Figure 2b
and Figure S1). This is because of the negative charge and easy degradation of CpG-ODN,
which are not beneficial for uptake by cells. What is more, the decoration of zwitterion
(MPC) onto the Au DENPs’ surface is able to efficiently degrade the adsorption of protein
to Au DENPs-MPC/CpG-ODN complexes, thereby greatly reducing the influences of the
presence of FBS [37]. Thus, Au DENPs-MPC/CpG-ODN showed about 4.7 times higher
cellular uptake ability of BMDCs than Au DENPs-mPEG/CpG-ODN. In addition, the
flow cytometry results were consistent with the results of confocal fluorescence detection
(Figure 2c).

2.3. Maturation of BMDCs

Maturation of BMDCs is the first step in immune response for the anti-tumor effect.
Only mature BMDCs can present antigens and effectively activate T cells. In Figure S2, the
expression of CD11c on the surfaces of BMDCs reached more than 75%, suggesting the
high purity of BMDCs. The results from Figure S3 presented the extracted cell morphology,
and were similar to those in the previous reports [42]. Compared with the group without
any stimulation, the expression of BMDCs’ maturation markers, CD80, CD86 and MHC-II,
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were remarkably raised to 51.23%, 45.44%, and 44.41%, respectively, indicating the BMDCs
were matured after incubated with 50 µg/mL Au DENPs-MPC/CpG-ODN (Figure 3).
To further confirm the stimulation effect of the Au DENPs-MPC/CpG-ODN, liposome
was also used as a positive control. In the liposome group, the expressions of CD86 and
MHC-II were just 29.40% and 20.08%, respectively. This means that more CpG-ODN are
transferred into cells and then stimulate the maturation of DCs by Au DENPs-MPC rather
than liposome. It is notable that, although Au DENPs-MPC/CpG-ODN at 75 µg/mL
showed much better cellular uptake efficiency, the expression levels of related cytokines
are lower than those of Au DENPs-MPC/CpG-ODN at 50 µg/mL. This may be due to
the increasing cytotoxicity of Au DENPs-MPC/CpG-ODN at high concentrations, which
limits the function of CpG-ODN. According to the above results, the concentration of Au
DENPs-MPC at 50 µg/mL was selected for the following tests.
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2.4. T Cells’ Activation

Next, the activation of T cells in vitro through mature BMDCs (mBMDCs) was checked.
Firstly, we checked the purity of the extracted T cells according to our previous reports [43].
The flow cytometry detection results (Figure S4) showed that the expression of CD3 reached
above 90%, suggesting high purity of the extracted T cells [43]. Then, the proliferation of T
cells was detected by the allogeneic MLR setting [44]. It is clear that BMDCs matured by
the Au DENPs-MPC/CpG-ODN complexes could activate the proliferation of allogeneic T
cells at a DC/T ratio higher than 1:200, and the highest stimulus index was 2.8 times higher
than that of the control group (T cells without stimulation) (Figure 4).
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3 days by MTT assay.

Meanwhile, the flow cytometry results also showed that, after co-culturing T cells with
mBMDCs, the expressions of CD4 and CD8 on the surface of T cells increased (Figure S5).
Thus, Au DENPs-MPC/CpG-ODN complexes-treated BMDCs exhibited a remarkably
enhanced capacity for presenting antigen to T cells for the stimulation of cell proliferation,
showing that Au DENPs-MPC/CpG-ODN complexes were able to induce functional
maturation of BMDCs.

2.5. In Vitro Anti-Tumor Effect of T Cells

Considering the remarkable activation of T cells stimulated by Au DENPs-MPC/CpG-
treated BMDCs, the in vitro antitumor effect of T cells was detected by the transwell system
(Figure 5a). Based on our results, the activated T cells showed the most powerful and good
inhibition effect of 4T1 cells, compared with inactivated T cells and 4T1 alone. When it
was co-cultured with activated T cells for 24 h, the cell viability of 4T1 cells dropped to
37% (Figure 5b). It is believed that activated T cells in the upper chamber could secrete
some abundant related cytokines, such as interferon-γ (IFN-γ) and tumor necrosis factor-α
(TNF-α), to inhibit the growth of 4T1 cells in the lower chamber [45]. Meanwhile, the
inactivated T cells group also showed a low inhibition effect on the growth of 4T1 cells,
which may because the inactivated T cells also secrete a small amount of related cytokines
to kill the 4T1 cells [45]. This showed that T cells activated by mBMDCs could be able to
inhibit the growth of tumor cells by triggering the immune response.
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transwell plates. (b) Cell viability of 4T1 after co-culture with different T cells. *** p < 0.001.

3. Conclusions

In summary, we synthesized a kind of non-viral carrier Au DENPs-MPC with im-
proved cytocompatibility and delivery efficiency of CpG-ODN for enhancing the antigen
presentation ability of BMDCs to activate T cells. The results showed that Au DENPs-MPC
could reduce the toxicity of Au DENPs and increase the efficiency of delivery of CpG-ODN
to BMDCs. The expression of specific surface proteins detected by flow cytometry demon-
strated the maturation of BMDCs and the activation of T cells. The transwell experiments
certificated that ex vivo activated T cells display excellent anti-tumor ability, which could
effectively inhibit the growth of tumor cells. These results show that the T cells-based
immunotherapy mediated by Au DENPs-MPC loaded with CpG-ODN may become the
most promising treatment of cancer.
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labeled with FITC (F1 channel).

Author Contributions: Conceptualization, X.S. and X.C.; methodology, H.C. and R.G.; software, R.G.,
Y.Z. and L.L.; validation, H.C.; formal analysis, H.C.; investigation, Y.Z. and L.L.; resources, X.S. and
X.C.; writing—original draft preparation, H.C.; writing—review and editing, X.S. and X.C.; project
administration, X.C.; funding acquisition, X.S. All authors have read and agreed to the published
version of the manuscript.

Funding: This research was financially supported by the Science and Technology Commission of
Shanghai Municipality (19XD1400100, 21490711500, and 20DZ2254900), the National Natural Science
Foundation of China (81761148028 and 21875031), and Shanghai Education Commission through the
Shanghai Leading Talents Program.

https://www.mdpi.com/article/10.3390/bios12020071/s1
https://www.mdpi.com/article/10.3390/bios12020071/s1


Biosensors 2022, 12, 71 9 of 10

Institutional Review Board Statement: Not applicable.

Informed Consent Statement: Not applicable.

Data Availability Statement: Data are contained within the article.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Xu, C.N.; Tian, H.Y.; Chen, X.S. Recent progress in cationic polymeric gene carriers for cancer therapy. Sci. China Chem. 2017, 60,

19–28. [CrossRef]
2. Chen, W.; Zheng, R.; Baade, P.D.; Zhang, S.; Zeng, H.; Bray, F.; Jemal, A.; Yu, X.Q.; He, J. Cancer Statistics in China, 2015. CA A

Cancer J. Clin. 2016, 66, 115–132. [CrossRef] [PubMed]
3. Apetoh, L.; Locher, C.; Ghiringhelli, F.; Kroemer, G.; Zitvogel, L. Harnessing Dendritic Cells in Cancer. Semin. Immunol. 2011, 23,

42–49. [CrossRef]
4. Binnewies, M.; Roberts, E.W.; Kersten, K.; Chan, V.; Fearon, D.F.; Merad, M.; Coussens, L.M.; Gabrilovich, D.I.; Ostrand-Rosenberg, S.;

Hedrick, C.C.; et al. Understanding the Tumor Immune Microenvironment (TIME) for Effective Therapy. Nat. Med. 2018, 24, 541–550.
[CrossRef] [PubMed]

5. Bol, K.F.; Schreibelt, G.; Gerritsen, W.R.; de Vries, I.J.M.; Figdor, C.G. Dendritic Cell-Based Immunotherapy: State of the Art and
Beyond. Clin. Cancer Res. 2016, 22, 1897–1906. [CrossRef] [PubMed]

6. Fridman, W.H.; Zitvogel, L.; Sautes-Fridman, C.; Kroemer, G. The Immune Contexture in Cancer Prognosis and Treatment. Nat.
Rev. Clin. Oncol. 2017, 14, 717–734. [CrossRef] [PubMed]

7. June, C.H.; Sadelain, M. Chimeric Antigen Receptor Therapy. N. Engl. J. Med. 2018, 379, 64–73. [CrossRef]
8. June, C.H.; O’Connor, R.S.; Kawalekar, O.U.; Ghassemi, S.; Milone, M.C. CAR T Cell Immunotherapy for Human Cancer. Science

2018, 359, 1361–1365. [CrossRef]
9. Wilson, D.R.; Sen, R.; Sunshine, J.C.; Pardoll, D.M.; Green, J.J.; Kim, Y.J. Biodegradable STING Agonist Nanoparticles for Enhanced

Cancer Immunotherapy. Nanomedicine 2018, 14, 237–246. [CrossRef]
10. Banchereau, J.; Steinman, R.M. Dendritic Cells and the Control of Immunity. Nature 1998, 392, 245–252. [CrossRef]
11. Wang, M.J.; Yin, B.N.; Wang, H.Y.; Wang, R.F. Current Advances in T-cell-Based Cancer Immunotherapy. Immunotherapy 2014, 6,

1265–1278. [CrossRef] [PubMed]
12. Li, K.; Zhang, Q.; Zhang, Y.; Yang, J.; Zheng, J.N.A. T-Cell-Associated Cellular Immunotherapy for Lung Cancer. J. Cancer Res.

Clin. Oncol. 2015, 141, 1249–1258. [CrossRef] [PubMed]
13. Rosenberg, S.A.; Yang, J.C.; Restifo, N.P. Cancer Immunotherapy: Moving Beyond Current Vaccines. Nat. Med. 2004, 10, 909–915.

[CrossRef]
14. Baines, J.; Celis, E. Immune-Mediated Tumor Regression Induced by CpG-Containing Oligodeoxynucleotides. Clin. Cancer Res.

2003, 9, 2693–2700. [PubMed]
15. Hanagata, N. Structure-Dependent Immunostimulatory Effect of CpG Oligodeoxynucleotides and Their Delivery System. Int. J.

Nanomed. 2012, 7, 2181–2195. [CrossRef] [PubMed]
16. Markowicz, S.; Niedzielska, J.; Kruszewski, M.; Ołdak, T.; Gajkowska, A.; Machaj, E.K.; Skurzak, H.; Pojda, Z. Nonviral

Transfection of Human Umbilical Cord Blood Dendritic Cells is Feasible, but the Yield of Dendritic Cells with Transgene
Expression Limits the Application of this Method in Cancer Immunotherapy. Acta Biochim. Pol. 2006, 53, 203–211. [CrossRef]

17. Li, A.; Zhou, B.; Alves, C.S.; Xu, B.; Guo, R.; Shi, X.; Cao, X. Mechanistic Studies of Enhanced PCR Using PEGylated PEI-Entrapped
Gold Nanoparticles. ACS Appl. Mater. Interfaces 2016, 8, 25808–25817. [CrossRef]

18. Li, S.D.; Huang, L. Non-Viral is Superior to Viral Gene Delivery. J. Control. Release 2007, 123, 181–183. [CrossRef]
19. Xiao, T.Y.; Hou, W.X.; Cao, X.Y.; Wen, S.H.; Shen, M.W.; Shi, X.Y. Dendrimer-Entrapped Cold Nanoparticles Modified with Folic

Acid for Targeted Gene Delivery Applications. Biomater. Sci. 2013, 1, 1172–1180. [CrossRef]
20. Braun, C.S.; Vetro, J.A.; Tomalia, D.A.; Koe, G.S.; Koe, J.G.; Middaugh, C.R. Structure/Function Relationships of Polyami-

doamine/DNA Dendrimers as Gene Delivery Vehicles. J. Pharm. Sci. 2005, 94, 423–436. [CrossRef]
21. Almasian, A.; Olya, M.E.; Mahmoodi, N.M. Synthesis of polyacrylonitrile/polyamidoamine composite nanofibers using electro-

spinning technique and their dye removal capacity. J. Taiwan Inst. Chem. Eng. 2015, 49, 119–128. [CrossRef]
22. Qi, R.; Gao, Y.; Tang, Y.; He, R.R.; Liu, T.L.; He, Y.; Sun, S.; Li, B.Y.; Li, Y.B.; Liu, G. PEG-Conjugated PAMAM Dendrimers Mediate

Efficient Intramuscular Gene Expression. AAPS J. 2009, 11, 395–405. [CrossRef] [PubMed]
23. Majoros, I.J.; Keszler, B.; Woehler, S.; Bull, T.; Baker, J.R. Acetylation of Poly(amidoamine) Dendrimers. Macromolecules 2003, 36,

5526–5529. [CrossRef]
24. Elahi, N.; Kamali, M.; Baghersad, M.H. Recent biomedical applications of gold nanoparticles: A review. Talanta 2018, 184, 537–556.

[CrossRef] [PubMed]
25. Rkrk, A.; Mos, B.; Chc, A. A Review of Recent Advances in Non-Enzymatic Electrochemical Creatinine Biosensing. Anal. Chim.

Acta 2021, 1183, 1–29.
26. Agarwal, H.; Nakara, A.; Shanmugam, V.K. Anti-inflammatory mechanism of various metal and metal oxide nanoparticles

synthesized using plant extracts: A review. Biomed. Pharmacother. 2019, 109, 2561–2572. [CrossRef]

http://doi.org/10.1007/s11426-016-0466-x
http://doi.org/10.3322/caac.21338
http://www.ncbi.nlm.nih.gov/pubmed/26808342
http://doi.org/10.1016/j.smim.2011.01.003
http://doi.org/10.1038/s41591-018-0014-x
http://www.ncbi.nlm.nih.gov/pubmed/29686425
http://doi.org/10.1158/1078-0432.CCR-15-1399
http://www.ncbi.nlm.nih.gov/pubmed/27084743
http://doi.org/10.1038/nrclinonc.2017.101
http://www.ncbi.nlm.nih.gov/pubmed/28741618
http://doi.org/10.1056/NEJMra1706169
http://doi.org/10.1126/science.aar6711
http://doi.org/10.1016/j.nano.2017.10.013
http://doi.org/10.1038/32588
http://doi.org/10.2217/imt.14.86
http://www.ncbi.nlm.nih.gov/pubmed/25524383
http://doi.org/10.1007/s00432-014-1867-0
http://www.ncbi.nlm.nih.gov/pubmed/25381064
http://doi.org/10.1038/nm1100
http://www.ncbi.nlm.nih.gov/pubmed/12855649
http://doi.org/10.2147/IJN.S30197
http://www.ncbi.nlm.nih.gov/pubmed/22619554
http://doi.org/10.18388/abp.2006_3379
http://doi.org/10.1021/acsami.6b09310
http://doi.org/10.1016/j.jconrel.2007.09.004
http://doi.org/10.1039/c3bm60138b
http://doi.org/10.1002/jps.20251
http://doi.org/10.1016/j.jtice.2014.11.027
http://doi.org/10.1208/s12248-009-9116-1
http://www.ncbi.nlm.nih.gov/pubmed/19479387
http://doi.org/10.1021/ma021540e
http://doi.org/10.1016/j.talanta.2018.02.088
http://www.ncbi.nlm.nih.gov/pubmed/29674080
http://doi.org/10.1016/j.biopha.2018.11.116


Biosensors 2022, 12, 71 10 of 10

27. Hou, W.X.; Wei, P.; Kong, L.D.; Guo, R.; Wang, S.G.; Shi, X.Y. Partially PEGylated Dendrimer-Entrapped Gold Nanoparticles: A
Promising Nanoplatform for Highly Efficient DNA and siRNA Delivery. J. Mat. Chem. B 2016, 4, 2933–2943. [CrossRef]

28. Shan, Y.; Luo, T.; Peng, C.; Sheng, R.; Cao, A.; Cao, X.; Shen, M.; Guo, R.; Tomás, H.; Shi, X. Gene Delivery Using Dendrimer-
Entrapped Gold Nanoparticles as Nonviral Vectors. Biomaterials 2012, 33, 3025–3035. [CrossRef]

29. Lin, L.; Fan, Y.; Gao, F.; Jin, L.; Li, D.; Sun, W.; Li, F.; Qin, P.; Shi, Q.; Shi, X.; et al. UTMD-Promoted Co-Delivery of Gemcitabine
and miR-21 Inhibitor by Dendrimer-Entrapped Gold Nanoparticles for Pancreatic Cancer Therapy. Theranostics 2018, 8, 1923–1939.
[CrossRef]

30. Shi, X.Y.; Wang, S.H.; Lee, I.; Shen, M.W.; Baker, J.R. Comparison of the Internalization of Targeted Dendrimers and Dendrimer-
Entrapped Gold Nanoparticles into Cancer Cells. Biopolymers 2009, 91, 936–942. [CrossRef]

31. Yu, F.; Wenjie, S.; Xiangyang, S. Design and Biomedical Applications of Poly(amidoamine)-Dendrimer-Based Hybrid Nanoarchi-
tectures. Small Methods 2017, 1, 1700224.

32. Xu, B.; Li, A.J.; Hao, X.X.; Guo, R.; Shi, X.Y.; Cao, X.Y. PEGylated Dendrimer-Entrapped Gold Nanoparticles with Low Immuno-
genicity for Targeted Gene Delivery. RSC Adv. 2018, 8, 1265–1273. [CrossRef]

33. He, M.; Gao, K.; Zhou, L.; Jiao, Z.; Wu, M.; Cao, J.; You, X.; Cai, Z.; Su, Y.; Jiang, Z. Zwitterionic Materials for Antifouling
Membrane Surface Construction. Acta Biomater. 2016, 40, 142–152. [CrossRef] [PubMed]

34. He, Y.; Hower, J.; Chen, S.; Bernards, M.T.; Chang, Y.; Jiang, S. Molecular Simulation Studies of Protein Interactions with
Zwitterionic Phosphorylcholine Self-assembled Monolayers in the Presence of Water. Langmuir ACS J. Surf. Colloids 2008, 24,
10358. [CrossRef]

35. Schlenoff, J.B. Zwitteration: Coating Surfaces with Zwitterionic Functionality to Reduce Nonspecific Adsorption. Langmuir ACS J.
Surf. Colloids 2014, 30, 9625–9636. [CrossRef]

36. Zhang, T.; Huang, Y.; Ma, X.; Gong, N.; Liu, X.; Liu, L.; Ye, X.; Hu, B.; Li, C.; Tian, J.H.; et al. Fluorinated Oligoethylenimine
Nanoassemblies for Efficient siRNA-Mediated Gene Silencing in Serum-Containing Media by Effective Endosomal Escape. Nano
Lett. 2018, 18, 6301–6311. [CrossRef]

37. Liu, J.; Xiong, Z.; Zhang, J.; Peng, C.; Klajnert-Maculewicz, B.; Shen, M.; Shi, X. Zwitterionic Gadolinium(III)-Complexed
Dendrimer-Entrapped Gold Nanoparticles for Enhanced Computed Tomography/Magnetic Resonance Imaging of Lung Cancer
Metastasis. ACS Appl. Mater. Interfaces 2019, 11, 15212–15221. [CrossRef]

38. Xiong, Z.; Alves, C.S.; Wang, J.; Li, A.; Liu, J.; Shen, M.; Rodrigues, J.; Tomás, H.; Shi, X. Zwitterion-Functionalized Dendrimer-
Entrapped Gold Nanoparticles for Serum-Enhanced Gene Delivery to Inhibit Cancer Cell Metastasis. Acta Biomater. 2019, 99,
320–329. [CrossRef]

39. Peng, C.; Zheng, L.; Chen, Q.; Shen, M.; Guo, R.; Wang, H.; Cao, X.; Zhang, G.; Shi, X. PEGylated dendrimer-entrapped gold
nanoparticles for in vivo blood pool and tumor imaging by computed tomography. Biomaterials 2012, 33, 1107–1119. [CrossRef]

40. Conner, S.D.; Schmid, S.L. Regulated portals of entry into the cell. Nature 2003, 422, 37–44. [CrossRef]
41. Li, J.; Chen, L.; Xu, X.; Fan, Y.; Xue, X.; Shen, M.; Shi, X. Targeted Combination of Antioxidative and Anti-Inflammatory Therapy

of Rheumatoid Arthritis using Multifunctional Dendrimer-Entrapped Gold Nanoparticles as a Platform. Small 2020, 16, 1–11.
[CrossRef] [PubMed]

42. Lutz, M.B.; Kukutsch, N.; Ogilvie, A.L.; Rößner, S.; Koch, F.; Romani, N.; Schuler, G. An Advanced Culture Method for Generating
Large Quantities of Highly Pure Dendritic Cells from Mouse Bone Marrow. J. Immunol. Methods 1999, 223, 77–92. [CrossRef]

43. Liu, C.; Xiang, Y.; Qin, X.; Liu, H.; Ju, X.; Zhang, X. A Kind of Method Concurrently Separating Peripheral Blood T, Bone-Marrow-
Derived Lymphocyte. CN Patent 106085955-A, 9 November 2016.

44. Yang, D.; Zhao, Y.; Guo, H.; Li, Y.; Tewary, P.; Xing, G.; Hou, W.; Oppenheim, J.J.; Zhang, N. Gd@C-82(OH)(22) (n) Nanoparticles
Induce Dendritic Cell Maturation and Activate Th1 Immune Responses. ACS Nano 2010, 4, 1178–1186. [CrossRef] [PubMed]

45. de Waard, M. Efficient Neutralization of Deadly Toxins in vivo by DNA Oligonucleotides. Toxicon 2018, 149, 88. [CrossRef]

http://doi.org/10.1039/C6TB00710D
http://doi.org/10.1016/j.biomaterials.2011.12.045
http://doi.org/10.7150/thno.22834
http://doi.org/10.1002/bip.21279
http://doi.org/10.1039/C7RA11901A
http://doi.org/10.1016/j.actbio.2016.03.038
http://www.ncbi.nlm.nih.gov/pubmed/27025359
http://doi.org/10.1021/la8013046
http://doi.org/10.1021/la500057j
http://doi.org/10.1021/acs.nanolett.8b02553
http://doi.org/10.1021/acsami.8b21679
http://doi.org/10.1016/j.actbio.2019.09.005
http://doi.org/10.1016/j.biomaterials.2011.10.052
http://doi.org/10.1038/nature01451
http://doi.org/10.1002/smll.202005661
http://www.ncbi.nlm.nih.gov/pubmed/33205596
http://doi.org/10.1016/S0022-1759(98)00204-X
http://doi.org/10.1021/nn901478z
http://www.ncbi.nlm.nih.gov/pubmed/20121217
http://doi.org/10.1016/j.toxicon.2017.12.008

	Introduction 
	Results and Discussion 
	Synthesis and Characterization of Au DENPs-MPC 
	In Vitro Cytotoxicity and Cellular Uptake Assays 
	Maturation of BMDCs 
	T Cells’ Activation 
	In Vitro Anti-Tumor Effect of T Cells 

	Conclusions 
	References

