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Abstract. In this study, C-phycocyanin as protective agent, AgNO3 as raw material and 
NaBH4 as reducing agent synthesized C-phycocyanin-Ag nanoparticles (PC-AgNPs). 
The synthesis conditions of PC-AgNPs were determined by optimization. The 
maximum UV absorption peak of PC-AgNPs at 400 nm. The fluorescence excitation 
wavelength was 580 nm and the emission wavelength was 625 nm. PC-AgNPs was 
spherical in transmission electron microscope and the particles sizes were about 10-25 
nm. In addition, fluorescence quenching was observed after adding copper ions to PC-
AgNPs, which indicated that PC-AgNPs has potential applications in the detection of 
copper ions in diverse water environment.  

1.  Introduction 
In recent years, precious metal nanomaterials have received increasing attention. Silver nanomaterials 
have significant differences from the macroscopic and small-molecular species because of their 
particle sizes. As silver nanomaterials show some excellent performances, they have extensive 
applications in chemical industry, medicine, biological, superconductivity and other aspects. A variety 
of synthetic silver nanoparticles (AgNPs) has been developed and can be synthesized using some 
substances as templates or protectors. Recently, it is popular to develop green methods to accomplish 
the synthesis of AgNPs for their clinical and biomedical application. The biomolecule-oriented 
synthesis of AgNPs has good water-soluble and high biocompatibility, which can be easily 
functionalized [1]. Therefore, proteins, peptides, DNA and other molecules will be as excellent 
templates for the synthesis of AgNPs [2].  

Phycocyanin is an important pigment protein in cyanobacteria and plays a vital role in the 
photosynthesis. It is not only widely used in food, cosmetics and dyes, but also has important 
applications in improving human immunity, promoting animal blood cell regeneration, fluorescent 
labeling, etc [3,4]. The silver atom has a strong affinity for these functional groups, and the 
nanomaterials can be prepared stably [1,5]. Moreover, C-phycocyanin has some functional groups in 
the protein, such as amino, carboxyl and mercapto, etc, which can be as a protective agent for 
nanoparticles to participate in the synthesis of AgNPs. In this study, C-phycocyanin was as template 
and protective agent, AgNO3 as silver source, NaBH4 as reducing agent, to synthesize PC-AgNPs. The 
synthesized PC-AgNPs was characterized by spectroscopic and transmission electron microscopy, and 
their fluorescence responses to copper ions.  
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2.  Materials and Methods 

2.1.  Materials 
C-Phycocyanin was purified according to our previous work [6]. AgNO3, NaBH4, NaOH, and HCl of 
analytical grade were purchased from the Sinopharm Chemical Reagent Co.,Ltd (Beijing, China).  

2.2.  Synthesis of PC-AgNPs 
For the synthesis of PC-AgNPs, a certain volume of 0.10 M AgNO3 solution were added to the 1000 
µL 1.00 mg/mL of C-Phycocyanin solution under vigorous stirring for 2 hours at 30°C.  

2.3.  Characterization of PC-AgNPs 

2.3.1.  UV-vis spectra. The UV-vis absorbance spectra of synthesized PC-AgNPs were measured by 
UV-vis spectrophotometer at 220-700nm. 

2.3.2.  Excitation and Emission Spectra. Fluorescence excitation and emission spectra of PC-AgNPs 
was measured by fluorescence spectrophotometer (F-2700, Hitachi, Japan).  

2.3.3.  Transmission Electron Microscopy. TEM experiments of PC-AgNPs were performed with 
JEOL-2100 electron microscope working at an acceleration voltage of 200 kV. 

2.4.  Fluorimetric Response to Copper Ion 
0.10 M CuSO4 solution was added to 5 M in the PC-AgNPs solution, and the one without CuSO4 was 

as control. The changes of fluorescence intensity were measured by florescence spectrophotometer.  

3.  Results and Discussion 

3.1.  Optimization of PC-AgNPs Synthesis 
The synthesis conditions of PC-AgNPs were determined by optimization: 0.20 mg/mL C-phycocyanin 
was added to 0.35 mM AgNO3 and 0.40 mg/mL NaBH4 at pH 7.0, with a temperature of 30 ℃ and 
stirring for 2 hours (data not shown). 

3.2.  The UV-vis Absorption Spectra of PC-AgNPs 
Figure 1 shows the UV-vis absorption spectrum of the synthesized PC-AgNPs. PC-AgNPs had two 
absorption peaks at 260 nm and 400 nm, respectively. Similar studies showed that Ag-LCDs prepared 
with long wavelengths of carbon had UV-vis absorption peak at 405 nm [7]. AgNPs synthesized by 
using dihydrolipoic acid as protective agent had a main absorption peak at 435 nm, and two shoulder 
peaks at 325 nm and 500 nm, respectively [8]. Besides, AgNPs were synthesized by TCTH as a 
reducing agent and stabilizer and had absorption peak at 425 nm [9]. Furthermore, AgNPs were 
synthesized with NaBH4 and bovine serum albumin, and its UV-vis absorption peak was at 425 nm. In 
addition, AgNPs synthesized with oligonucleotides showed absorption peaks at 424 nm and 520 nm 
[10]. It clearly revealed that the absorption peaks of AgNPs with different templates, protective agents, 
method and even raw materials ratio would affect the UV-vis absorption spectra.  
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Figure 1. UV-vis absorption spectra of PC-AgNPs 

3.3.  Excitation and Emission Spectra of PC-AgNPs 
The excitation and emission spectrum of PC-AgNPs are shown in Figure 2. The excitation wavelength 
of PC-AgNPs was at 580 nm and the maximum emission peak was at 625 nm. However, the 
fluorescence spectrum analysis of DNA-Ag nanoparticles synthesized showed that the maximum 
excitation wavelength was at 560 nm and the emission wavelength was at 650 nm [10]. BSA-Ag13 
had excitation at 480 nm and emission at 625 nm [9]. Similar study showed that nano-silver 
synthesized with the hydrogel-based short peptides had the excitation wavelength at 530 nm and the 
emission wavelength at 634 nm [11].  

 

Figure 2. PC-AgNPs excitation and emission spectra. Inset shows PC-AgNPs under visible light (left) 
and UV light (right). 

3.4.  Transmission Electron Microscopy of PC-AgNPs 
TEM of PC-AgNPs is shown in Figure 3. It can be clearly seen that PC-AgNPs were basically in the 
spherical distribution, and the particle size roughly were in about 10-25 nm with a small number of 
particle size of about 5 nm. The AgNPs with some proteins was in the size of about 20 nm. For 
example, the size of TCTH-AgNPs was about 20 nm [12], which was close to that of this study. 
AgNPs were synthesized with acetate as donor, polyvinyl butyral as dispersant, and the system 
dissolved in ethanol. In its best reaction system, the size of AgNPs was about 50 nm.  
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Figure 3. PC-AgNPs transmission electron microscopy images 

3.5.  Quenching Phenomenon of Copper Ions on PC-AgNPs 
As shown in Figure 4, the fluorescence emission intensity was decreased with addition of copper ions 
at 625 nm. Meanwhile, the inset was taken to show the red fluorescent color changes of PC-AgNPs 
after the addition of copper ions, which could be obviously seen by the naked eye. This indicates that 
PC-AgNPs have potential applications in the detection of copper ions.  

 

Figure 4. Fluorescence response of PC-AgNPs to copper ions. Inset shows the red fluorescent color 
changes of PC-AgNPs without the copper ions (left) and after the addition of copper ions (right). 

4.  Conclusion 
C-phycocyanin as protective agent, AgNO3 as raw material and NaBH4 as reductant, the synthesis 
conditions of PC-AgNPs were studied. PC-AgNPs were characterized by UV-vis spectroscopy, 
fluorescence spectroscopy and TEM. Moreover, copper ions had obvious quenching effect on their 
fluorescence, which indicated that PC-AgNPs had potential applications in the detection of copper 
ions in diverse water environment.  

Acknowledgments 
This study was supported by Subject Construction Fund Guided by HIT (WH20150206, 
WH20160206).  

References 
[1] A. Mathew, P.R. Sajanlal, T. Pradeep, A fifteen atom silver cluster confined in bovine serum 

albumin, J. Mater. Chem. 21 (2011) 11205-11212.  



5

1234567890

ESMA 2017 IOP Publishing

IOP Conf. Series: Earth and Environmental Science 108 (2018) 022030  doi :10.1088/1755-1315/108/2/022030

 
 
 
 
 
 

[2] J. Li, J.J. Zhu, K. Xu, Fluorescent metal nanoclusters: from synthesis to applications, Trac-
Trend. Anal. Chem. 58 (2014) 90-98.  

[3] R. Thangam, V. Suresh, W. Asenath Princy, M. Rajkumar, N. Senthilkumar, P. Gunasekaran, R. 
Rengasamy, C. Anbazhagan, K. Kaveri, S. Kannan, C-Phycocyanin from oscillatoria tenuis 
exhibited an antioxidant and in vitro, antiproliferative cctivity through induction of apoptosis 
and G0/G1, cell cycle arrest, Food. Chem. 140 (2013) 262-272.  

[4] M. Kuddus, P. Singh, G. Thomas, A. Al-Hazimi, Recent developments in production and 
biotechnological applications of C-Phycocyanin, Biomed. Res. Int. 2013 (2013) 1-9.  

[5] C. Guo, J. Irudayaraj, Fluorescent Ag clusters via a protein-directed approach as a Hg(II) ion 
sensor, Anal. Chem. 83 (2011) 2883-2889.  

[6] Y.H. Hou, M.H. Yan, Q.F. Wang, Y.F. Wang, Y.F. Xu, Y.T. Wang, H.Y. Li, H. Wang, C-
phycocyanin from spirulina maxima, as a green fluorescent probe for the highly selective 
detection of mercury(II) in seafood, Food. Anal. Methods. 10 (2017) 1931-1939.  

[7] S. Lin, Z.W. Wang, Y.J. Zhang, Y.Y. Huang, R.R. Yuan, W.D. Xiang, Y.Q. Zhou, Easy 
synthesis of silver nanoparticles-orange emissive carbon dots hybrids exhibiting enhanced 
fluorescence for white light emitting diodes, J. Alloys. Compounds. 700 (2017) 75-82.  

[8] B. Adhikari, A. Banerjee, Facile synthesis of water-soluble fluorescent silver nanoclusters and 
HgII sensing, Chem. Mater. 22 (2010) 4364-4371.  

[9] Y. Yu, J. Geng, E.Y. Ong, V. Chellappan, Y.N. Tan, Bovine serum albulmin protein-templated 
silver nanocluster (BSA-Ag13): an effective singlet oxygen generator for photodynamic 
cancer therapy, Adv. Healthc. Mater. 5 (2016) 2528-2535.  

[10] J.T. Petty, J. Zheng, N.V. Hud, R.M. Dickson, DNA-templated Ag nanocluster formation, J. 
Am. Chem. Soc. 126 (2004) 5207-5212.  

[11] B. Adhikari, A. Banerjee, Short-peptide-based hydrogel: a template for the in situ synthesis of 
fluorescent silver nanoclusters by using sunlight, Chem-Eu. J. 16 (2010) 13698-13705.  

[12] K.D. Bhatt, S.M. Darjee, U.S. Panchal, V.K. Jain, Scrupulous recognition of biologically 
important acids by fluorescent “turn off-on” mechanism of thaicalix reduced silver 
nanoparticles, Chin. Chem. Lett. 28 (2017) 312-318.  


