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MIL‑125‑based nanocarrier 
decorated with Palladium complex 
for targeted drug delivery
Mojtaba Bagherzadeh1*, Moein Safarkhani1, Mahsa Kiani1, Fatemeh Radmanesh2,3, 
Hossein Daneshgar1, Amir Mohammad Ghadiri1, Fahimeh Taghavimandi1, Yousef Fatahi4,5,6, 
Nahid Safari‑Alighiarloo7, Sepideh Ahmadi8 & Navid Rabiee9,10

The aim of this work was to provide a novel approach to designing and synthesizing a nanocomposite 
with significant biocompatibility, biodegradability, and stability in biological microenvironments. 
Hence, the porous ultra‑low‑density materials, metal–organic frameworks (MOFs), have been 
considered and the MIL‑125(Ti) has been chosen due to its distinctive characteristics such as great 
biocompatibility and good biodegradability immobilized on the surface of the reduced graphene 
oxide (rGO). Based on the results, the presence of transition metal complexes next to the drug not 
only can reinforce the stability of the drug on the structure by preparing π–π interaction between 
ligands and the drug but also can enhance the efficiency of the drug by preventing the spontaneous 
release. The effect of utilizing transition metal complex beside drug (Doxorubicin (DOX)) on the drug 
loading, drug release, and antibacterial activity of prepared nanocomposites on the P. aeruginosa 
and S. aureus as a model bacterium has been investigated and the results revealed that this theory 
leads to increasing about 200% in antibacterial activity. In addition, uptake, the release of the drug, 
and relative cell viabilities (in vitro and in vivo) of prepared nanomaterials and biomaterials have been 
discussed. Based on collected data, the median size of prepared nanocomposites was 156.2 nm, and 
their biological stability in PBS and DMEM + 10% FBS was screened and revealed that after 2.880 min, 
the nanocomposite’s size reached 242.3 and 516 nm respectively. The MTT results demonstrated that 
immobilizing PdL beside DOX leads to an increase of more than 15% in the cell viability. It is noticeable 
that the AST:ALT result of prepared nanocomposite was under 1.5.

Drug delivery systems are considered one of the most remarkable approaches in human health care and this 
field is ever-evolving in biomedical  science1–4. For delivering compounds to the targeted cells, knowing the 
features of tumor cells is momentous. The tumor cells have some unique characteristics like lower pH, hypoxia, 
redox potential, abnormal vascular, overexpression, and spatial  texture5–8. The pH of tumor cells is about one 
unit less than normal cells and regarding to the tumor type, it could be in the range of 5.5—6.7. The tumor cells 
need more oxygen and nutrients, so they create atypical vessels, and as a result of more activity and metabolism, 
they lack  oxygen9–12. As a consequence of being gluttonous, the mutated cells express their on-the-cell recep-
tors more than normal cells. These features helped scientists develop a more optimized carrier to enhance the 
loading and improve the drug release. The carrier has some characteristics, and the most important of them is 
the  size13–15. If the particle size is < 40 nm, the penetration rate will be so fast because it can easily pass through 
the endothelial cells, and if it is > 300 nm, the retention time in the cell will be longer and more  effective16–19. On 
the other hand, acquitting the bloodstream after drug release is another crucial factor; the smaller compound 
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would prepare the longer retention time in the bloodstream, which leads to more chances for finding the goal 
cells. In addition, the particle size should be under 200 nm for clearance from the bloodstream to be  possible20. 
In this regard, this study has tried to optimize the particle size range of about 50–200 nm to improve the cellular 
internalizations and retention  time21,22.

The influence of various chemical compounds on the tumor cells has been investigated and utilizing carriers 
has emerged in the last decade to deliver the therapeutic agents precisely. Among all nanocarriers, carbon-based 
materials such as C-dots23, rGO, and CNTs have shown the most promising properties due to their unique fea-
tures like high surface per volume ratio, biocompatibility, non-toxicity, and low  immunogenicity24–28. Carbon-
based carriers like MWCNT (multiwall carbon nanotube) and rGO (reduced graphene oxide) have revealed sec-
ond to none properties in the gene/drug delivery field because of their considerable biocompatibility, enhanced 
strength and conductivity, minor immunogenicity, high surface/volume ratio, great photothermal conversion at 
near-IR29, and uncomplicated  functionalization30 which all these aspects can overcome different delivery barriers. 
This carrier feature’s climax would be that is low-cost and high-yield. These compounds are well-known as highly 
dispersible and stable in the aqueous media owing to the presence of abundant oxygenated functional groups 
such as carboxyl, hydroxyl, epoxy, and phenol on the edges as well as  surface31,32. There are three methods for 
reducing the graphene oxide (GO) and deoxygenating it, i) Thermal, ii) Electrical, and iii) chemical methods, 
the third method (chemical) is widely accepted especially for large-scale synthesis. At this prosses,  NaBH4, PEI, 
 NH2NH2, Chitosan, and Resveratrol are  usable33. Nowadays, rGO is well-known because of that although they 
have a favorable small size, they are capable to carry lots of various compounds for different missions. So, they 
opened up the window of opportunity to co-delivery  systems34. Based on the literature, the carbon-based materi-
als are considered a great controller of the systemic metabolism drug releaser and a good eliminable agent from 
the body which has minimal  cytotoxicity35–39. Besides all advantages of carbon-based nanocarriers, they have 
some drawbacks such as partially drug-releasing before arriving at the tumor texture (uncontrolled release) and 
low capacity of drug loading (Table 1).

To circumvent the demerits of organic carriers, the porous ultra-low-density materials (metal–organic frame-
works (MOFs)) are utilized which are an unequaled class of hybrid porous materials with distinctive features. 
These types of materials provide desirable facilities in the most important fields for humankind (gas  storage41, 
 luminescence43, nonlinear  optics44, and gas  separation45), especially at therapeutic agent’s  uptake46,  delivery46, 
and  release47. All these properties originated from their specific  characteristics48, such as tunable shape and pore 
size (up to six nanometers), functionalize-able pore and surface, and large surface/weight (up to 6240  m2/g), and 
adjustable composition. Among all prepared MOFs, some of them can satisfy the requirements of biomedical 
applications like size, stability, toxicological biocompatibility, required functional group on the surface, drug 
loading capacity, and drug-releasing just in the tumor’s acidic microenvironment. All the criteria mentioned 
above significantly influence delivery and encapsulation  efficiency49. These organic/inorganic hybrid materials 
are formed by organic linkers and metals (metal chain, metal cluster, and single metal ion) self-assembly. The 
first and foremost thing for pharmaceutical and biomedical usage is choosing a toxicologically biocompatible 
building block. Based on being highly toxic, utilization of some metals (for example, Ni, Co, Cr, Sn, and Cd) as 
metal nodes are  limited50,51. On the other hand, some metals exist in our bodies in large amounts, like the Fe 
in hemoglobin. The most suitable metals are Ti, Mn, Cu, Ca, Mg, Fe, and Zr, because of their presence in the 
biocatalytic processed of the living tissues and physiological  systems52. These metals toxicity is screened by LD50 

Table 1.  Graphene-based nanosystem as a therapeutic carrier.

Content Features (nm) Tumor type

Test type

Drug

Specious

Properties Results RefsIn vitro In vivo
Human
Animal

GO/DOX/PEG-FA 100 Melanoma B16F0 Male C57BL/6 J 
and Mice DOX * *

Photothermal, 
photodynamic 
therapy and fl-
imaging

Tumor treatment 
upon NIR light 
activation

40

GO/NPs/PvP 150 nm Colorectaladeno 
carcinoma

Caco-2, HCT 116, 
NIH-3T3, HeLa, 
HEK-293 SCC-9

DOX * pH sensitivity
Safe for normal 
cell and toxic for 
cancerous cell

40

GO/AgNPs/
Methotrexate 20 nm Breast MCF-7, Hep-G2 Methotrexate * Targeted therapy Favorable particle 

size
40

rGO/CuInS2/ZnS/
liposome

120 nm

Esophageal squa-
mous carcinoma Eca-109

Mice

*

*

Photothermal, 
photodynamic 
therapy

CuInS2/ZnS 
nanocrystals 
converted the 
laser beam to the 
heat and prepared 
ROS in the cell 
and decreased the 
toxicity

41

GO, GO/AgNPs, 
rGO, rGO/AgNPs Lung A549 * Antitumor activity

rGO/AgNPs 
more cytotoxic 
than other, IC50: 
30 µg/ml

42

Graphene 
Quantum-dots 65 nm Dendritic cells Immune response 

therapy
GQD can decrease 
the ROS creation

31

GQDs/Biotin 40 nm A549 DOX * Targeted delivery Lower toxicity 41



3

Vol.:(0123456789)

Scientific Reports |        (2022) 12:12105  | https://doi.org/10.1038/s41598-022-16058-w

www.nature.com/scientificreports/

(oral lethal dose 50), and the results showed 25 g/kg (for Ti), 1.5 g/kg (for Mn), 25 µg/kg (for Cu), 1 g/kg (for 
Ca), 8.1 g/kg (for Mg), 30 g/kg (for Fe), 350 µg/kg (for Zn), and 4.1 g/kg for (Zr). There are two possibilities for 
choosing the linkers; one of them is utilizing exogenous linkers such as amines, imidazolates, pyridyl, and poly-
carboxylate. The LD50 toxicity data are reported: (2,6-napthalenedicarboxylic acid) 5 g/kg, (5-aminoisophthalic 
acid) 1.6 g/kg, (terephthalic acid) 5 g/kg, (isonicotinic acid) 5 g/kg, and (1-methylimidazole) 1.13 g/kg so these 
toxicities are acceptable in biomedical  applications53. The MIL-100 (iron trimesic) and trimesic’s in vivo test 
have been screened and proved that these materials are utilizable in bio-applications54. Based on these collected 
data, the MIL125-(Ti)  Ti8O8(OH)4(BDC)6 (BDC: benzene1,4-dicarboxylic acid) has been chosen because that is 
prepared by Ti as a metal nod and terephthalic acid as a linker and on the other side of the coin, this compound 
has excellent encapsulation capability, thermal stability, great adsorbability, and high porosity which make it a 
brilliant choice for drug delivery  systems55.

Lots of medications (doxorubicin 32 mg/kg56, cyclophosphamide 251 mg/kg57, lomustine 70 mg/kg , carbo-
platin 343 mg/kg58, letrozole 2000 mg/kg59, paclitaxel 160 mg/kg , and trastuzumab 5110 mg/kg60) are usable 
for patients that are under chemotherapy and unfortunately many of them like DOX have severe side effects. 
These drugs can control some cancerous tissue criteria by connecting to the tumor’s overexpressed  receptors61. 
Most of these drugs are injectable, and after injection, some links would be created between normal cells and the 
drugs, leading to cell death and lowering the efficiency of the drug. Among all antitumor medications, DOX is 
a highly toxic drug with wide-ranging applications that are utilized to treat Kaposi’s  sarcoma62, breast  cancer63, 
acute lymphocytic  leukemia64, and bladder  cancer65. Loading and controlled release of this drug is a controversial 
issue. So, employing a carrier that can deliver proficiently could be an intelligent approach (Table 2).

Transition metal complexes can act as a  drug73 especially some of them which can mimic the Pt or Fe biologi-
cal behavior in the physiological systems and are not so toxic. One of the most promising transition metals is 
Pd with singular features such as ability for mimicking the physiological mechanisms, being eco-friendly, and 
having low toxicity. Approximately all of the literature is considered the drugs as a  ligand74 for preparing the 
complex while, practically most biocompatible materials with special substituents or functional groups such as 
(sulfhydryl, carbonyl, hydroxyl, amino, and methyl) can act as an overexpressed receptors blockers or apoptosis 
starter which both of these eventually lead to mutated cells death. Among all functional groups,  carboxamide75 
could be a good choice due to two major advantages: i) having both amino and carbonyl functional groups 
simultaneously which makes it one of the most vital functional groups in the nature and biomedicines and ii) 
connecting ability to the HER-2 and sigma 2 overexpressed receptors. These receptors are on the mutated cells’ 
surface and they are responsible for cell proliferation, actually, the tumor’s uncontrolled growth is due to their 
nature to overexpress their cellular structures. It has been proven that carboxamide-based ligands can hinder 
these receptors’ proliferation signaling and as a result, it would be the end of cancerous cells’  life75. There are 
several groups around the world that are reported the drug loading and release into/onto the MOFs but none of 
them has not investigated the effect of using a transition metal complex besides the drugs. The purpose of adding 
complex was to reinforce the amounts of hydrogen bonds and π-π interactions among the rGO, the MOF, and 
the drug that this claim will be investigated by the drug release testing.

As a result of considering the fore-mentioned data, an organic/inorganic nanocomposite designed by rGO, 
MIL-125(Ti), Pd(H2bpbenzo), and DOX and has been formed to conquer the limitations and nominate a new 
nanocarrier for delivering the anti-carcinogenic compounds precisely and accurately. Arranged nanocomposite 

Table 2.  Various outstanding metal–organic frameworks and their biomedical applications.

MOF Code Metal NOD Linker Feature Drug Test type Cell line Ref

ZIF-8 Zn Melm One-pot process for encap-
sulating α-TOS in vitro and in vivo HeLa, L929 66

Zn-GA Zn Glycolate Without premature delivery MTX in vitro PC12 67

HMS@ZIF Zn Imidazolate, Hollow 
mesoporous silica - DOX in vitro MCF-7 68

UIO-66 Zr 1,4-dicarboxybenzene Designable layer-by-layer 
assembly 5-Fu in vitro and in vivo HeLa 69

MIL100-Fe Fe Trimesic acid High stability at physiologi-
cal pH CPT In vitro HeLa, SH-SY5Y, Fibroblast 

3T3
70

Zn- CPON-1 Zn 5-(40-carboxyphenoxy) nico-
tinic acid

Prediction of release kinetic 
behavior 5-FU In vitro HepG2, HASMC 71

Zr-MOF Zr Carboxylate In situ polymerization strategy Cisplatin in vitro and in vivo U87MG 59

UIO-68 Zr 4,4’-terphenyl-idicarboxylate (MDA, 5 d, 55%), (MCF, 15%) 
appoptosis CPT In vitro MDA-MB-231, MCF-10A 42

Fe-NDC Fe (H3BTB),  (H2NDC) Selective accum-ulation in 
CD44 Calcein and DOX In vitro HEK 293 T, MDA-MB-231, 

SCC7
69

HKUST-1 Cu Benzene-1,3,5-tricarboxylate 11 d drug release Nimesulide - - 72

NH2-Fe-BDC Fe Terephthalic acid Co-encapsulated nanoformu-
lation DOX In vitro Panc-1 57

PCN-224 Zr Porphyrin Chemo and photodynamic 
therapy DOX In vitro MDA-MB231 41
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has been employed in the co-delivery of DOX@PdL and the cellular and molecular investigation on HT-29 and 
HEK-293 cell lines (in vitro) and in vivo testing (liver toxicity index AST:ALT) has been performed as well.

Materials and method
All utilized solvents and materials that were commercially available, has been purchased from Merck and Fluka 
and used as soon as opening. FT-IR (Fourier transform infrared spectroscopy), UV–Vis (Ultraviolet visible spec-
troscopy), EDS, Map and FESEM (Energy dispersive spectroscopy) (Field emission scanning electron micros-
copy), AFM (Atomic force microscopy), 2D Fluorescence Microscopy, 1H-NMR (Nuclear magnetic resonance), 
PXRD (Powder  XRay diffraction), DLS and Zeta potential (Dynamic light scattering), AST and ALT liver index, 
and TEM (Transmission electron microscopy) analysis have been performed by flowing devices respectively: Uni-
cam Maston 1000 FT-IR spectrophotometer (room temperature, 400–4000  cm−1, KBr pellets), Carrying 100 Bio 
Varian spectrophotometer (quartz cells,10 mm path length), MIRA3 TESCAN, ARA-AFM, FACSCalibur (BD, 
Germany), Bruker FT-NMR 500 MHZ spectrometer (1H-NMR of L and PdL, DMSO-d6 and  CDCl3), PANalytical 
company X’Pert Pro MPD, HORIBA SZ-100, Selectra pro autoanalyzer spectrophotometer, and ZEISS em900.

Synthesis section
Synthesis of ligand  H2bpbenzo (3,4‑Bis(2‑pyridinecarboxamido)benzophenone) (L). Carboxamides 
were always synthesized in pyridine as a solvent (quite hazardous and highly toxic solvent)72 until last decade that ionic 
liquid synthesis method  introduced76. This method is more environmental-friendly and greener. For preparing the 
 H2bpbenzo (L), five mmol (1.06 g) 3,4-diaminobenzophenone, 10 mmol (1.23 g) 2-pyridinecarboxilic acid, were added 
to 10 mmol (3.10 g) triphenylphosphite and five mmol (1.61 g, TBAB) tetrabutylammonium bromide on 120 ˚C and 
harshly stirred for an hour and the product was viscose pale-yellow solid. At the next step, 10 mL methanol should be 
added to the cooled product and after 10 min stirring, the filtered precipitate would be the final product. It is better that 
wash this final product with cool methanol to eliminate the byproducts and not reacted compounds (Figure S1). L: C25
H18N4O3 (422.45 g/mol): (Yield: 49%). Theoretical: C, 71.08; H, 4.29; N, 13.26. Practical: C, 70.09; H, 4.24; N, 13.06%. 
UV–Vis (DMF): λmax (nm): 241, 332. FT-IR (KBr,  cm−1): νmax: 3288 (s, N–H), 1495 (s, C–N), 1584 (s, C = C), 1697 (s, 
C =  Oamidic), 1655 (s, C =  Obenzo). 1H NMR  (CDCl3, 400 MHz): δ (ppm) = 8.55, 8.64 (d,  Ha,a´) 10.22 and 10.66 (s, NH), 
7.47–8.36 (14H, ArH).

Synthesis of complex  PdII(bpbenzo) (PdL). This complex has been synthesized by simple and one step 
method. In this regard, 0.25 mmol L:  H2bpbenzo has been added to the solution of 0.25 mmol palladium acetate 
in 25 mL dichloromethane at room temperature and stirred for five hours. The mother liquor of filtered solution 
kept at cold and tranquil place. After about 5 days the yellow crystals has been obtained that were not appro-
priate for crystallography analysis (Figure S1). C25H16N4O3Pd (526.83): (Yield: 93%). Theoretical: C, 56.97; H, 
3.08; N, 10.58. Practical: C, 55.55; H, 3.13 N, 10.30%. UV–Vis (DMF): λmax (nm): 268, 387. FT-IR (KBr,  cm−1): 
νmax: 1639 (s, C =  Oamidic), 1597 (s, C =  Obenzo), 1523 (s, C = C), 1511 (s, C-N). 1H NMR ((CD3)2SO, 400 MHz,): δ 
(ppm) = 8.668, 8.610(d, 2H,  Ha,a´), 8.603–7.023(14H, ArH).

Synthesis of MIL‑125(Ti). This compound can be synthesized by different methods (reflux and solvother-
mal) and different precursors (Ti(BuO)4 and Ti(iPrO)4) which based on conducted studies, preferred method 
would be reflux and desirable precursor is Ti(BuO)4 due to higher crystallinity and phase purity (PXRD peaks 
matched far better with simulated pattern), higher surface area (BET surface area), more regular pore structure 
and distinct crystalline  morphology77. All in all, the preparation of this compound started with dissolving 0.77 g 
terephthalic acid in 10 mL DMF in 100 mL round bottom flask which stirred for 30 min at 40 ˚C. At the next 
step, 2.8 mL methanol has been poured into the flask. After 30 min stirring, the solution has been refluxed for an 
hour at 100 ˚C. The last step of synthesis was adding precise amount of Ti(BuO)4 (0.84 mL) to the solution and 
the mixture has refluxed for 72 h at 110 ˚C. The prepared milky color precipitate separated utilizing centrifuge 
(14,000 rpm, 15 min) and collected product has been washed 3 time with methanol for decreasing the byprod-
ucts (Figure S1). (Yield: 67%), FT-IR (KBr,  cm−1): νmax: 483 (s, Ti–O), 787 (s, C-Haromatic), and 1574 (s, C = C). 
PXRD (hkl): (101), (200), (212), (202), (302), (222), (312), (004), and (422).

Fabrication of nanocomposite (rGO/MIL‑125(Ti)@PdL@DOX). This study aimed to prepare a 
robust nanocarrier which has lower toxicity compared to toxicity of utilized compounds such as drug, MOF, 
and complex in the biological pH. Considering chemically deoxidation of GO, 200 mg of GO sonicated for an 
hour in 250 mL deionized water. To the suspended graphene oxide, 1.9 g of  NaBH4 was added. Prepared mixture 
stirred for 10 h at STP condition and after that has been filtered and obtained black precipitate, has been sever-
ally washed and dried for five hours in 60 ˚C78. Then for restricting the DOX quenching, the next step has been 
done in a dark place and all beakers and sample containers covered by thick aluminium foil. Precise amount of 
DOX (5 mg) and PdL (650 mg) has inserted as a guest to the MIL’s cavities as a host (10 mL deionized water, 
150 mg MIL-125(Ti)). Finally, for immobilizing the prepared compound on the nanocarrier, 120 mg of rGO has 
been added to the loaded MIL-125(Ti) container at room temperature (30 min stir), To removing unconnected 
compounds, the final nanocomposite centrifuged for 5 min at 10,000 rpm. All experiments were performed in 
accordance with the ARRIVE guidelines. A schematic illustration of the nanocomposite preparation in shown 
in Fig. 1.

Cell culture. The process in which the cells can growth outside of their natural habitat under controllable 
conditions refers to cell culture. It is inevitable that different types of cells demand various circumstances. These 
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various protocols utilize some similar medium, gases, and nutrients under special conditions (pressure, tem-
perature, and pH). In practice, primary cells isolated directly from subject in growth media and then they can 
proliferate in the 96-well growth environment.

MTT assay. The in vitro analysis was performed with ethical statement (IR.SBMU.RETECH.REC.1400.652) 
and approved by biomedical ethics committee in Shahid Beheshti University of Medical Sciences, Tehran, Iran. 
Two different cell lines have been applied, HT-29 (ATCC HTB-38) and HEK-293 (ATCC CRL-1721) (prepared 
from Pasture institute cells bank, Tehran, Iran). After growing the cells in DMEM (Dulbecco’s modified eagle 
medium) media supplements and 10% FBS (fetal bovine serum), the cells should be harvest by trypsin and 
utilizing the hemocytometer and trypan blue. At the next step, the cells should serially dilute and incubated by 
MTT solvent (3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyl tetrazolium bromide) and then treated with samples 
for 24 and 48 h.

Biological stability. In order to evaluating the nanocomposite stability in the different biological media, 
the same concentration of nanocomposites have been dispersed in the a: DI water, b: phosphate buffer saline 
(PBS), and c: DMEM + 10% FBS. The hydrodynamic radii have been monitored by DLS at 37 ˚C and various 
time point (0 – 48 h).

pH adjusting and BSA adsorption. For adjusting the pH to the physiological pH, 2 mg/mL of prepared 
nanocomposite dispersed in DI water and then addition of 0.01 M NaOH adjusted the pH to the 11. At the next 
step, 2 mg/mL bovine serum albumin (BSA) added to the reaction flask and the mixture stirred for 5 min. The 
physiological pH adjusted by adding the 0.05 M nitric acid. The last step was addition of 100 µL of prepared sus-
pension to the above-mentioned media. The DLS has been utilized to monitoring the nanocomposite’s  stability79.

In vivo protocol. The in vivo investigation was performed under the approved and routine protocols and 
according to the Guide for the Care and Use of Animals of Laboratory. We chose healthy mice to study the 
biocompatibility and safety of the synthesized nanocomposites. The male albino Wister rats were intravenously 
injected and were divided into different groups. After the injections, the mice were sacrificed and their liver was 
collected. The liver tissues were fixed in osmium tetroxide (1%), as well as the glutaraldehyde (2.5%) after col-
lecting. It is quotable that, owing to safety evaluation, the liver toxicity index (AST:ALT) have been monitored. 
The collected samples dehydrated in epoxy resin and alcohols due to achieving to better comparison and images, 
we. For euthanasia of mice, the anesthetic overdose  (CO2) has been utilized.

AST and ALT (liver toxicity indexes). A non-expensive, simple, and non-invasive test for predicting 
liver changes is the aspartate transaminase (AST) and alanine transaminase (ALT) screening. The AST and ALT 
enzyme investigation is the complement analysis of histopathological evaluation (H&E staining). In this regard, 
the injected mice blood enzyme was compared to the control mouse blood enzyme. Based on the literature, the 
AST:ALT ratio in the defected liver would be quite higher than the healthy liver AST:ALT ratio. The mice blood’s 

Figure 1.  A schematic illustration of nanocomposite fabrication.
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AST and ALT have been monitored by Selectra autoanalyzer spectrophotometer 24 h after intravenous injection 
(50 mg of samples).

Histopathological evaluation. The synthesized samples have been excised and the 10% formalin was 
used for fixation (duration: one week, 2 times formalin replacement), the sulfuric acid has been utilized for 
decalcification of tissues, then, samples have been dehydrated in a ethanol serial dilution, embedded in par-
affin, and Leica microtome sectioned the tissues to 5.0 µm thicknesses (Leica Microsystems, Germany). For 
all sections, Hematoxylin and Eosin (H&E) staining was performed and light microscope used for inspecting 
(Olympus, Tokyo).

Antibacterial activity. In this investigation, conventional strains of S. aureus, a genus of gram-positive, and 
P. aeruginosa, a genus of gram-negative, were employed. Antibiotics from Muller–Hill Agar culture media were 
used to test the bacteria’s susceptibility. Firstly, a solution containing a concentration of 10 g/mL of the substance 
in 0.01 mol/mL of HCl was produced. Following the incubation of bacteria, the plates were placed at 28 ℃ for 
24 h. The disks are impregnated with a volume of 15 µL of rGO/MIL-125(Ti)@PdL@DOX, rGO/MIL-125(Ti)@
PdL, and rGO/MIL-125(Ti)@DOX. Then, the discs were immersed in the medium and then placed in an incuba-
tor for 24 h at 28 ℃.

Results and discussion
The UV–Vis spectra of prepared materials in dichloromethane are showed in Fig. 2b. The L:  (H2bpbenzo) bands 
are revealed at 240, 263, and 330. All these three bands assign to the intra-ligand transitions such as aromatic 
rings π → π* and the nitrogen electron pair’s n → π*. The two bands of PdL centered at 268 (broad band) and 
387 nm that are related to n → π*, π → π* (intra-ligand transitions), and charge transfer. The nanocomposite 
(rGO/MIL-125(Ti)@DOX@PdL) just has one peak at about 228 nm that is related to DOX transitions. The 
FT-IR spectra has been showed at Fig. 2a, the L’s: (3,4-Bis(2-pyridinecarboxamido)benzophenone) spectra have 
a lot of peaks due to diversity of it functional groups and the most important peaks are as follows: the C =  Obenzo, 
C =  Oamidic, and C = C stretching mode are represented at about 1655, 1697, and 1584  cm−1 respectively. The 

Figure 2.  (a) The FT-IR spectra of; L: (3,4-Bis(2-pyridinecarboxamido)benzophenone), PdL: (Pd(3,4-Bis(2-
pyridinecarboxamido)benzophenone)), MIL125(Ti), and nanocomposite: rGO/MIL-125(Ti)@PdL@DOX. (b) 
The UV–Vis spectra of; L, PdL, and nanocomposite. The 1H NMR spectra of: (c) PdL, (d) L. The PXRD spectra 
of e: prepared MIL-125(Ti) (f) simulated pattern.
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peak which appeared at 3288 is related to N–H. The amidic C = O bond presence is proved by a sharp band at 
about 1697  cm−1 and the C-N bonds peak revealed at 1520  cm−1. The N–H bonds peak is disappeared at the 
spectra of PdL’s: (Pd(3,4-Bis(2-pyridinecarboxamido)benzophenone)) as a results of coordination to the metal 
(Pd) and deprotonation, which could be the first evidence of correct synthesis of complex. The peak of amidic 
C = O appeared at 1697  cm−1 and it is red shifted to the 1597  cm−1 in the spectra of complex. Another confirma-
tion for deprotonation and correct connection of nitrogen to the Pd would be the blue shift of νC-N from 1495 
to 1511  cm−1 and it is due to C-N bond strengthening and resonance enhancement. These compounds FT-IR 
spectra are in a good concurrence with other  literature80,81. The MIL-125(Ti) peaks are appeared at 483, 787, 
and 1574  cm−1 that are related to the connection of titanium to the oxygen, aromatic C-H bond, and aromatic 
C = C respectively. Because of presence of  H2O in the utilized solvent, the broad peak has been viewed at around 
3400  cm−1. The nanocomposite has revealed MIL-125(Ti)-like FT-IR spectra because of exitance of a lot of MIL-
125(Ti) on the  nanocarrier82.

The L and PdL’s 1H-NMR spectra have been measured in deuterated chloroform and reported in Figs. 2d and 
c. The most important peak in this type of ligands and complexes is the peaks of amidic protons (N–H) which 
reveal at around 10–11 ppm. The aforementioned peaks should disappear after the accurate connection between 
nitrogen and Pd. As it can be seen, these peaks have vanished in the PdL 1H-NMR spectra which is reliable evi-
dence of complex synthesis. Based on the conducted studies, the peaks of quinolone’s hydrogen must be appeared 
at about 7.00–9.00 ppm, and they are revealed at 7.28–8.73 ppm for L and they are blue-shifted in the PdL spectra 
owing to changing the symmetry, angles, and bonds length. The most important Hydrogens of ligand are labeled 
in Figure S15. All these peaks are in good agreement with published  research83. The PXRD pattern of prepared 
MIL-125(Ti) was in acceptable agreement with the simulated pattern and previously conducted survey. Presence 
of a quite sharp peak at about 2Ɵ: 7˚ revealed that the synthesized material was crystalline (Fig. 2e and f). The 
surface morphology of prepared nanomaterials has been evaluated by AFM (Atomic force microscopy analysis) 
and demonstrate (Fig. 3a–c) that utilizing PdL beside DOX leads to the higher poriferous surface which increase 
the drug loading capacity. The exact amount of roughness is not apparent, but, roughness relative amount would 
be promising for comparing the prepared nanocomposites with other reports. Hitherto, it is evident that the 
roughness of pristine nanocarrier is quite lower than nanocomposites and based on collected data in this study, 
using DOX and PdL beside each other leads to higher roughness in comparison with using them separately 
(Fig. 3a–c). These finding are agreed by electron microscopy (Fig. 3d–g) and literature.

It would be noticeable that, the more roughness on the nanocomposite surface, the higher ability to connect 
which is favorable in the drug release Sect.84–86. The fabricated nanocomposites’ 3D and 2D images are shown in 
Fig. 3a–c, which can confirm the abovementioned idea. To obtain the structural information and microscopic 
morphology, TEM analysis of the prepared nanocomposite (rGO/MIL-125(Ti)@DOX@ PdL) has been carried 
out. The images of this analysis clearly illustrated that the maximum size of prepared nanocomposite is 190 nm 
that makes this nanocomposite markedly applicable in drug delivery system, clarifying this, based on reported 
biological investigation the nanocarrier’s size should be in the range of 10–200 nm for accurate finding targeted 
cell, easily entering, enough remaining, and properly cleansing (Fig. 3d)87,88. The obtained sample morphology has 
been observed and presented for comparison in Fig. 3e–g. As it can be seen, the reported FESEM images reveal 
a larger semi-spherical shape for rGO/MIL-125(Ti)@PdL and semi bipyramidal shape for rGO/MIL-125(Ti)@
DOX@PdL and rGO/MIL-125(Ti)@DOX which demonstrate that combination of PdL with MIL-125(Ti) might 
lead to the new bond between Ti nods and PdL. Using DOX lonely can lead to a little bit of aggregation for MIL-
125(Ti), and utilizing it beside PdL could not noticeably change the MIL-125(Ti) morphology owing to linking 
the L’s quinolines aromatic rings to the DOX aromatic ring by π-π interaction. All patterns have been shown to 
have a carbon-based substrate and single-layer nanomaterials structure. It is proved that this type of aggrega-
tion which is illustrated in Fig. 3e1, f1, and g1 does not have any effective problem in biomedical usage (gene/
drug delivery)69,89. The SEM–EDS analysis was utilized for the characterization of the prepared samples’ chemi-
cal composition. Figure 4a, illustrate that the synthesized nanocomposite surface contains carbon, palladium, 
titanium, nitrogen, and oxygen. The EDS mapping of these elements has displayed that these elements are well 
distributed on the surface of the nanocomposite. As it can be seen, the oxygen percentage is far more than the 
nitrogen percentage which these differences would make the surface potential negative and the zeta potential 
analysis result has been proved it (zeta potential: -10 mV) (Figure S16). The investigation of these images can shed 
a clear light on understanding surface morphology. First of all, the shape of the MIL-125(Ti) is semi-spherical 
in the max view of the rGO/MIL-125(Ti)@PdL, and the shape of this compound in the max view of rGO/MIL-
125(Ti)@DOX@PdL and rGO/MIL-125(Ti)@DOX is semi-bipyramidal. Secondly, most of the palladium and 
nitrogen distributions are centralized on/in the MIL-125(Ti). It is noticeable that the oxygen saturation on the 
rGO surface is quite lower than MIL-125(Ti)  surface90.

The stability investigation before any biological analysis is necessary for any new nanomaterials’91–93. In this 
regard, the biological stability of synthesized nanoparticles has been evaluated in different media for 2880 min 
(Fig. S14A and B). The nanocomposite’s particle size in the DMEM + 10% FBS (Figure S14B) has been doubled 
(compared to the median DLS results of nanocomposite in the DI water) after pouring the DMEM + 10% FBS to 
the pH-adjusted mixture and then increased to about 600 nm near 48 h. Based on reported results, its increment 
trend would be plateaued after 48  h94. The nanocomposite’s particle size in the PBS was increased by about 30% 
immediately after medium addition and then plateaued before the 24 h (~ 250 nm). Based on the literature, these 
collected data revealed acceptable biological stability when some of the reported nanomaterials were aggregated 
and not stable for longer than 24  h95,96. To achieve the sharp and clear images of the cells, fluorescence micros-
copy has been utilized instead of conventional microscopes and it is due to excluding most of the lights from 
samples that are not eradiated from microscopes. It should be noted that the encapsulation efficiency of DOX to 
the prepared nanocomposite was recorded at 48.9%. The conventional microscopes are not utilizable for viewing 
the thick tissue specimen for in vitro and in vivo investigation owing to requiring a thin cut of frozen or fixed 
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 tissue97. Regarding, the cellular uptake has been carried out by 2D fluorescence microscopy before any in vitro 
investigation of the cultured cells. The DOX can interact chemically and physically into and onto the nanocar-
rier’s porosity (van der Waals interactions, hydrogen bonds, and π-π interactions). Additionally, this study’s 
engineered nanosystem can establish more π-π interactions between PdL and DOX. This reinforced connection 
leads to lower cytotoxicity in the biological pH which is vivid in the 2D fluorescence microscopy and MTT 
assay results (HEK-293 cell line). The images of the 2D fluorescence microscopy (Fig. 4b) demonstrate that the 
nanocomposites are connected successfully to the cell membrane instead of the cell nucleus. The cells popula-
tion prove the fact that the prepared nanomaterial’s cytotoxicity is not high and this makes them a competent 
candidate for drug and gene delivery systems. The MDA-MB-231 cell line is quite susceptible to the DOX and 
as a result of its easier leaching from rGO/MIL-125(Ti)@DOX in comparison with rGO/MIL-125(Ti)@DOX@
PdL, the cell population of that (Fig. 4b–e1) is conspicuously dropped.

Figure 3.  The 2D, 3D, and linear roughness of nanocomposites’ poriferous surface (a) rGO/MIL-125(Ti)@
PdL, (b) rGO/MIL-125(Ti)@DOX, and (c) (rGO/MIL-125(Ti)@PdL@DOX). (d) TEM results of prepared 
nanocomposite rGO/MIL-125(Ti)@DOX@PdL. FESEM results of prepared nanocomposites. (e) rGO/MIL-
125(Ti)@DOX, (f) rGO/MIL-125(Ti)@PdL, (g) rGO/MIL-125(Ti)@DOX@PdL.
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The following-up action after successful cellular uptake would be screening the cytotoxicity of the specimen 
on the cell lines. All fabricated nanosystem toxicity has been carried out on the HEK-293 cell line and the HT-29 
cell line. Based on the MTT assay results, although, both cultured cells demonstrated a similar and convergent 
manner after 24 and 48 h treatment, HT-29 (Fig. 5b, d, f, and h) cell line revealed more sensitivity (about 50%) 
against DOX compared to HEK-293 (Fig. 5a, c, e, and g). The median cytotoxicity of rGO/MIL-125(Ti)@DOX 
on the HEK-293 were 25% and 31% for 24 and 48 h treatment (respectively) and for HT-29 were 36% and 45% 
and it is scientific and proven fact that more than 30% toxicity have a catastrophic consequence on eukaryotes. 
The cell viability of rGO/MIL-125(Ti)@PdL was excellent on both cell lines and the MTT results illustrated 
only about 10% cytotoxicity for this nanocomposite, it is quotable that based on the other survey, the complexes 
which prepared by palladium and carboxamide have a high cytotoxicity (about 30%) and it is quite interesting 
that inserting this high toxic compound to the MIL-cage has been drastically increased the cell viability. As in 
the last sections it (utilizing a complex of palladium beside DOX) showed that can be profitable, and it is time to 
turn our attention toward its MTT assay results. As it can be seen, the cytotoxicity of rGO/MIL-125(Ti)@DOX@
PdL on HEK-293 cell lines were 15% and 24% for 24 and 48 h treatment (respectively) and for HT-29 cell lines 
were 23% and 30% that these data are about 50% batter than utilizing DOX lonely, it is absolutely appealing that 
this study’s aim fulfilled and the more-biocompatible compound has been designed. The correlation between 
treatment time and concentration and their effect on the cell viability has been illustrated on the heat map graph 
(Fig. 5e–h), and by increasing the concentration of nanocomposites and spending the time, the cell viability 
has been decreased. The interaction among the prepared nanostructures and cell membrane explanation needs 
more biological experiments. The three parameters’ statistic results of these calculated data are demonstrated 
in the Table S2-S5. The screening of IC50 results showed reverse ratio between the treatment duration and the 
concentration of nanocomposite for utilizing just PdL in the nanocomposite structure, it means by doubling the 
time of treatment, the IC50 halved. On the other hand, after doubling the treatment time for a sample with just 

Figure 4.  (a) The EDS and map of rGO/MIL-125(Ti)@DOX@PdL (a-h), rGO/MIL-125(Ti)@PdL (i-p), and 
rGO/MIL-125(Ti)@DOX (q-x) nanocomposites. (Max view: a, i, and q. Carbon: b, j, and r. Nitrogen: c, k, and s. 
Titanium: d, l, and t. Oxygen: f, n, and v. Palladium: g, o, and w. Combination: h, p, and x. EDS: e, m, and u). (b) 
Intracellular uptake images of DOX loaded nanocomposites by 2D fluorescence microscopy on HEK-293 (a and 
b), MCF-7 (c and d), MDA-MB-231 (e and f), and SW-1736 (g and h) cell lines (treatment time was 4 h).
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Figure 5.  The MTT assay median results after 24 and 48 h of treatment on the HEK-293 (a and c) and 
HT-29 cell lines (b and d). The MTT assay’s heat map results in different concentrations (0.1–50 mg/mL) of 
different nanocarriers and nanomaterials on the HEK-293 (e and g) and HT-29 (f and h) after 24 and 48 h of 
treatment. The drug release profile (time-dependent characteristic) at pH (4.5), (5.5), and (7.4) showed in i, 
j, and k respectively. The 2D heat-map at pH (4.5, 5.5, and 7.2) drug release profile has been revealed at (l, m, 
and n). (The bluish and the reddish color can indicate the lowest and the highest drug release percentage). *p 
value < 0.05 and **p value < 0.01.
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DOX, the IC50 become a tenth which is due to the high toxicity of DOX. At the end, the IC50 value of rGO/
MIL-125(Ti)@DOX@PdL relatively quartered by doubling the treatment time.

As a proven fact, the tumorous cellular endo-lysosomes have lower pH in comparison with normal cells, to 
mimic this acidic condition and investigating this condition effect on the DOX loaded nanosystem, three dif-
ferent nanomaterials (rGO/DOX, rGO/MIL-125(Ti)@DOX, rGO/MIL-125(Ti)@DOX@PdL) have been used 
in a buffered solution at pH: 4.5, 5.5, and biological pH 7.4 (Fig. 5i–k). This analysis results revealed that in the 
absence of any type of connection reinforcer (MIL-125(Ti) and PdL), the DOX release would be spontaneous 
and even in the biological pH (7.4), about 100% of DOX would be drastically released before 120 h and it would 
be severe by decreasing the pH to the 4.5 which almost 100% of DOX discharged from nanocarrier before 20 h 
because of easily protonation and increasing the solubility of DOX. Presence of MIL-cage and PdL lead to supe-
rior adsorption and absorption of DOX due to porous surface, cavities, and π-π interactions which prevent the 
DOX’s readily off-load. As it can be seen in the Fig. 5l–n, although both of the rGO/MIL-125(Ti)@DOX and 
rGO/MIL-125(Ti)@DOX@PdL had an acceptable drug release in the physiological pH 7.4, as it was expected, 
the release-percentage of rGO/MIL-125(Ti)@DOX@PdL was about 40% lower than rGO/MIL-125(Ti)@DOX 
that is considerable. The desirable nanosystem should release the therapeutic agent step by step and gradually, 
this manner is more vivid at the trend of rGO/MIL-125(Ti)@DOX@PdL and it would be on account of nanocar-
riers harder fragmentation because of more π-π stacking interaction among rGO, MIL, PdL, and DOX. All the 
release process can ascribe to the decreasing the nanocarrier surface negative charge due to effortlessly protona-
tion of the nanocarriers surface in the acidic pH which leads to decreasing the electrostatic interaction among 
the nanocarrier and the other protonated compounds that are immobilized on the nanocarrier. The collected 
results screening revealed that the proposed nanocomposite (rGO/MIL-125(Ti)@DOX@PdL) has a dependent 
response to tumoral pH and can release the therapeutic slowly but  surely98,99.

In order to investigate the in vivo biocompatibility and effect of the prepared nanoparticles on the liver organ, 
H&E analysis on the isolated livers proceeded and the morphology of the liver after injections was evaluated. 
Based on the results (Fig. 6), some sites of the liver were degraded because of the presence of toxic compart-
ments in the injected sample; however, the whole morphology of the liver remained intact, which is a promis-
ing result. The AST and ALT liver toxicity index have been monitored as a histopathological complimentary 
analysis. Based on the collected data and compared to the literature, the AST:ALT ratio for healthy mice is under 
1.5 and our AST0:ALT0 ratio for the control mouse was 1.32. As we had the control sample, every ASTn:ALTn 
ratio should be calculated as follow: ASTn:ALTn/AST0:ALT0 (n is the sample number). In this regard, the result 
of intravenous injection of 50 mg of rGO/MIL-125(Ti)@DOX after 24 h was 2.06/1.32 = 1.56 and this ratio 
for rGO/MIL-125(Ti)@DOX@PdL was 1.93/1.32 = 1.46 which is another evidence for biosafety of prepared 
 nanocomposite100,101.

The prepared nanocomposites’ (rGO/MIL-125(Ti)@DOX@PdL) antibacterial activity has been screened and 
compared with rGO/MIL-125(Ti)@PdL and rGO/MIL-125(Ti)@DOX. These nanocomposites’ antibacterial 
activity has been tested against P. aeruginosa as a gram-negative and S. aureus as a gram-positive bacterium and 
the median results are reported. The pictures in Figure S2 can successfully vivid that all these nanocomposites 
had acceptable inhibitory against both gram-positive and -negative bacterium. Based on other conducted surveys, 
it was expectable that between rGO/MIL-125(Ti)@PdL (Figure S2-b+ and S2-b−) and rGO/MIL-125(Ti)@DOX 
(Figure S2-c+ and S2-c−), the PdL containing nanocomposite reveal more inhibitory activity owing to preparing 
more ROS (reactive oxygen species) which has been fulfilled. The synergic effect of utilizing DOX and PdL beside 
each other made considerable differences. Using PdL beside DOX has increased (about 50%) the antibacterial 
activity on gram-negative and about 200% on gram-positive bacterium which was quite promising (Figure S2-a+ 
and S2-a−). It is noticeable that all tests have been repeated three times and the median data are reported. These 

Figure 6.  High magnification of H&E counterstain of (a-d) rGO/MIL-125(Ti)@DOX@PdL, and (e–h) rGO/
MIL-125(Ti)@DOX on rat liver.
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considerable results showed that not only prepared nanocomposites to have antibacterial activity, but also utilize 
palladium complexes beside the drug can boost inhibitory activity.

Conclusion
Based on structural engineering, the rGO, MIL-125(Ti), PdL, and DOX have been chosen to achieve a more 
efficient, environmentally friendly, biocompatible, biodegradable, and cost-effective nanosystem (rGO/MIL-
125(Ti)@DOX@PdL). Subsequently, prepared nanocomposite has been characterized by TEM, FESEM, 
13C,1HNMR, UV–Vis, FT-IR, and AFM. The cytotoxicity of rGO/MIL-125(Ti)@PdL@DOX has been screened 
by different cell lines (HEK-293 and HT-29) and imaged by 2D fluorescence microscopy and the drug release 
profile (time-dependent) of fabricated nanomaterial in various pH (4.5, 5.5, and 7.4) carried out. Antibacterial 
activity screening revealed the most promising results and showed that utilizing PdL next to the DOX can extend 
the inhibitory activity by about 200%. The in vivo testing was conducted on rat liver and H&E results were imaged 
by 2D fluorescence microscopy. The in vivo results showed more than 60% biocompatibility with the liver of the 
mammalian, which is a promising result. The goal of this exploration was synthesizing the green and efficient 
nanocomposite which is utilizable for codelivery of PdL and DOX which has been fulfilled.

Data availability
All data generated or analyzed during this study are included in this published article.

Received: 6 May 2022; Accepted: 4 July 2022

References
 1. Torchilin, V. P. Recent advances with liposomes as pharmaceutical carriers. Nat. Rev. Drug Discovery 4, 145–160 (2005).
 2. Shokri, Z. et al. Elucidating the impact of enzymatic modifications on the structure, properties, and applications of cellulose, 

chitosan, starch and their derivatives: a review. Mater. Today Chem. 24, 100780 (2022).
 3. Seidi, F., Saeb, M. R., Jin, Y., Zinck, P. & Xiao, H. Thiol-lactam initiated radical polymerization (TLIRP): scope and application 

for the surface functionalization of nanoparticles. Mini-Rev. Org. Chem. 19, 416–431 (2022).
 4. Ahmadi, S. et al. Stimulus-responsive sequential release systems for drug and gene delivery. Nano Today 34, 100914 (2020).
 5. Keup, C. et al. Longitudinal multi-parametric liquid biopsy approach identifies unique features of circulating tumor cell, extra-

cellular vesicle, and cell-free DNA characterization for disease monitoring in metastatic breast cancer patients. Cells 10, 212 
(2021).

 6. Seidi, F. et al. Functionalized masks: powerful materials against COVID-19 and future pandemics. Small 17, 2102453 (2021).
 7. Seidi, F. et al. Radical polymerization as a versatile tool for surface grafting of thin hydrogel films. Polym. Chem. 11, 4355–4381 

(2020).
 8. Rabiee, N. et al. Diatoms with invaluable applications in nanotechnology, biotechnology, and biomedicine: recent advances. 

ACS Biomater. Sci. Eng. 7, 3053–3068 (2021).
 9. Campanacci, M. Bone and soft tissue tumors: clinical features, imaging, pathology and treatment (Springer Science & Business 

Media, Berlin, 2013).
 10. Ashrafizadeh, M. et al. Doxorubicin-loaded graphene oxide nanocomposites in cancer medicine: Stimuli-responsive carriers, 

co-delivery and suppressing resistance. Expert Opin. Drug Deliv. 19, 355–382 (2022).
 11. Ramezani Farani, M. et al. Folic acid-adorned curcumin-loaded iron oxide nanoparticles for cervical cancer. ACS Appl. Bio 

Mater. 5, 1305–1318 (2022).
 12. Shokrani, H. et al. Cell-seeded biomaterial scaffolds: the urgent need for unanswered accelerated angiogenesis. Int. J. Nanomed. 

17, 1035–1068 (2022).
 13. Nosrati, H. et al. Prodrug polymeric nanoconjugates encapsulating gold nanoparticles for enhanced X-Ray radiation therapy 

in breast cancer. Adv. Healthcare Mater. 11, 2102321 (2022).
 14. Rabiee, N. et al. Synthesis, characterization and mechanistic study of nano chitosan tetrazole as a novel and promising platform 

for CRISPR delivery. Int. J. Polym. Mater. Polym. Biomater. 71, 116–126 (2022).
 15. Ahmadi, S. et al. Mission impossible for cellular internalization: When porphyrin alliance with UiO-66-NH2 MOF gives the 

cell lines a ride. J. Hazardous Mater. 129259 (2022).
 16. Diaz-Ruiz, R., Uribe-Carvajal, S., Devin, A., Rigoulet, M. Tumor cell energy metabolism and its common features with yeast 

metabolism. Biochimica et Biophysica Acta (BBA) Reviews on Cancer 1796, 252–265 (2009).
 17. Qin, N. et al. Opposing effects of HIF1α and HIF2α on chromaffin cell phenotypic features and tumor cell proliferation: insights 

from MYC-associated factor X. Int. J. Cancer 135, 2054–2064 (2014).
 18. Rabiee, N., Ahmadi, S., Akhavan, O. & Luque, R. Silver and gold nanoparticles for antimicrobial purposes against multi-drug 

resistance bacteria. Materials 15, 1799 (2022).
 19. Rabiee, N. et al. Synthesis of green benzamide-decorated UiO-66-NH2 for biomedical applications. Chemosphere 299, 134359 

(2022).
 20. Peng, C., Huang, Y. & Zheng, J. Renal clearable nanocarriers: Overcoming the physiological barriers for precise drug delivery 

and clearance. J. Control. Release 322, 64–80 (2020).
 21. Semple, S. C., Chonn, A. & Cullis, P. R. Interactions of liposomes and lipid-based carrier systems with blood proteins: Relation 

to clearance behaviour in vivo. Adv. Drug Deliv. Rev. 32, 3–17 (1998).
 22. Emam, S. E. et al. Anti-PEG IgM production and accelerated blood clearance phenomenon after the administration of PEGylated 

exosomes in mice. J. Control. Release 334, 327–334 (2021).
 23. Abdollahiyan, P. et al. Providing multicolor plasmonic patterns with graphene quantum dots functionalized d-penicillamine 

for visual recognition of V (V), Cu (II), and Fe (III): colorimetric fingerprints of GQDs-DPA for discriminating ions in human 
urine samples. J. Mol. Recognit. 34, e2936 (2021).

 24. Aminabad, E. D. et al. Sensitive immunosensing of α-synuclein protein in human plasma samples using gold nanoparticles 
conjugated with graphene: an innovative immuno-platform towards early stage identification of Parkinson’s disease using point 
of care (POC) analysis. RSC Adv. 12, 4346–4357 (2022).

 25. Seidi, F., Zhao, W., Xiao, H., Jin, Y. & Zhao, C. (Wiley Online Library, 2020).
 26. Saadati, A., Farshchi, F., Hasanzadeh, M. & Seidi, F. A microfluidic paper-based colorimetric device for the visual detection of 

uric acid in human urine samples. Anal. Methods 13, 3909–3921 (2021).
 27. Li, R. et al. Design and construction of fluorescent cellulose nanocrystals for biomedical applications. Adv. Mater. Interfaces 9, 

2101293 (2022).



13

Vol.:(0123456789)

Scientific Reports |        (2022) 12:12105  | https://doi.org/10.1038/s41598-022-16058-w

www.nature.com/scientificreports/

 28. Zhong, Y., Xiao, H., Seidi, F. & Jin, Y. Natural polymer-based antimicrobial hydrogels without synthetic antibiotics as wound 
dressings. Biomacromol 21, 2983–3006 (2020).

 29. Tembhare, S. P., Barai, D. P. & Bhanvase, B. A. Performance evaluation of nanofluids in solar thermal and solar photovoltaic 
systems: A comprehensive review. Renew. Sustain. Energy Rev. 153, 111738 (2022).

 30. Prasad, K. et al. Synergic bactericidal effects of reduced graphene oxide and silver nanoparticles against Gram-positive and 
Gram-negative bacteria. Sci. Rep. 7, 1–11 (2017).

 31. Berean, K. J. et al. Enhanced gas permeation through graphene nanocomposites. J. Phys. Chem. C 119, 13700–13712 (2015).
 32. Chadar, R., Afzal, O., Alqahtani, S. M. & Kesharwani, P. Carbon nanotubes as an emerging nanocarrier for the delivery of 

doxorubicin for improved chemotherapy. Colloids and Surfaces B: Biointerfaces, 112044 (2021).
 33. Dash, B. S., Jose, G., Lu, Y.-J. & Chen, J.-P. Functionalized reduced graphene oxide as a versatile tool for cancer therapy. Int. J. 

Mol. Sci. 22, 2989 (2021).
 34. Abdollahiyan, P., Hasanzadeh, M., Seidi, F. & Pashazadeh-Panahi, P. An innovative colorimetric platform for the low-cost and 

selective identification of Cu (II), Fe (III), and Hg (II) using GQDs-DPA supported amino acids by microfluidic paper-based 
(µPADs) device: Multicolor plasmonic patterns. J. Environ. Chem. Eng. 9, 106197 (2021).

 35. Gupta, N. et al. Site-specific delivery of a natural chemotherapeutic agent to human lung cancer cells using biotinylated 2D rGO 
nanocarriers. Mater. Sci. Eng., C 112, 110884 (2020).

 36. Huang, Y. et al. Recent advances on the bacterial cellulose-derived carbon aerogels. J. Mater. Chem. C 9, 818–828 (2021).
 37. Saeb, M. R. et al. Green CoNi2S4/porphyrin decorated carbon-based nanocomposites for genetic materials detection. J. Bioresour. 

Bioprod. 6, 215–222 (2021).
 38. Huang, Y. et al. N-doped porous carbon nanofibers fabricated by bacterial cellulose-directed templating growth of MOF crystals 

for efficient oxygen reduction reaction and sodium-ion storage. Carbon 168, 12–21 (2020).
 39. Liu, Y. et al. Porphyrin derived dual-emissive carbon quantum dots: Customizable synthesis and application for intracellular 

Cu2+ quantification. Sens. Actuators, B Chem. 343, 130072 (2021).
 40. Ahmad, R. et al. Engineered hierarchical CuO nanoleaves based electrochemical nonenzymatic biosensor for glucose detection. 

J. Electrochem. Soc. 168, 017501 (2021).
 41. Ahmed, J. Y. & Alrubaye, R. T. A. Gas adsorption and storage at metal-organic frameworks. Journal of Engineering 28, 65–75 

(2022).
 42. Ali, A. et al. CuO assisted borate 1393B3 glass scaffold with enhanced mechanical performance and cytocompatibility: An 

In vitro study. J. Mech. Behav. Biomed. Mater. 114, 104231 (2021).
 43. Li, Y., Jiang, C., Chen, X., Jiang, Y. & Yao, C. Yb3+-doped two-dimensional upconverting tb-mof nanosheets with luminescence 

sensing properties. ACS Appl. Mater. Interfaces (2022).
 44. He, H., Li, H., Cui, Y. & Qian, G. MOF-based organic microlasers. Adv. Opt. Mater. 7, 1900077 (2019).
 45. Zhang, Y., Feng, X., Yuan, S., Zhou, J. & Wang, B. Challenges and recent advances in MOF–polymer composite membranes for 

gas separation. Inorg. Chem. Front. 3, 896–909 (2016).
 46. Fu, X. et al. A natural polysaccharide mediated MOF-based Ce6 delivery system with improved biological properties for pho-

todynamic therapy. J. Mater. Chem. B 8, 1481–1488 (2020).
 47. Pinto, R. V. et al. Tuning cellular biological functions through the controlled release of NO from a porous Ti-MOF. Angew. Chem. 

Int. Ed. 59, 5135–5143 (2020).
 48. Rabiee, N. et al. Porphyrin molecules decorated on metal–organic frameworks for multi-functional biomedical applications. 

Biomolecules 11, 1714 (2021).
 49. Rabiee, N., Safarkhani, M. & Rabiee, M. Rapid electrochemical ultra-sensitive evaluation and determination of daptomycin 

based on continuous cyclic voltammetry. Curr. Pharm. Anal. 16, 181–185 (2020).
 50. Rabiee, N., Safarkhani, M. & Amini, M. M. Investigating the structural chemistry of organotin (IV) compounds: recent advances. 

Rev. Inorg. Chem. 39, 13–45 (2019).
 51. Marandi, A., Nasiri, E., Koukabi, N. & Seidi, F. The Fe3O4@ apple seed starch core-shell structure decorated In (III): A green 

biocatalyst for the one-pot multicomponent synthesis of pyrazole-fused isocoumarins derivatives under solvent-free conditions. 
Int. J. Biol. Macromol. 190, 61–71 (2021).

 52. Mahmood, Q., Rashid, A., Ahmad, S. S., Azim, M. R. & Bilal, M. in The plant family Brassicaceae 35–69 (Springer, 2012).
 53. Sun, C.-Y., Qin, C., Wang, X.-L. & Su, Z.-M. Metal-organic frameworks as potential drug delivery systems. Exp. Opin. Drug 

Deliv. 10, 89–101 (2013).
 54. Horcajada, P. et al. Porous metal–organic-framework nanoscale carriers as a potential platform for drug delivery and imaging. 

Nat. Mater. 9, 172–178 (2010).
 55. Mukherjee, A., Su, W.-N., Pan, C.-J. & Basu, S. One pot synthesis of Pd@ CuO core-shell nanoparticles for electro catalytic 

oxidation of ethylene glycol for alkaline direct fuel cell. J. Electroanal. Chem. 882, 115006 (2021).
 56. Carvalho, C. et al. Doxorubicin: the good, the bad and the ugly effect. Curr. Med. Chem. 16, 3267–3285 (2009).
 57. Emadi, A., Jones, R. J. & Brodsky, R. A. Cyclophosphamide and cancer: golden anniversary. Nat. Rev. Clin. Oncol. 6, 638–647 

(2009).
 58. Wagstaff, A. J., Ward, A., Benfield, P. & Heel, R. C. Carboplatin. Drugs 37, 162–190 (1989).
 59. Cottu, P. et al. Ribociclib plus letrozole in subgroups of special clinical interest with hormone receptor–positive, human epidermal 

receptor 2–negative advanced breast cancer: Subgroup analysis of the phase IIIb CompLEEment-1 trial. The Breast (2022).
 60. Ling, Y. et al. circCDYL2 promotes trastuzumab resistance via sustaining HER2 downstream signaling in breast cancer. Mol. 

Cancer 21, 1–16 (2022).
 61. Saadati, A., Hasanzadeh, M. & Seidi, F. Biomedical application of hyperbranched polymers: Recent Advances and challenges. 

TrAC, Trends Anal. Chem. 142, 116308 (2021).
 62. Goff, C. B., Stapleton, A., Aboulafia, D. M. & Dasanu, C. A. Necrotizing leg gangrene from invasive cutaneous Kaposi sarcoma, 

reversed by pegylated liposomal doxorubicin. Journal of Oncology Pharmacy Practice, 10781552211073532 (2022).
 63. Lao, J. et al. Liposomal doxorubicin in the treatment of breast cancer patients: a review. J. Drug Deliv. 2013 (2013).
 64. Kantarjian, H. et al. Long‐term follow‐up results of hyperfractionated cyclophosphamide, vincristine, doxorubicin, and dexa-

methasone (Hyper‐CVAD), a dose‐intensive regimen, in adult acute lymphocytic leukemia. Cancer Interdiscip. Int. J. Am. Cancer 
Soc. 101, 2788–2801 (2004).

 65. von der Maase, H. et al. Long-term survival results of a randomized trial comparing gemcitabine plus cisplatin, with methotrex-
ate, vinblastine, doxorubicin, plus cisplatin in patients with bladder cancer. J. Clin. Oncol. 23, 4602–4608 (2005).

 66. Cabrera-García, A. et al. Amino modified metal-organic frameworks as pH-responsive nanoplatforms for safe delivery of 
camptothecin. J. Colloid Interface Sci. 541, 163–174 (2019).

 67. Dinan, N. M. et al. Doxorubicin loaded folate-targeted carbon nanotubes: Preparation, cellular internalization, in vitro cyto-
toxicity and disposition kinetic study in the isolated perfused rat liver. Mater. Sci. Eng., C 39, 47–55 (2014).

 68. Devi, A. B. et al. Novel synthesis and characterization of CuO nanomaterials: Biological applications. Chin. Chem. Lett. 25, 
1615–1619 (2014).

 69. Bagherzadeh, M., Kaveh, R. & Mahmoudi, H. Facile synthesis of a recyclable Pd-rGO/CNT/CaFe 2 O 4 nanocomposite with 
high multifunctional photocatalytic activity under visible light irradiation. J. Mater. Chem. A 7, 16257–16266 (2019).



14

Vol:.(1234567890)

Scientific Reports |        (2022) 12:12105  | https://doi.org/10.1038/s41598-022-16058-w

www.nature.com/scientificreports/

 70. Cuong, H. N. et al. New frontiers in the plant extract mediated biosynthesis of copper oxide (CuO) nanoparticles and their 
potential applications: A review. Environ. Res. 203, 111858 (2022).

 71. Chen, Q., Xu, S., Liu, S., Wang, Y. & Liu, G. Emerging nanomedicines of paclitaxel for cancer treatment. J. Controlled Release 
(2022).

 72. Bald, E., Saigo, K. & Mukaiyama, T. A facile synthesis of carboxamides by using 1-methyl-2-halopyridinium iodides as coupling 
reagents. Chem. Lett. 4, 1163–1166 (1975).

 73. Rafique, S., Idrees, M., Nasim, A., Akbar, H. & Athar, A. Transition metal complexes as potential therapeutic agents. Biotechnol. 
Mol. Biol. Rev. 5, 38–45 (2010).

 74. Renfrew, A. K. Transition metal complexes with bioactive ligands: mechanisms for selective ligand release and applications for 
drug delivery. Metallomics 6, 1324–1335 (2014).

 75. Bai, S. et al. Synthesis and structure–activity relationship studies of conformationally flexible tetrahydroisoquinolinyl triazole 
carboxamide and triazole substituted benzamide analogues as σ2 receptor ligands. J. Med. Chem. 57, 4239–4251 (2014).

 76. Muskawar, P. N., Thenmozhi, K. & Bhagat, P. R. Designing of thermally stable amide functionalized benzimidazolium perchlorate 
ionic liquid for transamidation of primary carboxamides. Appl. Catal. A 493, 158–167 (2015).

 77. Sohail, M. et al. Synthesis of highly crystalline NH2-MIL-125 (Ti) with S-shaped water isotherms for adsorption heat transfor-
mation. Cryst. Growth Des. 17, 1208–1213 (2017).

 78. Jose, P. P. A., Kala, M., Kalarikkal, N. & Thomas, S. Reduced graphene oxide produced by chemical and hydrothermal methods. 
Mater. Today Proc. 5, 16306–16312 (2018).

 79. Guiot, C. & Spalla, O. Stabilization of TiO2 nanoparticles in complex medium through a pH adjustment protocol. Environ. Sci. 
Technol. 47, 1057–1064 (2013).

 80. Mete, T. B., Singh, A. & Bhat, R. G. Transition-metal-free synthesis of primary to tertiary carboxamides: A quick access to 
prodrug-pyrazinecarboxamide. Tetrahedron Lett. 58, 4709–4712 (2017).

 81. Kiani, M. et al. Promising new catalytic properties of a Co (II)-carboxamide complex and its derived Co3O4 nanoparticles for 
the Mizoroki-Heck and the Epoxidation reactions. Appl. Organomet. Chem. 34, e5911 (2020).

 82. Li, N., Liu, X., Zhou, J., Chen, W. & Liu, M. Encapsulating CuO quantum dots in MIL-125 (Ti) coupled with g-C3N4 for efficient 
photocatalytic CO2 reduction. Chem. Eng. J. 399, 125782 (2020).

 83. Sumrra, S. H. et al. Metal based drugs: design, synthesis and in-vitro antimicrobial screening of Co (II), Ni (II), Cu (II) and Zn 
(II) complexes with some new carboxamide derived compounds: crystal structures of N-[ethyl (propan-2-yl) carbamothioyl] 
thiophene-2-carboxamide and its copper (II) complex. J. Enzyme Inhib. Med. Chem. 31, 590–598 (2016).

 84. Momeni, A. et al. Gold-based nanoplatform for a rapid lateral flow immunochromatographic test assay for gluten detection. 
BMC Biomed. Eng. 4, 1–11 (2022).

 85. Rabiee, N. et al. Green metal-organic frameworks (MOFs) for biomedical applications. Microporous Mesoporous Mater. 111670 
(2022).

 86. Rabiee, N. et al. Polymer-coated NH2-UiO-66 for the codelivery of DOX/pCRISPR. ACS Appl. Mater. Interfaces. 13, 10796–10811 
(2021).

 87. Yuan, X. et al. One-pot self-assembly and photoreduction synthesis of silver nanoparticle-decorated reduced graphene oxide/
MIL-125 (Ti) photocatalyst with improved visible light photocatalytic activity. Appl. Organomet. Chem. 30, 289–296 (2016).

 88. Olowoyo, J. O. et al. Reduced graphene oxide/NH2-MIL-125 (Ti) composite: Selective CO2 photoreduction to methanol under 
visible light and computational insights into charge separation. J. CO2 Util. 42, 101300 (2020).

 89. Rabiee, N. et al. Multifunctional 3D hierarchical bioactive green carbon-based nanocomposites. ACS Sustain. Chem. Eng. 9, 
8706–8720 (2021).

 90. Yang, Y. et al. Robust fluorine-free colorful superhydrophobic PDMS/NH2-MIL-125 (Ti)@ cotton fabrics for improved ultraviolet 
resistance and efficient oil–water separation. Cellulose 26, 9335–9348 (2019).

 91. Rabiee, N. et al. Natural polymers decorated MOF-MXene nanocarriers for co-delivery of doxorubicin/pCRISPR. ACS Appl. 
Bio Mater. 4, 5106–5121 (2021).

 92. Rabiee, N. et al. Turning toxic nanomaterials into a safe and bioactive nanocarrier for co-delivery of DOX/pCRISPR. ACS Appl. 
Bio Mater. 4, 5336–5351 (2021).

 93. RamezaniFarani, M. et al. Detection of dopamine receptors using nanoscale dendrimer for potential application in targeted 
delivery and whole-body imaging: synthesis and in vivo organ distribution. ACS Appl. Bio Mater. 5, 1744–1755 (2022).

 94. Maiorano, G. et al. Effects of cell culture media on the dynamic formation of protein− nanoparticle complexes and influence on 
the cellular response. ACS Nano 4, 7481–7491 (2010).

 95. Yu, S.-M., Laromaine, A. & Roig, A. Enhanced stability of superparamagnetic iron oxide nanoparticles in biological media using 
a pH adjusted-BSA adsorption protocol. J. Nanopart. Res. 16, 1–15 (2014).

 96. Soliman, M. G., Pelaz, B., Parak, W. J. & Del Pino, P. Phase transfer and polymer coating methods toward improving the stability 
of metallic nanoparticles for biological applications. Chem. Mater. 27, 990–997 (2015).

 97. Nwaneshiudu, A. et al. Introduction to confocal microscopy. J. Investig. Dermatol. 132, 1–5 (2012).
 98. Wells, C. et al. Engineering of mesoporous silica coated carbon-based materials optimized for an ultrahigh doxorubicin payload 

and a drug release activated by pH, T, and NIR-light. Adv. Func. Mater. 28, 1706996 (2018).
 99. Oliveira, J. R. et al. Carbon-based magnetic nanocarrier for controlled drug release: a green synthesis approach. C 5, 1 (2019).
 100. Hall, P. & Cash, J. What is the real function of the liver ‘function’tests?. Ulst. Med. J. 81, 30 (2012).
 101. Sher, Y.-P. & Hung, M.-C. Blood AST, ALT and urea/BUN level analysis. Bio-protocol 3, e931–e931 (2013).

Acknowledgements
Support of this study by the Sharif University of Technology Research Council is gratefully acknowledged.

Author contributions
M.S. and M.B. conceived the original idea and with the contributions of A.M.G. and F.T.M. and M.K. developed 
the study. M.S. performed the experiments with the contribution of A.M.G., S.A., H.D., and N.R. and analyzed 
the results with the contribution of N.A. The manuscript was written by M.S., N.S.A., Y.F., and F.R. and was 
finalized with all authors’ assistance. M.B. provided advice, expertise, reagents, and materials. All authors read 
and edited the manuscript.

Competing interests 
The authors declare no competing interests.

Additional information
Supplementary Information The online version contains supplementary material available at https:// doi. org/ 
10. 1038/ s41598- 022- 16058-w.

https://doi.org/10.1038/s41598-022-16058-w
https://doi.org/10.1038/s41598-022-16058-w


15

Vol.:(0123456789)

Scientific Reports |        (2022) 12:12105  | https://doi.org/10.1038/s41598-022-16058-w

www.nature.com/scientificreports/

Correspondence and requests for materials should be addressed to M.B.

Reprints and permissions information is available at www.nature.com/reprints.

Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access  This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the 
Creative Commons licence, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons licence, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons licence and your intended use is not 
permitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from 
the copyright holder. To view a copy of this licence, visit http:// creat iveco mmons. org/ licen ses/ by/4. 0/.

© The Author(s) 2022

www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	MIL-125-based nanocarrier decorated with Palladium complex for targeted drug delivery
	Materials and method
	Synthesis section
	Synthesis of ligand H2bpbenzo (3,4-Bis(2-pyridinecarboxamido)benzophenone) (L). 
	Synthesis of complex PdII(bpbenzo) (PdL). 
	Synthesis of MIL-125(Ti). 
	Fabrication of nanocomposite (rGOMIL-125(Ti)@PdL@DOX). 
	Cell culture. 
	MTT assay. 
	Biological stability. 
	pH adjusting and BSA adsorption. 
	In vivo protocol. 
	AST and ALT (liver toxicity indexes). 
	Histopathological evaluation. 
	Antibacterial activity. 

	Results and discussion
	Conclusion
	References
	Acknowledgements


