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Abstract 

Peptide-derived nanocomposites have been exhibiting fascinating biological advantages, including but not 
limited to excellent biocompatibility, biological degradation, high targetability and subsequent potent 
therapeutic efficacy. While some successes have been achieved in the nanoengineering of peptide-based 
architectures with defined dimensions and medical functions, enormous challenges remain about clinical 
nano-pharmaceutics of peptides, especially those modulating intracellular protein-protein interactions 
(PPIs). 
Methods: We developed a general method to translate intracellular-PPI-targeted peptides into a 
bioavailable peptide-auric spheroidal nanohybrid (SNH), for which polymeric peptide-Auric precursors 
[Au1+-S-peptide]n are in-situ reduced on the surface of gold nanoseeds via a simple and mild reaction. As 
proofs of concept, three cytomembrane-impenetrable peptides with different physicochemical 
properties were successfully engineered into stable and tumor-specific SNH respectively. 
Results: To highlight the advantage of SNH, PMI, a hydrophobic and enzyme-intolerant peptide capable 
of p53 restoration, was selected to challenge the power of SNH in a colon tumor xenografts model. 
PMI-Au SNH in vivo suppressed tumor growth potently after three administrations: intravenous injection, 
intraperitoneal injection and gastric perfusion, and maintained a favorable therapeutic safety. 
Conclusion: This therapeutically feasible strategy of peptide nanoengineering will allow us to fabricate a 
series of nanomedicines to modulate carcinogenic PPIs that hide and multiply inside cells, and in all 
likelihood reinvigorate the development of peptide drug against wide varieties of human diseases. 
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Introduction 
Intracellular Protein-Protein Interactions (PPIs) 

play a pivotal part in all biological systems and are 
often dysregulated in diseases, representing an 
important, and yet largely unexploited, class of 

therapeutic targets [1]. It has been estimated that 
human physiological activities involve over four 
hundred thousand intracellular PPIs, offering a plenty 
of opportunities for pharmacological interventions 
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against a wide variety of diseases [2, 3]. Nevertheless, 
the overwhelming classes of PPI are unamenable to 
small-molecule inhibition, which are mainly 
attributed to the generally flat and large interfaces of 
PPI (~800-2000 A2) in sharp contrast to the deep 
grooves that befit the small-molecular affinity 
(~300-500 A2) [3, 4]. Fortunately, with the emergence 
of peptide therapeutics, hopeful signs are emerging. 
Benefitting from larger surfaces, peptides can closely 
mimic the topological features of protein, and as a 
result, peptides have emerged as the likeliest 
candidate for PPIs modulators [2]. 

In reality, however, peptide therapeutics, 
particularly those targeting intracellular PPIs, always 
suffer from two inherent pitfalls: poor proteolytic 
stability and low cytomembrane permeability [2, 5]. 
To alleviate these pharmacological hurdles, a 
fast-growing number of choreographed modifications 
for proteolytic resistance and well-designed vehicles 
for targeted delivery have emerged in ways of clinical 
peptide translations [2, 5-7]. Notwithstanding some 
successes in optimizing therapeutic peptides by these 
two methods, it is still challenging to convert 
intracellular PPIs into clinical trials, and no drug, as 
yet, has been approved for clinical application in this 
target class to our knowledge [8-10]. Therefore, a lot of 
efforts remain to be done as regards bridging the gap 
between peptide discovery and clinical application. 

In recent years, nanotechnology has afforded a 
bottom-up approach to convert peptides covalently or 
noncovalently into stable architectures with 
proteolytic resistance and cytomembrane 
penetrability [11-14]. Some peptide-derived 
nanomedicines including liposome/macromolecule- 
derived peptide nanomicelles [15], peptide-coated 
nanoparticles [16-18] and peptide-based self- 
assembled nano-architectures [19-21], have exhibited 
attractive biological advantages including prolonged 
circulation time, enhanced disease specificity, 
intensified proteolytic stability and subsequent 
optimized therapeutic efficacy [11, 12]. Among them, 
an increasing number of gold nanoparticles (AuNP)- 
conjugated peptide have been developed and applied 
for clinical trials in because of its intrinsic advantage 
including essential inertion, low-toxicity and 
economic costs [22-25]. Up to now, AuNPs have 
provided non-toxic carriers for drugs and 
biomolecules delivery applications [26-28]. Yet the 
complex chemical properties (hydrophobicity, charge 
and redox) of peptide are always adverse to the 
steady state of colloidal AuNP after conjugation, 
resulting in the subsequent aggregation or even 
precipitation under the physiological condition of the 
elevated ionic concentration [29, 30]. Moreover, the 
weakened colloidal stability often accompanies 

premature release of therapeutic peptide and 
enhanced reticuloendothelial system uptakes, and 
ultimately leads to off-target toxicity and therapeutics 
failing [26, 31]. 

To address them, we turn our gaze to a de novo 
synthesis of nanoparticle by Au(I) thiolate precursors 
[32, 33]. By this approach, previous reports 
successfully fabricated size-tuned gold nanoparticles 
via reducing Au(I)-glutathione precursors [32, 34]. But 
that reaction, in which thiol peptide strains the 
conversion of the ionic gold precursor into metallic 
gold nuclei, has to be driven by strong reducing agent, 
such as sodium borohydride (NaBH4) [33]. As a result, 
peptides are likely to be destroyed in such harsh 
reaction condition, and thus, there is a critical need for 
a mild alternative. 

For these reasons, we herein developed a general 
method to convert therapeutic peptides into a stable 
and bioavailable auric sphere nanohybrid (Au SNH) 
by a mild and simple chemistry route. In this case, 
peptide-auric precursors are reduced by hydroxyethyl 
piperazine ethylsulfonic acid (HEPES) at the surface 
of prefabricated ultra-small gold seed (Figure 1). Of 
note, the using of prefabricated gold seed as nuclei 
detoured the harsh reaction condition for the 
conversion of the ionic gold precursor into gold 
nuclei, guaranteeing the biological activity of 
peptides. In the proof-of-concept study, three 
cytomembrane-impenetrable anti-cancer peptides 
were copolymerized with chloroauric acid to form 
peptide-auric spheroidal nanohybrid (SNH): 1) a 
12-mer hydrophobic and enzyme-intolerant p53 
activator, termed PMI, 2) a 20-mer hydrophilic Wnt 
inhibitor, termed BBI, and 3) a 12-mer hydrophobic 
and dextrorotary (proteolytic-resistive) p53 activator, 
termed DPA. As expected, SNH rescued the 
biofunction of three peptides that, on their own, failed 
to kill cancer cells. To highlight the advantage of SNH, 
the most hydrophobic and fragile one in the three 
peptides, PMI, was selected to challenge the power of 
SNH in a colon tumor xenografts model through three 
administrations: intravenous injection, intraperitoneal 
injection and gastric perfusion. This work amply 
confirmed the design of peptide-auric SNH as a 
general and viable strategy of nano-pharmaceutic to 
concert therapeutic peptides into potential drugs. 

Result 
Fabrication of peptide–Au SNH 

Broadly, the chemistry for SNH formation 
consists of two reaction: Ⅰ) a domino reaction in 
copolymerization between thiol peptide and Au ions 
to synthesize Au-peptide precursor and II) reducing 
polymeric precursor at the surface of prefabricated 
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ultra-small gold seed (Figure 1). For the embodiment 
of the chemistry, PMI-SH (seq.: TSFAEYWALLSPC), a 
cysteine-modified dodecameric peptide antagonist of 
MDM2 for p53 restoration, was firstly exploited to 
synthesize PMI-Au SNH. 

In the domino reaction Ⅰ (Figure 1), the 
[Au1+-S-pep] complex was produced by the 
coordination between the ionized HAuCl4 (Au3+) in 
HEPES buffer (pH 7.4) and the thiol group in the 
thiol-peptide (pep-SH) [32]. The formation of 
[Au1+-S-PMI] was substantiated using a liquid 
chromatographic method with mass spectrometric 
detection and identification (LC-MS), by which the 
molecular mass of the product in peak P3 was 196.1 
Da higher than that of the substrate (PMI-SH) in peak 
P1, in agreement with the molecular weight of the 
[Au1+-S-PMI] monomer (Figure 2A). Besides, the peak 
2 proved the formation of the oxidized dimer of 
PMI-SH, indicative of the reaction equation for 
[Au1+-S-PMI] formation in Figure 2A. Subsequently, 
the polymerization of [Au1+-S-Pep] will 
spontaneously start in this chemical environment [35], 
as a result that the clear and transparent colorless 
solution changed to milky. When the turbidity was 
not aggravating, hardly any intermediate [Au1+-S- 
PMI] and PMI-S-S-PMI and the substrate PMI-SH can 
be detected (Figs. S1A-B), indicating the completeness 
of this domino reaction. At this point, the polymeric 
[Au1+-S-PMI] can be detected and proved by its 
molecular weight (Figure 2B), Fourier-transform 
infrared spectroscopy (FT-IR, Figure 2C) and UV−vis 
spectroscopy (Figure 2D). In line with the reaction 
mechanism previously reported that Au1+ ions are 

bridged with the mercapto group of pep-SH via a 
2-coordinate chemical link (Figure 1) [32], a 
significantly increased absorption peak of Au+-SR 
vibration in FT-IR at 2950 cm-1 (Figure 2C) and a 
characteristic peak of Au+-SR absorption in UV−vis at 
330 nm (Figure 2D) can be found in the sample of 
[Au1+-S-PMI]n [35, 36]. 

Next, as for reaction II, isopycnic 50 mM HEPES 
solution (pH 7.4) containing 1mM seed gold 
nanoparticles (Gold Core) were added into the 
precursor mixture (Figure 1A). Owing to the 
aurophilic interaction and super van der Waals 
bonding[37, 38], [Au1+-S-PMI]n can be reduced on the 
surface and conjugated to Gold Core, resulting in the 
maturation into a spherical nanohybrid. After half-an- 
hour stirring, the resultant reaction mixture converted 
back to be clear and transparent (Figure 2E), and the 
purple solution portended the successful synthesis of 
PMI-Au SNH. The construction was first suggested by 
UV−vis absorption spectrum (Figure S1C), which 
shows a peak at ~280 nm and a surface plasma 
resonance at ~560nm. Of note, no fluorescence 
emission was found at λex = 280 nm (Figure S1D), 
which was presumably because of the fluorescence 
quenching ability of Au-core [39, 40]. As shown in the 
dynamic light scattering (DLS) measurement in 
Figure 1E, the hydrodynamic diameter of PMI-Au 
SNH was 27.3±5.0 nm with the homogenous size 
distribution proved by the unimodal distribution and 
polydispersity index of 0.19, which showed an 
obvious increase in comparation to Au-Core (Figure 
1E and S1E). Moreover, in Transmission Electron 
Microscope (TEM) images, PMI-Au SNH presented 

 

 
Figure 1. Schematic depiction for peptide-Au SNH synthesis. The chemistry for SNH formation consists of two reaction: I) a domino reaction in copolymerization 
between thiol peptide and Au ions to synthesize Au-peptide precursor and, II) reducing polymeric precursor at the surface of prefabricated ultra-small gold seed. 
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the monodispersed spherical structure ranged from 22 
to 30 nm (Figure 1F), and the high-resolution TEM 
image showed the core-shell structure (Figure S1F). 
Moreover, the EDS analysis showed that the observed 
PMI-Au SNH was comprised of Au, N, O and S 
(Figure S1G) in line with the constitute of peptide and 
Au. 

To determine the PMI-SH loading efficiency, we 
centrifugally removed the nanoparticle and 
quantified the residual PMI-SH in supernatant. To 
verify that all of the nanoparticle in supernatant was 
removed by 10000 g centrifugation, a time-dependent 
absorbance detection of supernatant at 530nm was 
performed. As shown in Figure S1H, nearly all of the 
nanoparticle had deposited after 30-min 
centrifugation. Surprisingly, no PMI-SH was found, 
indicating the approximate 100% loading efficiency 

(Figure 2G1). For further quantification, the 
centrifugated deposit was freeze-dried and weighted, 
following a resolution in 50mM dithiothreitol (DTT) 
to break the Au-S bond in PMI-Au SNH. In 
subsequent quantification by HPLC (Figure 2G2) and 
identification (Figure 2G3), the recovery of PMI-SH 
reached up to 92±3%, and the loading of PMI-SH in 
PMI-Au SNH was 72±8% (wPMI-SH/wPMI-Au SNH). Of 
note, the loading of therapeutic peptide in SNH much 
higher than that of previous AuNP-based 
nanomedicines [41, 42], were mainly caused by the 
skillful use of peptide cargo as part of the building 
blocks. Of note, the size of peptide–Au SNH 
nanoparticles can be regulated by different pH during 
synthesize, which can be proved by the DLS results 
(Figure S1I). 

 

 
Figure 2. Preparation and Characterization of PMI-Au SNH. (A) The High-Performance Liquid Chromatography (HPLC) analysis and ESI-MASS results of the three 
peaks, suggesting that Au+-S-peptide complex was successfully synthesized. (B) Molecular weight distribution of the [Au+-S-PMI]n polymers measured by the Mark–Houwink–
Sakurada method, which uses empirical constants to calculate the molecular weight from the diffusion coefficient determined from the autocorrelation function of the scattered 
light (DLS). (C) FT-IR spectra of [Au+-S-PMI]n and PMI-SH. The characteristic peak of free thiol at 2590 cm-1 in PMI-SH disappeared, and a new peak at 2950 cm-1 appeared in the 
spectroscopy of [Au+-S-PMI]n. These results demonstrated the chemical bonds of S-Au were formed. (D) UV-Vis absorption spectra of [Au+-S-PMI]n. The distinct absorption 
peaks at 330 nm in the UV-Vis region is the absorption peaks for the Au-S-peptide species. (E) Hydrodynamic diameter distributions of PMI-Au SNH and Gold Core, and the 
solution photo of PMI-Au SNH. (F) transmission electron micrograph images (TEM) of PMI-Au SNH. (G) HPLC analysis of the residual PMI-SH in the liquid supernatant after the 
PMI-Au SNH synthesis and centrifugation (G1). G2 is the HPLC analysis of PMI-Au SNH-redissolved solution including 50 mM dithiothreitol (DTT), and G3 is the ESI-MASS result 
of the peak in G2. 
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Figure 3. The colloidal peptide-auric SNH is stable and proteolytically resistant. (A) The physicochemical properties of the three peptide and the schematic diagram 
of three peptide-Auric SNH. (B-D) The dimensional change of Pep-AuNPs and Pep-Au SNH with time in PBS (pH7.4) or PBS including 20% FBS and 50 µM GSH to simulate 
extracellular physiological environment. (E-G) Proteolysis resistance of Pep-SH, Pep-AuNPs and Pep-Au SNH under PBS containing 10 mM oxidized glutathione, 10% serum, and 
0.5 mg/ml chymotrypsin. 

 

The colloidal peptide-auric SNH is stable and 
proteolytically resistant 

With the same method, BBI-Au SNH (Figure S2) 
and DPA-Au (Figure S3) SNH were also successfully 
synthesized (Figure 3A). For comparative studying 
the colloidal stability and proteolytic resistance of 
peptide-auric SNH, we prepared PMI-AuNPs, 
BBI-AuNPs and DPA-AuNPs by the conventional 
approach where peptide-Cys covalently conjugated to 
the surface of AuNP with ~30 nm diameter [18, 41, 
42]. We firstly comparatively examined the colloidal 
stability between Pep-AuNPs and Pep-Au SNH by 
suspending them, respectively, in PBS buffer at pH 
7.4, and measuring time-dependent changes of 
hydrodynamic diameter via DLS. As shown in Figure 
3B-D, all nanoparticles maintained almost unchanged 
in hydrodynamic diameter over 24 hours. The 
addition of 20% FBS and 50 μM GSH broke the 
stabilization, PMI-AuNPs (Figure 3B) and DPA- 

AuNPs (Figure 3D) precipitously precipitated out of 
buffer, while others remained monodispersed (Figure 
3B-D). The reason, presumably, is that the conjugation 
with hydrophobic peptide can harmed the electric 
double layer of the colloidal gold [43], resulting the 
sub-stability under conditions of the elevated ionic 
concentration. In stark contrast, our de novo approach 
of SNH synthesis shuns the interaction between the 
peptide and formed colloidal particle, thereby 
protecting the integrity of electric double layer. For 
further verification, optical photographs and TEM 
images of three Au SNH were taken after 12 h PBS 
incubation or 12 h FBS/GSH (in PBS) incubation. As 
shown in Figure S4, three Au SNH maintain 
monodisperse. In general, these results suggested that 
the conventional approach to the synthesis of 
peptide-Au nanoparticles is just compatible with 
hydrophilic peptides, like BBI, and our de novo 
approach of SNH synthesis may be appropriate for all 
hydrophilic or hydrophobic peptides. 
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Figure 4. Peptide-auric SNH can traverse the cell membrane and GSH-triggered release cargo. (A) flow cytometry analysis of cell uptakes of 1 µM FITCPMI–Au 
SNH, FITCPMI, FITCBBI–Au SNH, FITCBBI, FITCDPA–Au SNH and DPAPMI into HCT116 cancer cells after 6h incubations. (B) schematic diagram of stimuli-responsive release of 
Pep-Au SNP triggered by intracellular glutathione (GSH). (C-E) PMI release from PMI–Au SNH (C), BBI release from BBI-Au SNH (D) and DPA release from DPA-Au SNH (D) 
under two different conditions that are PBS at pH 7.4 including 5 µM GSH to mimic extracellular environment and PBS at pH 7.4 including 5 mM GSH to mimic intracellular 
environment, respectively. Peptide release were quantified by HPLC, and the dates were showed by Mean±SD. 

 
Linear peptides are conformationally disordered 

in aqueous solutions under their own steam and, 
consequently, tendentious to proteolysis. Conjugation 
of peptides with nanoparticles would improve steric 
hindrance against peptidase, resulting in the 
resistance to proteolysis [5, 44]. We comparatively 
quantified the susceptibility of Pep-AuNPs and Pep- 
Au SNH to chymotrypsin using HPLC (Figure 3E-G). 
PMI-Au SNH and BBI-Au SNH were significantly 
more resistant to chymotrypsin-mediated proteolysis 
than their corresponding conventional AuNPs, PMI- 
AuNPs and BBI-AuNPs (Figure 3E and F), 
presumably because AuNPs exposed all its cargo on 
the surface in contrast to the effective protection in 
SNH. Notably, both of DPA-Au SNH and DPA- 
AuNPs showed excellent resistibility against 
chymotrypsin due to the intrinsic proteolytic 
resistance of dextrorotary peptide [20, 45]. 

Peptide-auric SNH can traverse the cell 
membrane and GSH-triggered release cargo 

To ascertain the cytomembrane penetrability of 
peptide-auric SNH, we prepared N-terminally 
fluorescein isothiocyanate (FITC)-labled FITCPMI-Au 
SNH, FITCBBI-Au SNH and FITCDPA-Au SNH, and 
examined their cellular uptakes by flow cytometry. As 
shown in Figure 4A and Figure S5A-C, three 
peptide-auric SNH efficiently internalized into the 
HCT116 cells at the concentration of from 0.5 to 2 μM 
(based on quantification of thiol-cleaved peptide), 
whereas free FITCPMI, FITCBBI and FITCDPA failed to 
traverse the cytomembrane at the concentration of 1 
μM. To explore the cellular uptake pathway of Au 
SNH, 3 mM micropinocytosis inhibitor, Amiloride, 
were used to pre-incubate HCT116 cells. As expected, 
Amiloride inhibited ~60% cellular uptake of 
FITCPMI-Au SNH (Figure S5D). Moreover, for further 
verification, 2 μM cytochalasin D were used to inhibit 
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the actin function of cells. In line with the Amiloride, 
cytochalasin D also suppressed the cellular uptake of 
PMI-Au SNH (Figure S5D). These data demonstrated 
that PMI-Au can efficiently internalize into cells via 
actin-dependent micropinocytosis. After that, we 
explored the intracellular distribution of FITCPMI-Au 
SNH by colocalization nanoparticle with early 
endosome, late endosome and lysosome. As shown in 
Figure S5E, hardly any PMI-Au SNH (green) 
colocalized with the red late endosomes or lysosomes, 
while partial of them overlap with early endosomes. 

Therapeutic efficacy of therapeutic peptides 
targeting intracellular PPIs is bound up with the 
effective concentration of peptide cargo in cytosol, 
and thus, another necessary designed function of 
peptide-auric SNH is to contortedly release payloads 
inside the targeted cell. It has reported that the Au-S 
bond is a stable chemical connection in extracellular 
physiological conditions, but can be broken by a high 
concentration of thiols [46]. Glutathione (GSH) is a 
common nonprotein thiol in organism, and found in 
millimole range inside the cell but micromole range 
outside the cell (Figure 4B) [33]. To verify the stimuli 
responsive cargo release triggered by the differential 
concentration of GSH, analytical HPLC was used to 
monitor the release kinetics of PMI-Au SNP (Figure 
4C), BBI-Au SNP (Figure 4D) and DPA-Au SNP 
(Figure 4E). In PBS buffer containing 5μM GSH at pH 
7.4, all the three Peptide–Auric SNH generally 
maintain their integrality with <11% cargo release 
after a 12-h incubation (Figure 4C-E). In sharp 
contrast, adding GSH to 5 mM resulted in the 
disintegration of Au SNPs into small gold core (Figure 
S6) and subsequent ~90% cumulative release within 
another 6 h (Figure 4C-E), indicating a GSH- 
concentration-dependent cargo release. In short, these 
data validate our polymeric peptide-auric chemistry 
for the synthesis of SNH as a viable strategy for 
intracellular delivery and GSH-triggered release of 
therapeutic peptides. 

Peptide-auric SNH resurrected the 
anti-cancer activities of PMI, BBI and DPA in 
vitro 

As previous report, the dodecameric peptide 
PMI is designed for competitive antagonism MDM2 
to restore p53, thereby reactivating the anti-cancer 
function of p53 to kill cancer cells (Figure 5A) [47]. 
The 20-mer BBI was dedicated to targeting β-catenin 
toward disturbing the β-catenin/Bcl9 interaction and 
as a result of the blockage of the cancerogenic Wnt 
signaling pathway (Figure 5B) [48]. Besides, 
dextrorotary peptide DPA has similar functions as 
PMI to restore p53 (Figure 5C) [45]. Unfortunately, 
suffering from poor proteolytic stability and/or low 

membrane permeability, PMI, BBI and DPA fail to 
suppress cancer cells in vitro. To confirm that SNH can 
resurrect their anti-cancer activities, three negative 
(inactive) controls CtrlPMI-Au SNH, CtrlBBI-Au SNH 
and CtrlDPA-Au SNH were synthesized, where the 
two functionally most critical residues of PMI, BBI or 
DPA were mutant to Ala, respectively. 

 We firstly evaluated the in vitro anti-tumor 
activity of PMI, CtrlPMI-Au SNH and PMI-Au SNH 
against three cell lines carrying wild-type p53 and 
overexpressed MDM2: HCT116 (colon), A375 
(melanoma) and MCF-7 (breast). PMI-Au SNH 
inhibited all three cell lines in dose-dependent 
manners, whereas CtrlPMI-Au SNH and PMI free were 
non-inhibitory (Figure 5D). Moreover, an obvious 
activity decline of PMI-Au SNH can be found in a 
colorectal cancer cell line harboring mutant p53, 
SW480 (Figure 5D). These results suggested that 
PMI-Au SNH inhibited cell viability of tumor cells in 
a fashion of p53 dependence, which was proved again 
by the up-regulation of p53 and p21 after PMI-Au 
SNH treatment (Figure S7). Next, the cytotoxicity of 
BBI, CtrlBBI-Au SNH and BBI-Au SNH were tested in 
three Wnt-hyperactivated cancer cell lines: HCT116 
(colon), Hep3B (hepatoma) and HepG2 (hepatoma). 
As shown in Figure 5E, BBI-Au SNH dose- 
dependently inhibited cancer cell proliferation in 
contrast to the hardly any efficacy of BBI and 
CtrlBBI-Au SNH. Additionally, BBI-Au SNH also 
showed sub-efficacy to the Wnt-unactivated cell lins, 
A549 (lung cancer, Figure 5E), suggesting the Wnt 
dependent manner of BBI-Au SNH (Figure S7). As for 
DPA-Au SNP, similar results can be found in Figure 
5F and Figure S7 as PMI-Au SNP. These results 
confirmed that peptide-auric SNH can resurrect the 
anti-cancer activities of PMI, BBI and DPA in vitro. 

In vivo biodistribution and antitumor activity of 
Pep-Au SNH 

To further challenge the function of 
Peptide-auric SNH, PMI that possesses all weaknesses 
of peptide therapeutic including poor proteolytic 
stability, low membrane permeability and 
hydrophobicity, was selected to evaluate its in vivo 
tumor accumulation and therapeutic efficacy after the 
nanoengineering. In solid tumors, the widespread 
incomplete blood vessel allowed nanoparticles 
ranging from 10 to 200 nm to leave the blood and 
enter into the ovarian malignancies [49, 50]. 
Meanwhile, intratumoral underdeveloped lymphatic 
vessels restricted the particle exclusion, resulting in 
the tumor-specific spontaneous accumulation 
(passive targeting) of nanoparticle, and this series of 
phenomena is currently known as enhanced 
permeability and retention (EPR) effect [49, 51]. We 
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performed pharmacokinetics studies of PMI-Au SNH 
by examining its organ-specific distribution. To 
spectrophotometrically monitor PMI-Au SNH 
distribution in mice bearing subcutaneous xenografts 
of HCT116 tumors, we prepared Cy3PMI-Au SNH, 
where Cy3 was C-terminally conjugated to the 
peptide, injected it intraperitoneally (200 μl injection 
containing 1 mM Au), and inspected the animals at 1, 
2, 4 and 24 h using a quantitative in vivo optical 
imaging system. As shown in Figure 6A, 
accumulation of Cy3PMI-Au SNH in the liver, spleen, 
lung and kidney quickly reached a maximum at 1 h 
post-injection, subsided thereafter, and was largely 
invisible within 4 hours. By contrast, a significantly 
high level of accumulation of Cy3PMI-Au SNH in the 
tumor was maintained over time and declined only at 
the 24 h time point. Quantification of organ-specific 
and time-dependent differential accumulation 
indicated that Cy3PMI-Au SNH preferentially 
accumulated in the tumor as opposed to the liver, 
spleen, kidney or lung (Figure 6B); the ratio of 
accumulation of Cy3PMI-Au SNH in the tumor to other 
organs progressively increased over time (Figure 6B). 

To evaluate the therapeutic efficacy of PMI-Au 
SNH in vivo, we used a xenograft tumor model in 
which HCT116 p53+/+ cells were subcutaneously 
inoculated to the flank of BALB/c nude mice. A 12-d 
treatment regimen was preformed involving 
intraperitoneal injections of PMI-Au SNH, 
doxorubicin (DOX), free PMI, CtrlPMI-Au SNH, 
Nutlin3 and saline, every other day, at a dose of 2.5 
mg/kg. We used DOX (a first-line chemotherapy 
drug) and Nutlin (a small molecule antagonist of 
MDM2 [52]) as two positive control. As shown in 
Figure 6C, PMI-Au SNH was more active than DOX 
as well as Nutlin3 and potently inhibited tumor 
growth in experimental animals, while free PMI and 
CtrlPMI-Au SNH were, as expected, inactive; statistical 
analysis of the weights of tumors excised from mice 
sacrificed at the end of treatment confirmed this 
finding (Figure 6D). 

To further characterize the in vivo antitumor 
activity of PMI-Au SNH at the histopathological level, 
we analyzed tumor tissues using hematoxylin and 
eosin (H&E) staining and terminal deoxynucleotidyl 
transferase-mediated dUTP nick end labeling 
(TUNEL) techniques. As expected, PMI-Au SNH 
treatment significantly increased levels of apoptosis, 
contrasting the PMI and CtrlPMI-Au SNH treatment 
groups (Figure 6E-F). Collectively, PMI-Au SNH was 
significantly more active than Nutlin3 and DOX in 
tumor suppression in vivo. Notably, PMI-Au SNH was 
also efficacious when administered at the same dose 
intravenously (Figure 7A-F). As shown in Figure 7A, 
intravenous PMI-Au SNH tumor-specifically 

accumulated. Additionally, intravenous PMI-Au SNH 
significantly suppressed the tumor growth (Figure 
7B-D), which can be further proved by the increased 
apoptotic cell in PMI-Au SNH-treated group (Figure 
7E-F). Collectively, these results showcased a versatile 
treatment adaptable to tumors in different locations. 

To further explore the long-term cancer 
proliferation inhibition effect, BBI-Au SNH was used 
to intraperitoneally inject into the BALB/c nude mice 
bearing Hep3B xenograft tumor for a 21-day 
treatment. BBI-Au SNH was administrated every 
other day at a dose of 2.5 mg/kg. Expectedly, the 
tumor inhibitory rate in BBI-Au SNH-treated mice 
reached ~80% (Figure S8A-B) at day 21, while BBI-Au 
SNH significantly inhibited the Wnt signaling 
pathway (Figure S8C-E). Of note, BBI-Au SNH 
showed an outstanding therapeutic safety that proved 
by the steady blood biochemical indexes (Figure 
S8M-F). 

PMI-Au SNH was efficacious by intragastrical 
administration 

Although some nanomedicines are being tested 
in clinical trials or have been approved [22, 53], few of 
them is currently amenable to parenteral methods 
[54]. As for cancer therapy, oral delivery allows a 
long-time continuous administration, which has been 
proved safer and more effective than the current 
intermittent therapy by injection or infusion [55, 56]. 
Suffering from the poor stability and the mucosal 
permeability, nanoparticles always tend to 
degradation prior to absorption in gastrointestinal 
tract. Fortunately, our SNH possess a stable spherical 
structure with diameter of 30 nm, which is favorable 
to pass the gastrointestinal barriers through 
paracellular passage between intestinal epithelial cells 
[55]. To further confirm the stability of PMI-Au SNH 
under the stomach's acidic environment, the colloidal 
stability and proteolytic resistance of PMI-Au SNH 
were examined at pH 4.0. As expected, PMI-Au SNH 
kept its monodispersity over 48 h at the pH 4.0 (Figure 
S9A), and more than 75% peptide maintained 
integrity against chymotrypsin at pH 4.0 (Figure S9B). 
To verify the gastrointestinal accumulation and 
permeability of PMI-Au SNH, we resorted to a 
sensitive technique, inductively coupled plasma mass 
spectrometry (ICP-MS), for the detection and 
quantitation of 197Au in the colon, stomach and 
blood. Time-dependent ICP-MS measurements of 
197Au were expressed as Injected Dose percent per 
Gram/Milliliter of Tissue/Blood (ID%/g) in Figure 
S9C-E. Quantification of organ-specific differential 
accumulation showed that PMI-Au SNH has ability to 
accumulate at colon and stomach, and pass through 
the gastrointestinal barrier into the blood after gastric 
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perfusion administration. To further confirm it, 200 μl 
Cy3PMI-Au SNH were poured into the stomach in 
mice bearing subcutaneous xenografts of HCT116 
tumors. After 4 hours, bright fluorescence can be 

found just in tumor (Figure 7A), indicating that 
intragastrical administration is compatible to the 
tumor-specific accumulation of PMI-Au SNH. 

 

 
Figure 5. Peptide-auric SNH resurrected the anti-cancer activities of PMI, BBI and DPA in vitro. (A-C) Anti-cancer mechanisms of PMI (A) (PDB code:3LNZ), BBI 
(B) (PDB code: 3SL9) and DPA (C) (PDB code: 3IWY). (D) The cell viabilities in effect of the PMI-Au SNH, CtrlPMI-Au SNH (negative control) and PMI treatment measured by 
MTT. (E) The cell viabilities in effect of the BBI-Au SNH, CtrlBBI-Au SNH (negative control) and BBI treatment measured by MTT. (F) The cell viabilities in effect of the DPA-Au 
SNH, CtrlDPA-Au SNH (negative control) and DPA treatment measured by MTT. The dates were showed by Mean±SD.  
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Figure 6. In vivo biodistribution and antitumor activity of PMI-Au SNH. (A) Tissue distribution and safety of PMI-Au SNH. The fluorescence signal from the tumors and 
normal organ after PMI-Au SNH intraperitoneal injection (200 µL, 1mM Au) at 1, 2, 4 and 24 h. (B) Tumor-to-normal tissue ratios for PMI-Au SNH after intraperitoneal injection 
(200uL, 1mM Au) at 1, 2, 4 and 24 h. (n =3/group, mean ± s.d.). p values were calculated by t-test (*, p<0.05; **, p < 0.01; ***, p < 0.001). (C) Tumor growth curves in nude mice 
subcutaneously inoculated with 1×106 HCT116 cells into the right flank. A statistical analysis was performed using a non-parametric Kruskal-Wallis test. Data are presented as 
mean ± s.e. (n =5). (D) Weights of the tumors excised at the end of the experiment. (E) H&E staining (×200) of HCT116 solid tumor tissues after 12-day treatments. (F) 
representative images of Tunel staining for tumor tissue taken by confocal laser scanning micrscope (CLSM) (scale bar: 60 µm). 

 
Next, mice bearing HCT116 tumors were used 

again to investigate therapeutic efficacy of 
intragastrically administered PMI-Au SNH. During 
the 12-day treatment regimen, intragastrical PMI-Au 
SNH inhibited tumor growth by 72.6% (Figure 7G). At 
the end of the experiments, all tumors were collected 
and weighed (Figure 7H-I). Statistic data of tumor 
weights in Figure 5D supported the findings again in 
Figure 7G. Moreover, PMI-Au SNH treatment 
significantly increased levels of apoptosis, contrasting 
the CtrlPMI-Au SNH treatment groups (Figure 7J-K). 
Collectively, PMI-Au SNH was also efficacious by 
intragastrical administration, demonstrating that 
Peptide-Auric SNH is suitable for oral use. 

PMI-Au SNH restored p53 activity in vivo 
The p53 induces potent growth inhibitory via p21 

and apoptotic responses via BH3 protein and, playing 
a pivotal role in preventing tumorigenesis (Figure 8A) 
[57, 58]. Over one-third of all human malignancies 
involve the function inhibition of p53 by MDM2 
and/or MDMX [59, 60]. To explore the mechanism of 
PMI-Au SNH in tumor suppression, all tumors were 
harvested on day 12. Semi-quantitative immuno-
histochemistry analysis of p53 unveiled a significant 
increase in the levels of both p53 in tumor tissues from 
mice treated with PMI-Au SNH, but not PMI and 
CtrlPMI-Au SNH (Figure 8B-C). As a result, 
upregulated p53 induced the apoptosis of tumor cells 
(Figure 8D). Moreover, consistent with this finding, 
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PMI-Au SNH treatment significantly increased the 
level of p21 (Figure 8E-F), which further induced the 
cycle arrest that were accompanied by the decreased 
ki67 (Figure 8G-H). 

In vivo safety evaluation of PMI-Au SNH 
To minimize the drug toxicity, a two-stage 

targeting strategy was adopted in polymeric 
Au-peptide nanoparticle. As mentioned above, aided 
by EPR effect (first targeting), PMI-Au SNH can 
concentrate to the tumor and retain at least 24 hours 
(Figure 6A). In addition, therapeutic peptide PMI 
specifically target MDM2, who just overexpressed in 
cancer cells, further guaranteeing the safety of 
PMI-Au SNH. 

To evaluate the toxicity of PMI-Au SNH 
including the nephrotoxicity in vivo, we carried out a 
comprehensive toxicity study using the subcutaneous 
xenograft model of HCT116 tumors from efficacy 
studies. PMI-Au SNH was intraperitoneally, 
intravenously or intragastrically injected, every other 
day for a duration of 12 days, at a dose of 2.5 mg/kg, 
with saline, ctrlPMI-Au SNH and DOX as controls. 

Little difference in body weight between the 
ctrlPMI-Au SNH - and mock-treated groups was 
observed (Figure S10), indicating a lack of acute 
toxicity of ctrlPMI-Au SNH to the animals. As expected 
for chemo drugs, DOX precipitously caused a 
significant loss of body weight in the DOX-treated 
group. By contrast, mice in the PMI-Au SNH-treated 
groups, regardless of the route of drug 
administration, all gained weight over time due, 
presumably, to the suppression of tumor growth and 
lack of toxic effects of PMI-Au SNH in vivo. The safety 
of both PMI-Au SNH and ctrlPMI-Au SNH and toxicity 
of DOX were further confirmed by changes, or lack 
thereof, in the function of the liver and kidney (Figure 
9A-G), in the weight and H&E staining of spleen 
(Figure 9H-I) and in the number of white blood cells 
and thrombocytes (Figure S11). Moreover, heart 
function (Figure S12), the level of red blood cells 
(Figure S13) and the histological H&E staining of lung 
(Figure S14) supported the above findings and the 
conclusion that PMI-Au SNH is sufficiently safe with 
a significant therapeutic potential. 

 

 
Figure 7. PMI-Au SNH was efficacious by intravenous or intragastrical administration. (A) Ex vivo fluorescent images of tumors and major organs from Cy3PMI-Au 
SNH mice after 4h tail vein injection (iv) or oral gavage (ig). (B) Tumor growth curves in nude mice bearing HCT116 tumor with intravenous administration (n =5/group). (C-D) 
Photo (C) and weights (D) of the tumors excised at the end of the experiment. (E) H&E staining (×200) of HCT116 solid tumor tissues after 12-day treatments. (F) 
representative images of Tunel staining for tumor tissue taken by confocal laser scanning micrscope (CLSM) (scale bar: 60 µm). (G) Tumor growth curves in nude mice bearing 
HCT116 tumor with intragastrical administration (n =5/group). (H, I) Photo (C) and weights (D) of the tumors excised at the end of the experiment. (J) H&E staining (×200) of 
HCT116 solid tumor tissues after 12-day treatments. (K) representative images of Tunel staining for tumor tissue taken by confocal laser scanning micrscope (CLSM) (scale bar: 
60 µm). 
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Figure 8. The molecular mechanism of PMI-Au SNH in tumor suppression. (A) schematic diagram of tumor therapeutic of the function of PMI in restoration of p53 
activity. (B and C) representative IHC staining (B) and IHC score (C) for p53 protein in tumor tissues from mice with the indicated treatments (scale bar: 50 µm). (D) TUNEL 
score of tumor tissues from mice with the indicated treatments. (E and F) representative IHC staining (E) and IHC score (F) for p21 protein in tumor tissues from mice with the 
indicated treatments (scale bar: 50 µm). (G and H) representative IHC staining (G) and IHC score (H) for ki67 protein in tumor tissues from mice with the indicated treatments 
(scale bar: 50 µm). p values were calculated by t-test (*, p <0.05; **, p <0.01; ***, p <0.001). 

 

Discussion 
Undoubtedly, nanoengineering therapeutic 

peptides into stable nanostructures will not only 
greatly extend the scope of nanotechnology, but 
notably, it is also meaningful for the development of 
peptide drug to overcome its pharmaceutical 
obstacles. Up to know, the rational design of ideally 
bioactive, stable and bioavailable peptide-derived 
therapeutics remains an extremely difficult task. 
Although various methods have been developed to 

improve the cytomembrane penetrability and tumor 
targeting of peptides, mainly through the chemical 
modification of peptide [2], and covalently or 
non-covalently carrying peptide by delivery vehicles 
[5]. However, most of these widely used peptide 
modifications in the first strategy, such as backbone 
circulation, stapling and non-natural amino acids 
incorporation, often have relatively complex 
components and largely depend on time-consuming 
and expensive organic syntheses [61, 62]. The latter 
based mainly on multifarious drug delivery system, 
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including, but not limited to, liposomes, micelles, and 
nanoparticles, which always suffer from rapid remove 
by the liver and spleen, non-specific cellular uptake, 
and unstable nanostructure [63, 64]. Therefore, there 
is a critical need for alternative strategies towards the 
clinical application of therapeutic peptides, and our 
sample methods for nanoengineering peptides was 
born out of this expectation. 

Moreover, more and more gold nanoparticles 
(AuNP)-conjugated peptide therapeutics have been 
developed to deliver drugs and biomolecules and 
applied for clinical trials owing to its intrinsic 
advantage including essential inertion, low-toxicity 
and economic costs [22, 26, 27]. Yet the complex 

chemical properties (hydrophobicity, charge and 
redox) of peptide are always adverse to the steady 
state of colloidal AuNP after conjugation, resulting in 
the subsequent aggregation or even precipitation 
under the physiological condition of the elevated 
ionic concentration [29, 30]. Meanwhile, the weakened 
colloidal stability often accompanies premature 
release of therapeutic peptide and enhanced 
reticuloendothelial system uptakes, and ultimately 
leads to off-target toxicity and therapeutics failing [26, 
31]. Fortunately, our general-purpose nanohybrid 
fabricated by polymeric Au(I)-peptide precursor 
completely overcome pharmaceutical obstacles for 
peptide-gold derived nanomedicine. 

 
 

 
Figure 9. In vivo safety evaluation of PMI-Au SNH. (A) liver weight of mice after the 12-day treatments. (B and C) the activities of aspartate aminotransferase (AST (B)) 
and alanine transaminase (ALT (C)) related to liver function in mice after the indicated treatments. (D and E) the representative histological H&E staining images of liver (D) and 
kidney (E) in mice after the indicated treatments (scale bar: 50µm). (F-I) measurement of renal function indicators in mice after the indicated treatments. (BUN (F), blood urea 
nitrogen; CRE (G), serum creatinine). (H) Spleen weight of mice with the indicated treatments. (I) the representative histological H&E staining images of spleen in mice (scale bar: 
50 µm).  
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Controllable and predictable fabrication of 
bioactive peptide-derived nanomaterials hasn't been 
fully implemented yet, because the current 
supramolecular chemistry cannot control inter-or 
intramolecular interactions of peptide accurately [12, 
65]. In fact, most of the peptide-based nanostructures 
are designed and fabricated via one or several 
non-covalent bonds including ionic, hydrophobic, 
hydrogen bonding, and π–π stacking [11, 19], and 
thus unpredictable forces from the complex primary/ 
secondary peptide structures would make the 
stability, repeatability and function of the 
nanostructures uncertain. Additionally, a batch of 
self-assembled peptide nanomaterials have shown a 
variety of biomedical applications such as biosensors, 
biomineralization and drug delivery, nearly all these 
self-assemblies were based on some specific peptide 
sequences, which possess special physical and 
chemical properties tending to form supramolecular 
structure [11]. Therefore, this general strategy to 
nanoengineer peptides into a predictable 
nanostructure filled these gaps and successfully 
overcame pharmaceutical obstacles of therapeutic 
peptides, particularly those targeting PPIs. 

Conclusions 
The data presented here provide compelling 

evidence that the design of peptide-auric SNH is a 
general and viable class of peptide nano-engineering 
strategy to transform intracellular-PPI-targeting 
peptides into a potential drug. Overcoming 
pharmacological deficiencies, SNH successfully 
rescued the anti-cancer activity of PMI, BBI and DPA 
that, on their own, failed to kill cancer cells. More 
importantly, peptide-Auric SNH showed the 
favorable tumor-specific accumulation and potent 
efficacy in vivo when administered intraperitoneally, 
intravenously or intragastrically, showcasing a 
versatile treatment adaptable to tumors. With 
superior therapeutic safety, this de nove peptide 
nano-engineering strategy has shown great potential 
in clinical translation. In short, our work may supply a 
new feasible strategy to bridge the distance between 
peptide discovery and clinical application, and 
accelerate the conversion of intracellular PPI targets to 
therapeutics. 

Supplementary Material  
Supplementary materials and methods, figures. 
http://www.thno.org/v10p8513s1.pdf  

Acknowledgements 
This work was supported by “The Young Talent 

Support Plan” of Xi’an Jiaotong University (For W. 
He), Thousand Talents Plan of Shaanxi Province (For 

W. He), Institutional Science Foundation of The First 
Affiliated Hospital of Xi'an Jiaotong University 
(2019QN-01), Postdoctoral innovation talent support 
program (No. BX20190278), The Project Supported by 
Natural Science Basic Research Plan in Shaanxi 
Province of China (Program No. 2020JQ-092), the 
Fundamental Research Funds for the Central 
Universities (Grant No. 1191319101) and the National 
Natural Science Foundation of China (81803026). 

Competing Interests 
The authors have declared that no competing 

interest exists. 

References 
1. Katz C, Levy-Beladev L, Rotem-Bamberger S, Rito T, Rüdiger SGD, Friedler A. 

Studying protein–protein interactions using peptide arrays. Chem Soc Rev. 
2011; 40: 2131-45. 

2. Nevola L, Giralt E. Modulating protein–protein interactions: the potential of 
peptides. Chem Commun. 2015; 51: 3302-15. 

3. Scott DE, Bayly AR, Abell C, Skidmore J. Small molecules, big targets: drug 
discovery faces the protein–protein interaction challenge. Nat Rev Drug 
Discov. 2016; 15: 533. 

4. Fuller JC, Burgoyne NJ, Jackson RM. Predicting druggable binding sites at the 
protein–protein interface. Drug Discov Today. 2009; 14: 155-61. 

5. Acar H, Ting JM, Srivastava S, LaBelle JL, Tirrell MV. Molecular engineering 
solutions for therapeutic peptide delivery. Chem Soc Rev. 2017; 46: 6553-69. 

6. Li X, Tolbert WD, Hu H-G, Gohain N, Zou Y, Niu F, et al. 
Dithiocarbamate-inspired side chain stapling chemistry for peptide drug 
design. Chem Sci. 2019; 10: 1522-30. 

7. Jiang W, Jin L, Liu M, Hou P, He W-X. A dimethylbromobenzene-cysteine 
stapled peptide dual inhibitor of the p53-MDM2/MDMX interactions. 
Hepatoma Res. 2019; 5. 

8. Modell AE, Blosser SL, Arora PS. Systematic targeting of protein–protein 
interactions. Trends Pharmacol Sci. 2016; 37: 702-13. 

9. Corbi-Verge C, Garton M, Nim S, Kim PM. Strategies to develop inhibitors of 
motif-mediated protein-protein interactions as drug leads. Annu Rev 
Pharmacool Toxicol. 2017; 57: 39-60. 

10. Petta I, Lievens S, Libert C, Tavernier J, De Bosscher K. Modulation of protein–
protein interactions for the development of novel therapeutics. Mol Ther. 2016; 
24: 707-18. 

11. Habibi N, Kamaly N, Memic A, Shafiee H. Self-assembled peptide-based 
nanostructures: smart nanomaterials toward targeted drug delivery. Nano 
Today. 2016; 11: 41-60. 

12. Wei G, Su Z, Reynolds NP, Arosio P, Hamley IW, Gazit E, et al. 
Self-assembling peptide and protein amyloids: from structure to tailored 
function in nanotechnology. Chem Soc Rev. 2017; 46: 4661-708. 

13. Yuan Q, Gao F, Yao Y, Cai P, Zhang X, Yuan J, et al. Gold clusters prevent 
inflammation-induced bone erosion through inhibiting the activation of 
NF-κB pathway. Theranostics. 2019; 9: 1825-36. 

14. Li M, Guan Y, Zhao A, Ren J, Qu X. Using multifunctional peptide conjugated 
Au nanorods for monitoring β-amyloid aggregation and chemo-photothermal 
treatment of Alzheimer's disease. Theranostics. 2017; 7: 2996-3006. 

15. Ying M, Zhan C, Wang S, Yao B, Hu X, Song X, et al. Liposome-Based Systemic 
Glioma-Targeted Drug Delivery Enabled by All-d Peptides. ACS Appl Mater 
Inter. 2016; 8: 29977-85. 

16. Niu F, Yan J, Ma B, Li S, Shao Y, He P, et al. Lanthanide-doped nanoparticles 
conjugated with an anti-CD33 antibody and a p53-activating peptide for acute 
myeloid leukemia therapy. Biomaterials. 2018; 167: 132-42. 

17. Yang G, Zhang J, Yan J, You W, Hou P, He W, et al. Modulating Protein–
Protein Interactions In Vivo via Peptide-Lanthanide-Derived Nanoparticles 
for Hazard-Free Cancer Therapy. J Biomed Nanotechnol. 2019; 15: 1937-47. 

18. Yang G, Zhang J, You W, Zhao X, Hou P, He W, et al. Targeted disruption of 
the BCL9/β-catenin interaction by endosomal-escapable nanoparticles 
functionalized with an E-cadherin-derived peptide. Nanotechnology. 2019; 31: 
115102. 

19. Qi GB, Gao YJ, Wang L, Wang H. Self‐Assembled Peptide‐Based 
Nanomaterials for Biomedical Imaging and Therapy. Adv Mater. 2018; 30: 
1703444. 

20. He W, Yan J, Jiang W, Li S, Qu Y, Niu F, et al. Peptide-Induced Self-Assembly 
of Therapeutics into a Well-Defined Nanoshell with Tumor-Triggered Shape 
and Charge Switch. Chem Mater. 2018; 30: 7034-46. 

21. He W, Yan J, Sui F, Wang S, Su X, Qu Y, et al. Turning a Luffa protein into a 
self-assembled biodegradable nanoplatform for multitargeted cancer therapy. 
ACS Nano. 2018; 12: 11664-77. 

22. Wang AZ, Langer R, Farokhzad OC. Nanoparticle delivery of cancer drugs. 
Annu Rev Med. 2012; 63: 185-98. 



Theranostics 2020, Vol. 10, Issue 19 
 

 
http://www.thno.org 

8527 

23. Jeong W-j, Bu J, Kubiatowicz LJ, Chen SS, Kim Y, Hong S. Peptide–
nanoparticle conjugates: a next generation of diagnostic and therapeutic 
platforms? Nano Converg. 2018; 5: 38. 

24. Xiao Y, Hong H, Matson VZ, Javadi A, Xu W, Yang Y, et al. Gold Nanorods 
Conjugated with Doxorubicin and cRGD for Combined Anticancer Drug 
Delivery and PET Imaging. Theranostics. 2012; 2: 757-68. 

25. Chen H, Zhang X, Dai S, Ma Y, Cui S, Achilefu S, et al. Multifunctional Gold 
Nanostar Conjugates for Tumor Imaging and Combined Photothermal and 
Chemotherapy. Theranostics. 2013; 3: 633-49. 

26. Ghosh P, Han G, De M, Kim CK, Rotello VM. Gold nanoparticles in delivery 
applications. Adv Drug Del Rev. 2008; 60: 1307-15. 

27. Pissuwan D, Niidome T, Cortie MB. The forthcoming applications of gold 
nanoparticles in drug and gene delivery systems. J Control Release. 2011; 149: 
65-71. 

28. Ding Y, Sun Z, Tong Z, Zhang S, Min J, Xu Q, et al. Tumor 
microenvironment-responsive multifunctional peptide coated ultrasmall gold 
nanoparticles and their application in cancer radiotherapy. Theranostics. 2020; 
10: 5195-208. 

29. Goodman CM, McCusker CD, Yilmaz T, Rotello VM. Toxicity of Gold 
Nanoparticles Functionalized with Cationic and Anionic Side Chains. 
Bioconjugate Chem. 2004; 15: 897-900. 

30. Albanese A, Chan WCW. Effect of Gold Nanoparticle Aggregation on Cell 
Uptake and Toxicity. ACS Nano. 2011; 5: 5478-89. 

31. Mikhail AS, Allen C. Block copolymer micelles for delivery of cancer therapy: 
transport at the whole body, tissue and cellular levels. J Control Release. 2009; 
138: 214-23. 

32. Briñas RP, Hu M, Qian L, Lymar ES, Hainfeld JF. Gold nanoparticle size 
controlled by polymeric Au (I) thiolate precursor size. J Am Chem Soc. 2008; 
130: 975-82. 

33. Wang X, Cai X, Hu J, Shao N, Wang F, Zhang Q, et al. Glutathione-triggered 
“off–on” release of anticancer drugs from dendrimer-encapsulated gold 
nanoparticles. J Am Chem Soc. 2013; 135: 9805-10. 

34. He W, Wang S, Yan J, Qu Y, Jin L, Sui F, et al. Self-Assembly of Therapeutic 
Peptide into Stimuli-Responsive Clustered Nanohybrids for Cancer-Targeted 
Therapy. Adv Funct Mater. 2019; 29: 1807736. 

35. Luo Z, Yuan X, Yu Y, Zhang Q, Leong DT, Lee JY, et al. From 
aggregation-induced emission of Au (I)–thiolate complexes to ultrabright Au 
(0)@ Au (I)–thiolate core–shell nanoclusters. J Am Chem Soc. 2012; 134: 
16662-70. 

36. Negishi Y, Nobusada K, Tsukuda T. Glutathione-protected gold clusters 
revisited: Bridging the gap between gold (I)− thiolate complexes and 
thiolate-protected gold nanocrystals. J Am Chem Soc. 2005; 127: 5261-70. 

37. Schmidbaur H, Schier A. A briefing on aurophilicity. Chem Soc Rev. 2008; 37: 
1931-51. 

38. Hunks WJ, Jennings MC, Puddephatt RJ. Supramolecular Gold(I) 
Thiobarbiturate Chemistry:  Combining Aurophilicity and Hydrogen Bonding 
to Make Polymers, Sheets, and Networks. lnorg Chem. 2002; 41: 4590-8. 

39. Dubertret B, Calame M, Libchaber AJ. Single-mismatch detection using 
gold-quenched fluorescent oligonucleotides. Nat Biotechnol. 2001; 19: 365-70. 

40. Phillips RL, Miranda OR, You C-C, Rotello VM, Bunz UHF. Rapid and 
Efficient Identification of Bacteria Using Gold-Nanoparticle–
Poly(para-phenyleneethynylene) Constructs. Angew Chem Int Ed. 2008; 47: 
2590-4. 

41. Bian Z, Yan J, Wang S, Li Y, Guo Y, Ma B, et al. Awakening p53 in vivo by 
D-peptides-functionalized ultra-small nanoparticles: Overcoming biological 
barriers to D-peptide drug delivery. Theranostics. 2018; 8: 5320. 

42. Kumar A, Ma H, Zhang X, Huang K, Jin S, Liu J, et al. Gold nanoparticles 
functionalized with therapeutic and targeted peptides for cancer treatment. 
Biomaterials. 2012; 33: 1180-9. 

43. Zhao P, Li N, Astruc D. State of the art in gold nanoparticle synthesis. Coord 
Chem Rev. 2013; 257: 638-65. 

44. He W, Yan J, Wang L, Lei B, Hou P, Lu W, et al. A lanthanide-peptide-derived 
bacterium-like nanotheranostic with high tumor-targeting,-imaging 
and-killing properties. Biomaterials. 2019; 206: 13-24. 

45. Liu M, Li C, Pazgier M, Li C, Mao Y, Lv Y, et al. D-peptide inhibitors of the 
p53–MDM2 interaction for targeted molecular therapy of malignant 
neoplasms. Proc Natl Acad Sci USA. 2010; 107: 14321-6. 

46. Kim B, Han G, Toley BJ, Kim C-k, Rotello VM, Forbes NS. Tuning payload 
delivery in tumour cylindroids using gold nanoparticles. Nat Nanotechnol. 
2010; 5: 465. 

47. Pazgier M, Liu M, Zou G, Yuan W, Li C, Li C, et al. Structural basis for 
high-affinity peptide inhibition of p53 interactions with MDM2 and MDMX. 
Proc Natl Acad Sci USA. 2009; 106: 4665-70. 

48. He W, Wang S, Yan J, Qu Y, Jin L, Sui F, et al. Self‐Assembly of Therapeutic 
Peptide into Stimuli‐Responsive Clustered Nanohybrids for Cancer‐Targeted 
Therapy. Adv Funct Mater. 2019; 29: 1807736. 

49. Maeda H, Wu J, Sawa T, Matsumura Y, Hori K. Tumor vascular permeability 
and the EPR effect in macromolecular therapeutics: a review. J Control 
Release. 2000; 65: 271-84. 

50. Nel A, Ruoslahti E, Meng H. New Insights into “Permeability” as in the 
Enhanced Permeability and Retention Effect of Cancer Nanotherapeutics. ACS 
Nano. 2017; 11: 9567-9. 

51. Torchilin V. Tumor delivery of macromolecular drugs based on the EPR effect. 
Adv Drug Del Rev. 2011; 63: 131-5. 

52. Vassilev LT, Vu BT, Graves B, Carvajal D, Podlaski F, Filipovic Z, et al. In vivo 
activation of the p53 pathway by small-molecule antagonists of MDM2. 
Science. 2004; 303: 844-8. 

53. Hrkach J, Von Hoff D, Ali MM, Andrianova E, Auer J, Campbell T, et al. 
Preclinical development and clinical translation of a PSMA-targeted docetaxel 
nanoparticle with a differentiated pharmacological profile. Sci Transl Med. 
2012; 4: 128ra39-ra39. 

54. Pridgen EM, Alexis F, Kuo TT, Levy-Nissenbaum E, Karnik R, Blumberg RS, et 
al. Transepithelial transport of Fc-targeted nanoparticles by the neonatal fc 
receptor for oral delivery. Sci Transl Med. 2013; 5: 213ra167-213ra167. 

55. Des Rieux A, Fievez V, Garinot M, Schneider Y-J, Préat V. Nanoparticles as 
potential oral delivery systems of proteins and vaccines: a mechanistic 
approach. J Controlled Release. 2006; 116: 1-27. 

56. Thanki K, Gangwal RP, Sangamwar AT, Jain S. Oral delivery of anticancer 
drugs: challenges and opportunities. J Control Release. 2013; 170: 15-40. 

57. Vogelstein B, Lane D, Levine AJ. Surfing the p53 network. Nature. 2000; 408: 
307-10. 

58. Levine AJ, Momand J, Finlay CA. The p53 tumour suppressor gene. Nature. 
1991; 351: 453–6. 

59. Kubbutat MH, Jones SN, Vousden KH. Regulation of p53 stability by Mdm2. 
Nature. 1997; 387: 299–303. 

60. Wade M, Li Y-C, Wahl GM. MDM2, MDMX and p53 in oncogenesis and 
cancer therapy. Nat Rev Cancer. 2013; 13: 83-96. 

61. Sewald N, Jakubke H-D. Peptides: chemistry and biology: John Wiley & Sons; 
2015. 

62. Dunn BM. Peptide chemistry and drug design: John Wiley & Sons; 2015. 
63. Allen TM, Cullis PR. Liposomal drug delivery systems: from concept to 

clinical applications. Adv Drug Del Rev. 2013; 65: 36-48. 
64. Ulbrich K, Hola K, Subr V, Bakandritsos A, Tucek J, Zboril R. Targeted drug 

delivery with polymers and magnetic nanoparticles: covalent and noncovalent 
approaches, release control, and clinical studies. Chem Rev. 2016; 116: 
5338-431. 

65. De La Rica R, Matsui H. Applications of peptide and protein-based materials 
in bionanotechnology. Chem Soc Rev. 2010; 39: 3499-509. 


