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A Reactive 1O2 - Responsive 
Combined Treatment System of 
Photodynamic and Chemotherapy 
for Cancer
Xiaojun Wang1,2,*, Guoqing Meng3,*, Song Zhang4 & Xinli Liu4

The development of reactive oxygen species (ROS)-responsive drug delivery and drug release has 
gradually attracted much attention in recent years as a promising therapeutic strategy. Singlet oxygen 
(1O2) as the major ROS species is widely used in photodynamic therapy (PDT) of cancer. In the present 
study, we introduce a combined treatment using ROS-sensitive thioketal (TK) linkage as a linker 
between upconversion nanoparticles (UNs)-based PDT and doxorubicin (DOX)-based chemotherapy. 
UNs can not only play a role in PDT, but can also be used as a nanocarrier for drug delivery of DOX. 
Moreover, the products of 1O2 during PDT are able to cleave TK linker inducing the release of DOX which 
can further achieve the goal of chemotherapy. By using this 1O2-responsive nanocarrier delivery system, 
DOX can easily reach the tumor site and be accumulated in the nuclei to effectively kill the cancer cells, 
and therefore decreasing the side effects of chemotherapy on the body. Thus, PDT also has the function 
of controlling drug release in this combination treatment strategy. Compared with monotherapy, the 
combination of PDT with chemotherapy also possesses excellent drug loading capability and anticancer 
efficiency.

UNs-based PDT has recently attracted tremendous attention for their applications in the field of cancer treatment 
owing to their unique photomechanical properties. Under the excitation of 980 nm near-infrared (NIR) light, 1O2 
can be generated via resonance energy transfer from UNs to photosensitizer MC540 and cause cellular damage 
and subsequent cell death. The use of NIR light with the range of wavelengths from 650 to 1350 nm can afford its 
maximum depth of penetration in tissue, and exhibit an ideal PDT efficiency1–4. A number of studies have shown 
that the combining PDT with chemotherapy could overcome drug resistance by invoking multiple anticancer 
mechanisms5–7.

DOX is one of the most widely used chemotherapeutic agents in the treatment of a wide range of cancers 
and is combined with UNs-based PDT in this work. DOX intercalates DNA and inhibits the progression of the 
enzyme topoisomerase II, thereby inhibits cell growth and reproduction by interferencing DNA replication8–12. 
UN/MC540 also acted as a nano-sized drug carrier for DOX with high drug concentrations to the targeted cancer 
cell and reduced toxicity to normal tissue13–17.

How to made DOX release and passed through the nuclear pore complex to cause DNA damage was the key 
of this combined treatment. The thioketal group, which could be readily cleaved by 1O2, was used as the linker 
between UNs/MC540 and DOX. 1O2, generated by PDT under the excitation of NIR light, was able to trigger the 
release of doxorubicin from the surface of UN/MC540 in cancer cells18–20. And then DOX molecules more easily 
reached cell nucleus and led to DNA damage efficiently. Meanwhile, in addition to control drug release, 1O2 could 
also cause cancer cell damage to compensate for the detrimental effects of chemotherapy21–23. Furthermore, UN/
MC540-DOX could be modified by folic acid (FA) to enhance the binding affinity of nanoparticles toward cancer 
cells11,24–26. In this work, we developed FA-UN/MC540-DOX as a combination agent for in vivo PDT treatment 
of tumors (Fig. 1).
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Results
Preparation and Characterization of combination nanoparticles.  NaYF4:Yb/Er UNs were synthe-
sized using a modified method reported by literature27–29. The obtained hydrophobic NaYF4:Yb,Er/NaYF4 core/
shell upconversion nanoparticles were converted to hydrophilic ones using an amphiphilic block copolymer, 
DSPE-PEG (1,2-distearoyl-sn-glycero-3-phosphoethanolamine-polyethylene glycol). The as-synthesized UNs 
were highly soluble in water30–34. Figure 2a showed a TEM (transmission electron microscopy) image of the 
hydrophilic UNs and presented uniform structure with an average size of around 25 nm. DLS (dynamic light 
scattering) analysis exhibited UN/MC540 with a hydrated particle size of 30 nm (Fig. 2b). UN/MC540-DOX and 
FA-UN/MC540-DOX were prepared by adding a certain percentage of MC540, DSPE-PEG-DOX and DSPE-
PEG-FA in the process of hydrophilic conversion. Their particle size and zeta potential were well maintained in 
cell culture media by DLS measurements during two weeks (Fig. 2e,f). The slightly increased particle size and 
zeta potential indicated the success of the FA anchoring on the membrane surface by comparing these three 
nanoparticles (Table 1). Based on the HPLC analysis, the DOX and FA contents in conjugate DSPE-PEG-DOX 
and DSPE-PEG-FA were calculated to be 16.4 and 13.2 wt%, respectively. And the loading percentage DOX in 
FA-UN/MC540-DOX was calculated to be 7.2%.

Ability to produce singlet oxygen in solution. Under 980 nm laser excitation with proper intensity, the 
emission band at 540 nm was the main emission of upconversion visible fluorescence from UNs, which matched 
well with the absorption of photosensitizer MC540 (Fig. 2c). The character of MC540 molecular absorbed on 
the surface of UN allowed for fluorescence transfer from the UN to MC540, thereby the activating MC540 could 
generate cytotoxic 1O2 with surrounding oxygen molecule. We measured the production of 1O2 with light in three 
different concentration systems of oxygen gas, including N2, Air and O2-saturate aqueous solution containing the 
dye 9,10-anthracenediyl-bis(methylene)dimalonic acid (ABDA). ABDA was used as a water-soluble 1O2 moni-
tor by its fluorescence decay due to the reaction with 1O2

35–37. These results provided evidence that UN/MC540 
could generate 1O2 using oxygen molecular existed in surrounding environment. In addition, the yield of 1O2 was 
affected by illumination time at the same concentration (Fig. 2d).

Detection of 1O2 in solution and cancer cells. Singlet oxygen in cancer cells was detected using ROS 
Kit (Reactive Oxygen Species Assay Kit) by flow cytometry and confocal laser scanning microscopy (CLSM) 
methods under 980nm laser irradiation (0.5 W/cm2)38. As compared to the faint fluorescence signal in the UN 
group, significant amounts of 1O2 were produced in UN/MC540 group. These results further demonstrated that 
UN/MC540 possessed the ability to generate 1O2 efficiently and could be used in PDT for cancer cells (Fig. 3a,b).

Figure 1. Schematic illustration of UNs-based photodynamic and chemotherapy for cancer; the long 
blood-circulation time of nanoparticles enabling their accumulation at the tumor site by enhanced 
permeability and retention (EPR) effect; and active targeted feature of the agents facilitating the uptake of 
the cancer cell. 



www.nature.com/scientificreports/

3Scientific RepoRts | 6:29911 | DOI: 10.1038/srep29911

ROS-responsive drug release. In addition to kill cancer cells, the generated 1O2 in PDT could also control 
the drug release since DOX was covalently conjugated to UN/MC540 by the 1O2-responsive TK linker39,40. To certify 
the ability of 1O2-responsive drug release, aqueous solution of UN/MC540-DOX was treated by 5 min illumination 
with power density of 0.5 W/cm2. After that, nanoparticles were removed by centrifugation (20,000 rpm, 5 min), 
and supernatant was collected in another tube to measure DOX fluorescence intensity (488 nm excitation and 
585 nm emission). The concentration of DOX released from UN/MC540 was determined by its fluorescent inten-
sity. Compared with the untreated group, the light promoted DOX release from nanoparticle. To further demon-
strate this was a 1O2-induced DOX release mechanism, vitamin C (VC) as a ROS scavenger was added into the light 
treated group. The fluorescence from the DOX was significantly inhibited, thus further confirming the generated 
1O2 under 980 nm laser excitation acted on the TK linker and induced DOX release from nanoparticle (Fig. 4).

Figure 2. (a) TEM image of as-synthesized UN/MC540. (b) DLS analysis of size distribution variation of UN/
MC540. (c) The fluorescence emission spectrum of UNs under 980 nm laser excitation and the absorption 
spectra of MC540. (d) Oxygen-dependent fluorescence decay of ABDA at 400 nm. (e,f) presentation variation of 
size and zeta potential of nanoparticles in cell culture within two weeks.

Groups
Particle size 

(nm)
Zeta potential 

(mV)

UN/MC540 30 ±  1.2 − 5.34 ±  1.1

UN/MC540-DOX 36 ±  1.4 − 10.22 ±  1.4

FA-UN/MC540-DOX 40 ±  1.5 − 24.65 ±  1.5

Table 1.  Particle size and zeta potential of different PDT agents.
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Improved tumor cell uptake by FA. To achieve efficient accumulation in cancer cells, FA conjugated on 
the surface of FA-UN/MC540-DOX was used as cancer cell targeting molecule. FA was able to specifically bind to 
FA receptors over-expressed in a range of tumor cells with a high affinity, enabling FA-UN/MC540-DOX deliver 
efficiently to cancer cells without causing harm to normal cells24,41–43. We therefore evaluated the FA effect on 
cancer cell uptake. As shown in Fig. 5a, FA-UN/MC540-DOX displayed the higher intracellular concentration 
than UN/MC540-DOX because of the FA modification on the nanoparticle. Similar results were obtained by 
CLSM imaging. As seen in Fig. 5b, cell nucleus (blue) was stained with Hoechst, cell membrane (red) was labeled 
with CellMask™  Deep Red Plasma membrane Stain, and FA-UN/MC540-DOX (green) was detected at 980 nm 
and corresponding fluorescent images at 540 nm were taken by CLSM44. These results together demonstrated that 
the cellular uptake of FA-UN/MC540-DOX was significantly promoted with the assistance of FA. Nanoparticles 
internalization played a pivotal role for PDT and chemotherapy.

Figure 3. The generated singlet oxygen of PDT in solution (a) and B16 cells (b).

Figure 4. Detection of the 1O2-triggered drug release of DOX. 

Figure 5. Targeting ability evaluation by cell uptake of nanoparticles using flow cytometry (a) and CLSM 
methods (b).



www.nature.com/scientificreports/

5Scientific RepoRts | 6:29911 | DOI: 10.1038/srep29911

Combination therapy evaluation by cytotoxicity. To test combination treatment effect, we assessed 
the cytotoxicity of MC540, UN, UN/MC540, free DOX, UN/MC540-DOX, and FA-UN/MC540-DOX with light 
using CCK-8 (cell counting kit-8) assay. As shown in Fig. 6a, MC540 and UN exhibited little cytotoxicity at the 
every corresponding theoretical DOX concentration. On the contrary, both UN/MC540 and free DOX showed 
severe cytotoxicity to B16 cells due to the PDT and traditional chemotherapy, respectively. As expected, UN/
MC540-DOX and FA-UN/MC540-DOX exhibited excellent anti-tumor activities by combining these two meth-
ods of treatment for cancer cells. Notably, FA-UN/MC540-DOX showed a significant improvement in antitumor 
therapeutic efficacy because of FA targeted modification. The corresponding IC50 (concentration resulting in 
a 50% inhibition of cell growth) values for free DOX and UN/MC540 were more than 10 μ g/mL, while that of 
FA-UN/MC540-DOX was only about 2 μ g/mL. However, in the case of no light treatment, UN/MC540-DOX and 
free DOX displayed similar effects of inhibition of cancer cells. UN/MC540 behaved little cytotoxicity to cells 
in every concentration. Without light the tumor cytotoxic of nanoparticle was mainly from chemotherapeutic 
agents DOX (Fig. 6b). These results demonstrated the enhanced antitumor activity of FA-UN/MC540-DOX com-
pared with PDT or chemotherapy alone45.

In vivo anticancer efficient. DSPE-PEG endowed nanoparticles with stealth behavior to protect them from 
the RES (reticulo-endothelial system) and easily reached the tumor tissue via EPR effect. Besides, the grafting FA 
molecules onto the nanoparticles refered to active targeting and aimed to increase specific cancer cells uptake at 
the tumor site by FA receptor-mediated endocytosis32,46–49. The injection of Cy5.5-labeled FA-UN/MC540-DOX 
was more likely to accumulate at the tumor site than non-target nanoparticle in the process of PEG-induced long 
blood circulation (Fig. 7a). Having demonstrated the tumor targeting ability of FA, we moved on to explore the 
antitumor efficacy of different nanoparticles. In comparison with PBS group, all treatment groups showed varying 
degree of tumor suppression within three weeks. Among them, combination treatment groups exhibited better 
antitumor effect than free DOX and UN/MC540 group. Notably, targeted modification group showed the greatest 
anti-cancer effect. Likewise, nuclear apoptosis of cancer cells analysis by TUNEL staining was in agreement with 
the above results. FA-UN/MC540-DOX induced the greatest cell apoptosis and the tumor was also the smallest, 
again confirming the success of our combination therapy strategies for cancer cells (Fig. 7b,c).

Discussion
In conclusion, we have developed an efficient combination control approach for tumor therapy, which consisted 
of UN-based PDT and chemotherapy. FA-UN/MC540-DOX was applied to an ideal nanoscale drug delivery 
device with high drug loading for DOX. And the molar percentage of PEG introduced onto the surface of UN/
MC540 endowed the nanocarrier with superior stealth ability to enhance circulation time, and led to tumor 
accumulation of DOX via EPR effect. Moreover, FR-targeted modification nanoparticle increased cellular uptake 
and promoted more efficient DOX delivery in vivo. Once FA-UN/MC540-DOX arrived at the tumor site or was 
uptaken by cancer cells, the produced 1O2 in the PDT could quickly trigger the release of DOX from this nano-
particle via cleavage of TK linker. Meanwhile, free DOX was easily able to travel through the nuclear envelope 
to kill cancer cells efficiently. In addition, UN/MC540-based PDT could also overcome the limitations found in 
conventional chemotherapy. Thus, our present combination treatment with controlled-release ability exhibits a 
better anticancer efficacy and paves the way for further research on the clinical application.

Methods
Reagents and materials. LnCl3·xH2O (Ln =  Y, Yb, Er; x ≈  5, 99.9%), ammonium fluoride (NH4F, 
96%), 1-octadecylen (ODE) and oleic acid (OA) were purchased from Alfa Aesar Reagent Company. 
N-hydroxysulfosuccinimide (NHS), 1-ethyl-3-(3-dimethylamino-propyl) carbodiimide (EDC), 9, 
10-Anthracenediyl-bis(methylene)dimalonic acid (ABDA), vitamin C, merocyanine 540 (MC540) and DOX 
were obtained from Sigma Aldrich (USA). DSPE-PEG2000 (1, 2-distearoyl-sn-glycero-3-phosphoethanolamine, 
DSPE), DSPE-PEG2000-NH2 and DSPE-PEG2000-Folate were purchased from Avanti Polar Lipids (USA). All other 
reagents were of analytic grade.

Figure 6. Efficacy of PDT treatment with (a) or without (b) light were assessed by measuring cell viability.
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Roswell Park Memorial Institute (RPMI) 1640 Medium, Hoechst, Cy5.5 dye, and CellMask™  Deep Red 
Plasma membrane Stain were purchased from Life technologies, and Mitochondrion-Selective Probe were sup-
plied by Invitrogen (USA). Cell Counting Kit-8 (CCK-8) was bought from Beyotime (China). B16 cells and 
BALB/C mice were obtained from the Peaking University Health Science Center (China). All animal experiments 
were performed in accordance with the principles of care and use of laboratory animals and were approved by the 
experiment animal administrative committee of Peaking University Health Science Center.

Preparation of UN/MC540-DOX and FA-UN/MC540-DOX. NaYF4:Yb,Er (18, 2 mol %) UNs were syn-
thesized as follows: a mixture of YCl3 (0.8 mmol), YbCl3 (0.8 mmol) and ErCl3 (0.02 mmol) dissolved in 2 mL of 
methanol was mixed in a 50 mL flask. Oleic acid (6 mL) and 1-octadecene (ODE) (15 mL) were added to the above 
solution, and the mixture was stirred at room temperature for 10 minutes. Methanol solution (5 mL) containing 
NaOH (2.5 mmol) and NH4F (4 mmol) were added into this flask. After that, methanol was evaporated by heating 
at 100 °C, and the mixture was maintained at 300 °C for 1 h under argon protection. After cooling the reaction 
mixture to room temperature, medium solution (10 mL) was collected as the core for the later fabrication of core/
shell NaYF4:Yb,Er/NaYF4 UNs. YCl3 (1 mmol), NaOH (2.5 mmol) and NH4F (4 mmol) dissolved in methanol 
(5 mL) were added into the collected core solution to prepare core/shell UNs. The solution was stirred for 30 min 
and heated to remove methanol. After being degassed and maintained under argon protection, core/shell UNs 
were obtained by centrifugation and washed for three times27.

TK and DSPE-PEG-DOX were synthesized according to the method reported previously (Fig. 8a)18,20. DOX 
showed the retention at 8.7 min and DSPE-PEG-DOX showed retention at about 7.1 min with major single peak 
(Fig. 8b). To prepare UN/MC540-DOX, 10 mg of DSPE-PEG-DOX and 5 mg of MC540 were added into a 25 mL 
flask containing 10 mg of UNs and 5 mL of CHCl3. This mixture was stirred overnight at room temperature. 
In this reaction, 5 mg of DSPE-PEG2000-Folate was added to prepare targeted modification of PEG-TK-DOX 
nanoparticles.

Loading percentage of MC540 and DOX in UNs. MC540 and DOX encapsulated within the UNs were 
determined in triplicate by HPLC with UV detection at 227 nm and 290 nm (LC-20AT, Shimadzu), respectively. 
The loading percentage was calculated according to the following formula:

Figure 7. (a) Targeting ability test in vivo combination treatment of a subcutaneous tumor model injected with 
UN/MC540-DOX and FA-UN/MC540-DOX. (b) Suppression of B16 tumor growth in mice by FA-UN/MC540-
DOX compared with other agents groups. (c) Tumor images and the corresponding nuclear apoptosis analysis 
by TUNEL staining.
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= ×MC540/DOX loading(%) Mass MC540/DOX incorporated into nanoparticles
Mass of nanoparticles

100%

Detection of 1O2 production in solution. Irradiation of UNs with a 980 nm laser resulted in emission of 
visible light at 540 nm peak which matched well with the absorption of the MC540. 1O2 was generated via energy 
transfer from UNs to MC540 upon 980 nm NIR excitation. We speculated that the presence or content of oxy-
gen molecules would affect the fluorescence spectrum at 540 nm. The generation stable peroxide because of the 
water soluble ABDA reaction with 1O2 can lead to the falling absorption peak of ABDA at 400 nm. Thus, ABDA 
was used as a 1O2 trapping reagent in aqueous solution. So we examined the production of 1O2 in three different 
conditions, including the N2-saturated, O2-saturated, and air-saturated aqueous solution. In a typical experiment, 
1 mL of aqueous solution containing 5 μ M of ABDA dye and 5 μ g/mL UN/MC540 was placed in these three aque-
ous solutions with different illumination time.

1O2 detection in live cells. Reactive Oxygen Species Assay Kit was used to detect the generation of 1O2 
which resulted from the photosensitization experiments in B16 cells. The nanoparticles-loaded cells were treated 
with the culture medium containing the DCFH-DA solutions (10 μ mol/L) for 20 min at 37 °C. After that removed 
the mixture and washed cells with serum-free culture three times. The following cells were subjected to photo-
sensitization experiment by 980 nm NIR laser irradiation for 2 min. And then fluorescent images of cells were 
promptly captured by excitation at 488 nm and emission at 525 nm using confocal laser scanning microscopy 
(CLSM, TCS SP5, Leica).

FA-mediated cellular uptake test. B16 cells were routinely cultured in RMPI 1640 medium with 10% 
FBS in a humidified incubator with 5% CO2 at 37 °C. After 24 h, cells were incubated with UN/MC540-DOX 
and FA-UN/MC540-DOX (10 μ g/mL) at 37 °C for different time intervals. Cells were rinsed with PBS (pH 7.2) 
solution softly and detached by 0.2% trypsin. And removed typsin by centrifugation at 1000 rpm for 5 min. Cells 
were then harvested and re-suspended in 100 mL PBS and examined by flow cytometry using a CyAn ADP 9 
color flow cytometer (Beckman Coulter). Using the same method, B16 cells were grown in a culture dish at a 
density of 1 ×  106 cells/dish and incubated at 37 °C for 24 h. Cells in dishes were incubated with culture containing 
200 μ l of the above two kinds of nanoparticles. Then removed medium and washed cells with PBS (pH 7.2). The 
cell nucleus and cell membrane were stained with Hoechst and CellMask™  Deep Red Plasma membrane Stain, 
respectively. FA-UN/MC540-DOX was detected at 980 nm and corresponding fluorescent images at 540 nm was 
taken by CLSM (TCS SP5, Leica).

Cytotoxicity evaluation. Cytotoxicity of UN nanoparticle was evaluated by CCK-8 kit assay. B16 cells were 
seeded in 96-well plates at the density of 5 ×  105 cells/well and cultured for 24 h at 37 °C. Original medium in 
each well was refreshed with 200 μ L medium containing serial dilutions of UNs (corresponding DOX concentra-
tion was 0–10 μ g/mL). After incubation for 48 h, 20 μ L of CCK-8 kit was added to all wells, and then cells were 
continued to be incubated at 37 °C with 5% CO2 for 4 h. Infinite M200 microplate spectrophotometer (Tecan, 
Mannedorf, Switzerland) was used to detect the absorbance at 540 nm. Percent viability was normalized to cell 
viability in the absence of the samples.

In vivo anticancer efficient. To demonstrate the targeting ability of FA-UN/MC540-DOX in vivo, Cy5.5 dye 
was loaded into this nanoparticle according to the method described in the preparation of MC540-loaded nano-
particles. B16-bearing mice were injected intravenously with 5 μ g of FA-UN/MC540-DOX and UN/MC540-DOX 
in 100 μ L of PBS (pH 7.2), respectively. Eight hours after the intravenous administration, mice were anesthetized 
and scanned using in-vivo imaging system with an excitation at 670 nm and an emission filter at 700 nm.

In the subcutaneous B16 melanoma model, treatments were started when the average tumor volume reached 
about 100 mm3, and mice were randomly divided into five groups. Five groups of eight mice each were intra-
venously administered PBS (100 μ L, pH 7.2), DOX, UN/MC540, UN/MC540-DOX and FA-UN/MC540-DOX 
(1 mg/kg of DOX) once every two days, and then tumor sites were irradiated with a 980 nm laser. Tumor sizes 
were measured with a digital caliper every other day. And tumor volume was calculated by the formula (LxW2)/2, 
where L was the long and W was the short tumor diameter (mm). Until tumor volume reached 5000 mm3 in 

Figure 8. (a) Chemical structure of the PEG-TK-DOX. (b) HPLC chromatograms of DOX and DSPE-PEG–
DOX. Retention times were about 8.7 min, and 7.1 min for DOX and DSPE-PEG-DOX conjugate, respectively.
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PBS group, mice were sacrificed for humane reasons. In other groups, one mouse of each group was sacri-
ficed and tumor tissue was removed for apoptotic analysis. Detection of apoptotic cells by TUNEL (terminal 
transferase-mediated dUTP nick end labeling) staining accorded to the protocol from Thermo Fisher Scientific.

References
1. Wang, H. et al. MC540 and upconverting nanocrystal coloaded polymeric liposome for near-infrared light-triggered photodynamic 

therapy and cell fluorescent imaging. ACS applied materials & interfaces 6, 3219–3225 (2014).
2. Gnanasammandhan, M. K., Idris, N. M., Bansal, A., Huang, K. & Zhang, Y. Near-IR photoactivation using mesoporous silica-coated 

NaYF4: Yb, Er/Tm upconversion nanoparticles. Nature Protocols 11, 688–713 (2016).
3. Gu, F. X. et al. Targeted nanoparticles for cancer therapy. Nano today 2, 14–21 (2007).
4. Triantaphylidès, C. et al. Singlet oxygen is the major reactive oxygen species involved in photooxidative damage to plants. Plant 

physiology 148, 960–968 (2008).
5. Davids, L. & Kleemann, B. Combating melanoma: the use of photodynamic therapy as a novel, adjuvant therapeutic tool. Cancer 

treatment reviews 37, 465–475 (2011).
6. Khdair, A. et al. Nanoparticle-mediated combination chemotherapy and photodynamic therapy overcomes tumor drug resistance. 

Journal of Controlled Release 141, 137–144 (2010).
7. Sahu, A., Choi, W. I., Lee, J. H. & Tae, G. Graphene oxide mediated delivery of methylene blue for combined photodynamic and 

photothermal therapy. Biomaterials 34, 6239–6248 (2013).
8. Laginha, K. M., Verwoert, S., Charrois, G. J. & Allen, T. M. Determination of doxorubicin levels in whole tumor and tumor nuclei in 

murine breast cancer tumors. Clinical cancer research 11, 6944–6949 (2005).
9. Mohan, P. & Rapoport, N. Doxorubicin as a molecular nanotheranostic agent: effect of doxorubicin encapsulation in micelles or 

nanoemulsions on the ultrasound-mediated intracellular delivery and nuclear trafficking. Molecular pharmaceutics 7, 1959–1973 
(2010).

10. Yu, J. et al. Internalized compartments encapsulated nanogels for targeted drug delivery. Nanoscale 8, 9178–9184 (2016).
11. Ren, D., Kratz, F. & Wang, S.-W. Engineered drug-protein nanoparticle complexes for folate receptor targeting. Biochemical 

engineering journal 89, 33–41 (2014).
12. Ren, D., Kratz, F. & Wang, S. W. Protein Nanocapsules Containing Doxorubicin as a pH-Responsive Delivery System. Small 7, 

1051–1060 (2011).
13. Doane, T. L. & Burda, C. The unique role of nanoparticles in nanomedicine: imaging, drug delivery and therapy. Chemical Society 

Reviews 41, 2885–2911 (2012).
14. Gargas, D. J. et al. Engineering bright sub-10-nm upconverting nanocrystals for single-molecule imaging. Nature nanotechnology 9, 

300–305 (2014).
15. Sun, Y., Feng, W., Yang, P., Huang, C. & Li, F. The biosafety of lanthanide upconversion nanomaterials. Chemical Society Reviews 44, 

1509–1525 (2015).
16. Wang, C. et al. Imaging-Guided pH-Sensitive Photodynamic Therapy Using Charge Reversible Upconversion Nanoparticles under 

Near-Infrared Light. Advanced Functional Materials 23, 3077–3086 (2013).
17. Yuan, Q. et al. Targeted Bioimaging and Photodynamic Therapy Nanoplatform Using an Aptamer-Guided G-Quadruplex DNA 

Carrier and Near-Infrared Light. Angewandte Chemie International Edition 52, 13965–13969 (2013).
18. Shim, M. S. & Xia, Y. A Reactive Oxygen Species (ROS)-Responsive Polymer for Safe, Efficient, and Targeted Gene Delivery in 

Cancer Cells. Angewandte Chemie International Edition 52, 6926–6929 (2013).
19. Wilson, D. S. et al. Orally delivered thioketal nanoparticles loaded with TNF-α –siRNA target inflammation and inhibit gene 

expression in the intestines. Nature materials 9, 923–928 (2010).
20. Yuan, Y., Liu, J. & Liu, B. Conjugated-Polyelectrolyte-Based Polyprodrug: Targeted and Image-Guided Photodynamic and 

Chemotherapy with On-Demand Drug Release upon Irradiation with a Single Light Source. Angewandte Chemie International 
Edition 53, 7163–7168 (2014).

21. Pan, L., Liu, J., He, Q., Wang, L. & Shi, J. Overcoming multidrug resistance of cancer cells by direct intranuclear drug delivery using 
TAT-conjugated mesoporous silica nanoparticles. Biomaterials 34, 2719–2730 (2013).

22. Lin, J. et al. Photosensitizer-loaded gold vesicles with strong plasmonic coupling effect for imaging-guided photothermal/
photodynamic therapy. Acs Nano 7, 5320–5329 (2013).

23. Qian, C. et al. Light-Activated Hypoxia-Responsive Nanocarriers for Enhanced Anticancer Therapy. Advanced Materials (2016).
24. Chen, C. et al. Structural basis for molecular recognition of folic acid by folate receptors. Nature 500, 486–489 (2013).
25. Wang, M. & Thanou, M. Targeting nanoparticles to cancer. Pharmacological Research 62, 90–99 (2010).
26. Chen, Q. et al. Drug-induced self-assembly of modified albumins as nano-theranostics for tumor-targeted combination therapy. Acs 

Nano 9, 5223–5233 (2015).
27. Ren, W. et al. TWEEN coated NaYF4: Yb, Er/NaYF4 core/shell upconversion nanoparticles for bioimaging and drug delivery. RSC 

Adv. 2, 7037–7041 (2012).
28. Gorris, H. H. & Wolfbeis, O. S. Photon-upconverting nanoparticles for optical encoding and multiplexing of cells, biomolecules, and 

microspheres. Angewandte Chemie International Edition 52, 3584–3600 (2013).
29. Ding, H. et al. Erythrocyte membrane-coated NIR-triggered biomimetic nanovectors with programmed delivery for photodynamic 

therapy of cancer. Nanoscale 7, 9806–9815 (2015).
30. Muhr, V., Wilhelm, S., Hirsch, T. & Wolfbeis, O. S. Upconversion nanoparticles: from hydrophobic to hydrophilic surfaces. Accounts 

of chemical research 47, 3481–3493 (2014).
31. Lv, P.-P. et al. Targeted delivery of insoluble cargo (paclitaxel) by PEGylated chitosan nanoparticles grafted with Arg-Gly-Asp (RGD). 

Molecular pharmaceutics 9, 1736–1747 (2012).
32. Pasut, G. et al. Polyethylene glycol (PEG)-dendron phospholipids as innovative constructs for the preparation of super stealth 

liposomes for anticancer therapy. Journal of Controlled Release 199, 106–113 (2015).
33. Liu, H. et al. Development of polymeric nanoprobes with improved lifetime dynamic range and stability for intracellular oxygen 

sensing. Small 9, 2639–2648 (2013).
34. Zhang, Y. X., Hao, X. D., Kuang, M. & De Chen, R. Interfacial polygonal patterning via surfactant-mediated self-assembly of gold 

nanoparticles. Nanoscale research letters 8, 1–7 (2013).
35. Burns, J. M. et al. Methods for reactive oxygen species (ROS) detection in aqueous environments. Aquatic Sciences 74, 683–734 

(2012).
36. Lindig, B. A., Rodgers, M. A. & Schaap, A. P. Determination of the lifetime of singlet oxygen in water-d2 using 9, 

10-anthracenedipropionic acid, a water-soluble probe. Journal of the American Chemical Society 102, 5590–5593 (1980).
37. Shukla, A. K., Verma, M. & Singh, K. N. Superoxide induced deprotection of 1, 3-dithiolanes: A convenient method of 

dedithioacetalization. Indian J. Chem. B 43, 1748–1752 (2004).
38. Idris, N. M. et al. In vivo photodynamic therapy using upconversion nanoparticles as remote-controlled nanotransducers. Nature 

medicine 18, 1580–1585 (2012).
39. Huang, P. et al. Light-triggered theranostics based on photosensitizer-conjugated carbon dots for simultaneous enhanced-

fluorescence imaging and photodynamic therapy. Advanced Materials 24, 5104–5110 (2012).



www.nature.com/scientificreports/

9Scientific RepoRts | 6:29911 | DOI: 10.1038/srep29911

40. Kang, H. et al. Near-infrared light-responsive core–shell nanogels for targeted drug delivery. Acs Nano 5, 5094–5099 (2011).
41. Xiang, J. et al. Antigen-Loaded Upconversion Nanoparticles for Dendritic Cell Stimulation, Tracking, and Vaccination in Dendritic 

Cell-Based Immunotherapy. Acs Nano 9, 6401–6411 (2015).
42. Luo, N., Ni, D., Yue, H., Wei, W. & Ma, G. Surface-engineered graphene navigate divergent biological outcomes toward macrophages. 

ACS applied materials & interfaces 7, 5239–5247 (2015).
43. Zhen, Z. et al. Tumor vasculature targeted photodynamic therapy for enhanced delivery of nanoparticles. Acs Nano 8, 6004–6013 

(2014).
44. Ni, D. et al. Superior Intratumoral Penetration of Paclitaxel Nanodots Strengthens Tumor Restriction and Metastasis Prevention. 

Small 11, 2518–2526 (2015).
45. Pan, L. et al. Nuclear-targeted drug delivery of TAT peptide-conjugated monodisperse mesoporous silica nanoparticles. Journal of 

the American Chemical Society 134, 5722–5725 (2012).
46. Zhu, C., Liu, L., Yang, Q., Lv, F. & Wang, S. Water-soluble conjugated polymers for imaging, diagnosis, and therapy. Chemical 

Reviews 112, 4687–4735 (2012).
47. Agemy, L. et al. Nanoparticle-induced vascular blockade in human prostate cancer. Blood 116, 2847–2856 (2010).
48. Chen, Z. Small-molecule delivery by nanoparticles for anticancer therapy. Trends in molecular medicine 16, 594–602 (2010).
49. Zaman, M. S. et al. Curcumin Nanoformulation for Cervical Cancer Treatment. Scientific reports 6 (2016).

Acknowledgements
This work was supported by the Shandong Province Science and Technology Major Projects (2015ZDXX0403B01) 
and National Engineering Laboratory for Industrial Enzymes and Tianjin Engineering Center for Biocatalytic 
Technology.

Author Contributions
X.W. and X.L. designed the experiments. X.W., G.M. and S.Z. performed the experiments and prepared all figures. 
X.W. wrote the main manuscript text paper. All authors reviewed the manuscript.

Additional Information
Competing financial interests: The authors declare no competing financial interests.
How to cite this article: Wang, X. et al. A Reactive 1O2 - Responsive Combined Treatment System of 
Photodynamic and Chemotherapy for Cancer. Sci. Rep. 6, 29911; doi: 10.1038/srep29911 (2016).

This work is licensed under a Creative Commons Attribution 4.0 International License. The images 
or other third party material in this article are included in the article’s Creative Commons license, 

unless indicated otherwise in the credit line; if the material is not included under the Creative Commons license, 
users will need to obtain permission from the license holder to reproduce the material. To view a copy of this 
license, visit http://creativecommons.org/licenses/by/4.0/

http://creativecommons.org/licenses/by/4.0/

	A Reactive 1O2 - Responsive Combined Treatment System of Photodynamic and Chemotherapy for Cancer
	Introduction
	Results
	Preparation and Characterization of combination nanoparticles
	Ability to produce singlet oxygen in solution
	Detection of 1O2 in solution and cancer cells
	ROS-responsive drug release
	Improved tumor cell uptake by FA
	Combination therapy evaluation by cytotoxicity
	In vivo anticancer efficient

	Discussion
	Methods
	Reagents and materials
	Preparation of UN/MC540-DOX and FA-UN/MC540-DOX
	Loading percentage of MC540 and DOX in UNs
	Detection of 1O2 production in solution
	1O2 detection in live cells
	FA-mediated cellular uptake test
	Cytotoxicity evaluation
	In vivo anticancer efficient

	Additional Information
	Acknowledgements
	References



 
    
       
          application/pdf
          
             
                A Reactive 1O2 - Responsive Combined Treatment System of Photodynamic and Chemotherapy for Cancer
            
         
          
             
                srep ,  (2016). doi:10.1038/srep29911
            
         
          
             
                Xiaojun Wang
                Guoqing Meng
                Song Zhang
                Xinli Liu
            
         
          doi:10.1038/srep29911
          
             
                Nature Publishing Group
            
         
          
             
                © 2016 Nature Publishing Group
            
         
      
       
          
      
       
          © 2016 Macmillan Publishers Limited
          10.1038/srep29911
          2045-2322
          
          Nature Publishing Group
          
             
                permissions@nature.com
            
         
          
             
                http://dx.doi.org/10.1038/srep29911
            
         
      
       
          
          
          
             
                doi:10.1038/srep29911
            
         
          
             
                srep ,  (2016). doi:10.1038/srep29911
            
         
          
          
      
       
       
          True
      
   




