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Abstract


This study reports the first experimental evidence of using DNA as a polymeric additive to enhance protein crystallization. Using three kinds of DNA with different molecular weights—calf DNA, salmon DNA, and herring DNA—this study showed an improvement in the success rate of lysozyme crystallization, as compared to control experiments, especially at low lysozyme concentration. The improvement of crystallization is particularly significant in the presence of calf DNA with the highest molecular weight. Calf DNA also speeds up the induction time of lysozyme crystallization and increases the number of crystals per drop. We hypothesized the effect of DNA on protein crystallization may be due to the combination of excluded volume effect, change of water’s surface tension, and the water competition effect. This work confirms predications of the potential use of DNA as a polymeric additive to enhance protein crystallization, potentially applied to systems with limited protein available or difficult to crystallize.
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1. Introduction


Deoxyribonucleic acid (DNA) is a molecule that consists of nitrogen-containing nucleobases and a sugar phosphate. Highly monodispersed and uniform DNA has been studied for a long period of time as the code of life until early 1980s, Professor Seeman first proposed that DNA could be treated as a polymer [1,2,3]. Since then, DNA has been utilized as chemical materials and scientists have been trying to endue DNA more new properties by modifying DNA with a variety of functional molecules [4]. The DNA molecule has extraordinary characteristics which include precise recognition and the DNA sequences can be easily programed and designed into different kinds of nanostructures such as DNA origami [5,6,7,8,9,10,11,12,13]. We have already found that DNA origami can be applied to enhance protein crystallization [14]. This precisely designable and programmable nanostructure is an effective material in the field of protein crystallization. Due to the unique structure of DNA, it has attracted extensive attention and shown great promise for various applications in many fields such as material science and biomedical and pharmaceutical fields [15,16,17]. However, intrinsic polymeric property has been neglected in protein crystallization.



Protein crystallization is used to precisely define the atomic structure and enable the development of many advances based on the understanding of biological systems such as drug design [18,19,20,21]. Many studies have sought for the enhancement of protein crystallization by adding different materials and additives. Traditionally, horse tail hairs and minerals have been added until recent studies discovered the potential use of three-dimensional (3D) nanotemplates, molecular imprinted polymer, porous materials like silicon, and bio-glass in the field of protein crystallization [22,23,24,25,26,27,28,29,30,31]. We have previously reported that DNA origami is effective as a seed to promote protein crystallization due to its integral nanostructure [14]. However, the function of DNA as a long chain polymer is not discovered and studied in the field of protein crystallization. The DNA as a long chain polymer is expected to have the following properties: (i) DNA length and sequence can be precisely controlled and designed; and (ii) DNA can be modified with functional groups to have specific interactions with a wide range of biomolecules including proteins, antibodies, and peptides.



We hypothesize that DNA in the solution will cause an excluded volume effect, change of water’s surface tension, and water competition with protein molecules. The combination of these effects may create a positive effect for protein crystallization. Therefore, we proposed that DNA can serve as a polymeric material to promote protein crystallization. It is still an unexplored aspect as to whether and how such DNA affects protein crystallization. To answer this question, three kinds of DNA—DNA from calf thymus (calf DNA), DNA from salmon testes (salmon DNA), and DNA from herring testes (herring DNA)—were chosen in our study. Lysozyme was chosen as model protein in this study due to its accessibility and it is widely used in the previous studies [32,33,34]. Findings from this work would allow the development of new systematic methods for crystallization of biological macromolecules.




2. Materials and Methods


2.1. Materials


Lysozyme from chicken egg white as lyophilized powders, calf DNA (~15,000 base pairs), salmon DNA (~1,000 base pairs), herring DNA (~100 base pairs), sodium chloride (NaCl), and anhydrous sodium acetate (NaAc) were purchased from Sigma-Aldrich and utilized without further purification. Acetic acid (CH3COOH) was purchased from Guangfu (Tianjing, China). All of these reagents were of analytical grade or above.




2.2. Protein Samples Preparation


Lysozyme solution: lysozyme was dissolved in 0.05 M NaAc (pH 4.6) buffer solution. Protein samples and all of the solution used for crystallization were filtered through 0.22 μm mesh size filters before setting up trials for crystallization. The concentrations of lysozyme were 2.5, 5.0, 7.5, and 10 mg/mL.




2.3. Agarose Gel Electrophoresis


The number of base pairs (bp) for salmon and herring DNA was determined by 1% agarose gel electrophoresis and visualized under UV light. The results obtained for calf, salmon and herring DNA were ~15,000 bp, ~1000 bp, and ~100 bp, respectively (Figure S1).




2.4. Protein Crystallization Experiment


Protein crystallization was performed with 24-well plates using conventional hanging-drop vapor-diffusion method. Crystallization drops were made by mixing 1.5 μL of lysozyme solution and an equal volume of precipitant containing different DNAs: calf DNA, salmon DNA, herring DNA, and blank (without DNA). The drops were equilibrated against 300 μL of precipitant solution in the reservoir well. The precipitant solution used for lysozyme contained 1.0 M NaCl and 0.05 M NaAc (pH 4.6). The concentrations of salmon and herring DNA were: 2.5, 5.0, 10, 15, and 20 mg/mL. Due to low solubility of calf DNA in precipitant solution, lower concentrations of calf DNA were used: 0.1, 0.5, 1.0, 2.5, and 5.0 mg/mL. After the crystallization plates were sealed, the plates were incubated at 4 °C for one week and observation by visual inspection carried out daily. The effects of DNA on the nucleation of protein crystals were studied by counting the number of drops with crystals.



The induction time was determined visually by optical microscopy, measuring the elapsed time between the droplet deposition and the appearance of the first visible crystal under an optical microscope (Olympus SZM-T4, Beijing, China) at a maximum magnification of 90 ×. Each set contained 48 samples and was repeated in triplicate to test the reproducibility of the result.





3. Results and Discussion


In this study, we conducted a series of experiments to explore if the addition of DNA as a polymeric additive has a positive effect on protein crystallization. We purchased three kinds of DNA from Sigma-Aldrich, the number of base pairs for all DNA were determined by 1% agarose gel electrophoresis (Figure S1), the results obtained as ~15,000 bp, ~1000 bp, and ~100 bp, respectively. Then, we estimated the molecular weights of DNA by taking an average number of 330 per base [35]. Therefore, three kinds of DNA with different molecular weights were used for comparison which were calf DNA (~9900 kDa), salmon DNA (~660 kDa), and herring DNA (~66 kDa). Lysozyme was chosen as a model protein due to its accessibility and abundance and has been widely used in previous studies [36,37,38]. In a typical experiment, lysozyme was dissolved in protein buffer (0.05 M NaAc, pH 4.6) to obtain lysozyme solution while DNA solutions can be prepared by dissolving three kinds of DNA into lysozyme precipitant buffer (1.0 M NaCl, 0.05 M NaAc, pH 4.6). The control experiment was conducted in parallel without the addition of DNA for comparison. An equal volume of lysozyme and DNA solution were used for crystallization. The daily crystal observation was conducted over a period of time until crystal growth reached a plateau. Conventional hanging-drop vapor diffusion technique was employed [39,40]. From daily observation, the crystal growth of lysozyme usually reached a plateau on the seventh day at 4 °C.



In this study, the degree of crystallizations was evaluated by crystal quantity denoted as crystal percentage, the percentage of crystallized drop. Higher difference of crystal percentage compared with control indicated a greater effect to enhance protein crystallization. Figure 1 demonstrated the percentage of crystallized drops with various concentrations of lysozyme (2.5–10 mg/mL) and DNA (0.1–20 mg/mL) on the seventh day (original data in Tables S1–S12). The control experiment without DNA addition was shown as the leftmost column for each lysozyme concentration. As depicted in Figure 1A, it was found that along x-axis, the percentage of crystallized drops increased with DNA concentration when calf DNA with molecular weight ~9900 kDa was utilized. At the lysozyme concentration of 2.5 mg/mL, the crystal percentage in average increased from 0% for blank sample to 2.8% and 33% with the presence of calf DNA at the concentration of 0.1 and 5.0 mg/mL, respectively. A similar trend was also observed for other lysozyme concentrations, showing that the crystal percentage increased proportionally with DNA concentration.



It is worth noting that the crystal percentage has reached a relatively constant value beyond both lysozyme concentration of 5.0 mg/mL and calf DNA concentration of 1.0 mg/mL, indicating the additional effect brought by DNA became less significant. A similar phenomenon was also observed for crystallization drops with salmon and herring DNA, but the upper threshold concentrations of protein and DNA were different. The enhanced effect of both salmon and herring DNA became limited beyond both DNA concentration of 10 mg/mL and protein concentration of 7.5 mg/mL, and below both values, we called it the ‘effective window’. The determination of effective concentrations guided us to adjust DNA and protein concentration for protein crystallization. Single crystal X-ray crystallography on lysozyme crystals with DNA was carried out, and it showed that DNA at low concentrations had little effect on the quality of lysozyme crystals (Figures S2–S4). Combining all the observations, it was shown that the addition of DNA as polymeric additive has a positive effect on lysozyme crystallization at a certain effective window.



In addition, by further examination of Figure 2A–D, the effect of salmon and herring DNA on enhancement of lysozyme crystallization were similar, demonstrated by the similar percentage of crystallized drops, for instance, around 90% of drops crystallized for both salmon and herring DNA at lysozyme concentration of 10 mg/mL. This phenomenon may be contributed to their similar molecular weight for salmon and herring DNA which were ~660 kDa and ~66 kDa. Furthermore, the percentage of crystallized drop with calf DNA increased from herring DNA by 14.7-fold, 1.4-fold, 0.4-fold, and 0.2-fold at lysozyme concentration of 2.5, 5.0, 7.5, and 10 mg/mL, respectively. Therefore, the effect of different DNA on lysozyme crystallization was similar at higher lysozyme concentrations.



In terms of the induction time, Figure 2A showed that the crystal can be observed from the first day for calf DNA compared to zero crystal formed for blank sample, indicating the presence of calf DNA drastically reduced the induction time of crystal growth. As for salmon and herring DNA, their effect was less noticeable at a lysozyme concentration of 2.5 mg/mL as their induction time was similar as that of control sample. At higher lysozyme concentrations in Figure 2B–D, the additional effect of all DNA on induction time was little. Therefore, the effect of DNA was more pronounced at low lysozyme concentration of 2.5 mg/mL. Low protein concentration is more beneficial to biological and pharmaceutical industry due to lower protein consumption and lower economic costs. Overall, calf DNA with the highest molecular weight exerts the greatest influence on both success rate and induction time of lysozyme crystallization.



Combining all the above observations, it is concluded that the addition of DNA has a positive effect on the success rate and induction time of lysozyme crystallization as well as the effect is more pronounced for DNA with higher molecular weight. We proposed that the addition of DNA to lysozyme solution possibly caused an excluded-volume effect, which induced depletion attraction. The depletion force may be described as effective attraction between two protein molecules in a crowded solution induced by the volume occupied by DNA between protein molecules [41,42]. Moreover, the DNA molecules possibly interacted with water molecules in the solution causing the change of surface tension of water and less water molecules surround protein molecules [43], resulting in higher local protein concentration and lower supersaturation concentration to enhance protein crystallization. The competition of water molecules between DNA and protein also likely kept fewer water molecules from accumulating around protein molecules [44], resulting in higher local protein concentration as well as lower supersaturation concentration to promote protein crystallization. DNA may also serve as a nucleant for heterogeneous crystal nucleation. In plain words, the biological compatibility and biochemical similarity facilitate adsorption of lysozyme on DNA, thus promoting crystal nucleation. The largest DNA, which is calf DNA, renders more nucleation-promoting centers on its surface. The higher chain length of DNA with higher molecular weight was likely to provide a greater competition effect of volume and water with protein molecules, resulting in a higher protein local concentration. Herein, calf DNA with the highest molecular weight among all three DNAs has the highest potential to promote protein crystallization.



We made a final observation of lysozyme crystal numbers and sizes with different kinds and concentrations of DNA. As shown in Figure 3, the use of calf DNA as a polymeric additive generated the formation of the highest number of crystals per drop, because of an increase in nucleation rate. At the same time, both salmon and herring DNA resulted in crystals with larger sizes but the crystal number per drop remained relatively constant over crystal growth. Moreover, the effect was more pronounced especially at higher DNA concentrations (Figure 3D–F). This further verifies that DNA can serve as an effective polymeric material to enhance protein crystallization.




4. Conclusions


On the whole, we presented for the first time using DNA as a new kind of polymeric additive to enhance protein crystallization. The success rate of lysozyme crystallization was enhanced with the presence of all three DNAs, especially at low protein concentration. Among the three kinds of DNA, the presence of calf DNA with the highest molecular weight showed the greatest improvement in lysozyme crystallization. In this work, the influence of DNA on protein crystallization at low protein concentrations has highlighted the outstanding potential of DNA as a novel additive for systems with limited amounts of protein. Considering the programmable and designable characteristics of DNA, specific DNA with well-defined sequence and length can be synthesized, thus, it is envisioned that DNA has excellent potential to improve systems where biological molecules are difficult to crystallize, as well as to maximize the efficiency of using scarce resources. This finding is only the starting point, the use of lysozyme can be extended to other proteins. In view of the short history of using DNA as polymer starting 30 years ago, As the field is becoming more mature, it will open up a new platform and promote promising applications in material science, detection, drug delivery, and tissue engineering.








Supplementary Materials


The following are available online at https://www.mdpi.com/2073-4352/9/4/186/s1, Figure S1: 1% agarose gel determination of base pair numbers for (a) herring DNA (b) calf DNA and salmon DNA, respectively; Figure S2: X-ray diffraction of lysozyme crystals with herring DNA; Figure S3: X-ray diffraction of lysozyme crystals with salmon DNA; Figure S4: X-ray diffraction of lysozyme crystals with calf DNA; Table S1: Number of drops with crystals by adding calf DNA at 2.5 mg/mL lysozyme; Table S2: Number of drops with crystals by adding calf DNA at 5.0 mg/mL lysozyme; Table S3: Number of drops with crystals by adding calf DNA at 7.5 mg/mL lysozyme; Table S4: Number of drops with crystals by adding calf DNA at 10 mg/mL lysozyme; Table S5: Number of drops with crystals by adding salmon DNA at 2.5 mg/mL lysozyme; Table S6: Number of drops with crystals by adding salmon DNA at 5.0 mg/mL lysozyme; Table S7: Number of drops with crystals by adding salmon DNA at 7.5 mg/mL lysozyme; Table S8: Number of drops with crystals by adding salmon DNA at 10 mg/mL lysozyme; Table S9: Number of drops with crystals by adding herring DNA at 2.5 mg/mL lysozyme; Table S10: Number of drops with crystals by adding herring DNA at 5.0 mg/mL lysozyme; Table S11: Number of drops with crystals by adding herring DNA at 7.5 mg/mL lysozyme; Table S12: Number of drops with crystals by adding herring DNA at 10 mg/mL lysozyme.





Author Contributions


B.Z. was involved in all stages of the work, including conducting experiments and analyzing the data; S.T. and V.T. did parts of experiments; P.L. and S.F. helped analyze the data; B.Z., Y.W., and Z.Y. wrote and revised the paper; L.X., Z.Y., and J.Y.Y.H. acted as the supervisors and work planning.




Funding


This research was funded by National Natural Science Foundation of China (No. 21474059, 21372258), the Royal Academy of Engineering—Research Exchange China and India (RECI) program (No. 1314RECI047), the EPSRC (No. EP/N015916/1), and we acknowledge the Tsinghua University Branch of China National Center for Protein Sciences Beijing for technical support.




Conflicts of Interest


The authors declare no conflict of interest.




References


	



Seeman, N.C. Nucleic Acid Junctions and Lattices. J. Theor. Biol. 1982, 99, 237–247. [Google Scholar] [CrossRef] [Scilit]

	



Seeman, N.C. DNA Nanotechnology: Novel DNA Constructions. Annu. Rev. Biophys. Biomol. Struct. 1998, 27, 225–248. [Google Scholar] [CrossRef] [Scilit]

	



Shiping, L.; Seeman, N.C. Translation of DNA Signals into Polymer Assembly Instructions. Science 2004, 306, 2072–2074. [Google Scholar]

	



Dong, Y.; Liu, D.; Yang, Z. A Brief Review of Methods for Terminal Functionalization of DNA. Methods 2014, 67, 116–122. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Rothemund, P.W. Folding DNA to Create Nanoscale Shapes and Patterns. Nature 2006, 440, 297–302. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Qian, L.; Wang, Y.; Zhang, Z. Analogic China Map Constucted by DNA. Chin. Sci. Bull. 2006, 51, 2973–2976. [Google Scholar] [CrossRef] [Scilit]

	



Andersen, E.S.; Dong, M.D.; Nielsen, M.M.; Jahn, K.; Lind-Thomsen, A.; Mamdouh, W.; Gothelf, K.V.; Besenbacher, F.; Kjems, J. DNA Origami Design of Dolphin-Shaped Structures with Flexible Tails. ACS Nano 2008, 2, 1213–1218. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Ke, Y.; Ong, L.L.; Shih, W.M.; Yin, P. Three-Dimensional Structures Self-Assembled from DNA Bricks. Science 2012, 338, 1177–1183. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Zahid, M.; Kim, B.; Hussain, R.; Amin, R.; Park, S.H. DNA Nanotechnology: A Future Perspective. Nanoscale 2013, 8, 119. [Google Scholar] [CrossRef] [Scilit]

	



Andersen, E.S.; Dong, M.D.; Nielsen, M.M.; Jahn, K.; Subramani, R.; Mamdouh, W.; Golas, M.M.; Sander, B.; Stark, H.; Oliveira, C.L.P.; et al. Self-Assembly of a Nanoscale DNA Box with a Controllable Lid. Nature 2009, 459, 73–76. [Google Scholar] [CrossRef] [Scilit]

	



Douglas, S.M.; Dietz, H.; Liedl, T. Self-Assembly of DNA into Nanoscale Three-Dimensional Shapes. Nature 2009, 459, 414–418. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Han, D.; Pal, S.; Nangreave, J.; Deng, Z.; Liu, Y.; Yan, H. DNA Origami with Complex Curvatures in Three-Dimensional Space. Science 2011, 332, 342–346. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Dietz, H.; Douglas, S.M.; Shih, W.M. Folding DNA into Twisted and Curved Nanoscale Shapes. Science 2009, 325, 725–730. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Zhang, B.; Andy, R.M.; Isbell, M.A.; Wang, D.; Wang, Y.; Tan, S.F.; Teo, X.L.; Xu, L.; Yang, Z.; Heng, J.Y.Y. DNA Origami as Seeds for Promoting Protein Crystallization. ACS Appl. Mat. Interfaces 2018. [Google Scholar] [CrossRef] [Scilit]

	



Liu, X.; Zhang, F.; Jing, X.; Pan, M.; Liu, P.; Li, W.; Zhu, B.; Li, J.; Chen, H.; Wang, L.; et al. Complex Silica Composite Nanomaterials Templated with DNA Origami. Nature 2018, 559, 593–598. [Google Scholar] [CrossRef] [Scilit]

	



Udomprasert, A.; Kangsamaksin, T. DNA Origami Applications in Cancer Therapy. Cancer Sci. 2017, 108, 1535–1543. [Google Scholar] [CrossRef] [Scilit]

	



Fan, C.; Liu, D. DNA Nanotechnology; Science Press: Beijing, China, 2015. [Google Scholar]

	



Chayen, N.E. Turning Protein Crystallisation from an Art into a Science. Curr. Opin. Struct. Biol. 2004, 14, 577–583. [Google Scholar] [CrossRef] [Scilit]

	



McPherson, A. Crystallization of Biological Macromolecules, 1st ed.; Cold Spring Harbour Laboratory Press: New York, NY, USA, 1999; Volume 586. [Google Scholar]

	



McPherson, A.; Gavira, J.A. Introduction to Protein Crystallization. Acta Crystallogr. F Struct. Biol. Commun. 2014, 70, 2–20. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Giegé, R. A Historical Perspective on Protein Crystallization from 1840 to the Present Day. FEBS J. 2013, 280, 6456–6497. [Google Scholar] [CrossRef] [Scilit]

	



D’Arcy, A.; Sweeneya, A.M.; Haber, A. Using Natural Seeding Material to Generate Nucleation in Protein Crystallization Experiments. Acta Cryst. 2003, 59, 1343–1346. [Google Scholar] [CrossRef] [Scilit]

	



Kimble, W.L.; Paxton, T.E.; Rousseau, R.W.; Sambanis, A. The Effect of Mineral Substrates on the Crystallization of Lysozyme. J. Cryst. Growth 1998, 187, 268–276. [Google Scholar] [CrossRef] [Scilit]

	



Chayen, N.E.; Saridakis, E.; El-Bahar, R.; Nemirovsky, Y. Porous Silicon: An Effective Nucleation-Inducing Material for Protein Crystallization. J. Mol. Biol. 2001, 312, 591–595. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Shah, U.V.; Jahn, N.H.; Huang, S.; Yang, Z.; Williams, D.R.; Heng, J.Y.Y. Crystallisation via Novel 3D Nanotemplates as a Tool for Protein Purification and Bio-Separation. J. Cryst. Growth 2017, 469, 42–47. [Google Scholar] [CrossRef] [Scilit]

	



Hu, Y.; Chen, Z.; Fu, Y.; He, Q.; Jiang, L.; Zheng, J.; Gao, Y.; Mei, P.; Chen, Z.; Ren, X. The Amino-Terminal Structure of Human Fragile X Mental Retardation Protein Obtained Using Precipitant-Immobilized Imprinted Polymers. Nat. Commun. 2015, 6, 6634. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Chayen, N.E.; Sarldakis, E.; Sear, R.P. Experiment and Theory for Heterogeneous Nucleation of Protein Crystals in a Porous Medium. Proc. Natl. Acad. Sci. USA 2006, 103, 597–601. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Saridakis, E.; Khurshid, S.; Govada, L.; Phan, Q.; Hawkins, D.; Crichlow, G.V.; Lolis, E.; Reddy, S.M.; Chayen, N.E. Protein Crystallization Facilitated by Molecularly Imprinted Polymers. Proc. Natl. Acad. Sci. USA 2011, 108, 11081–11086. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Thakur, A.S.; Robin, G.; Guncar, G.; Saunders, N.F.; Newman, J.; Martin, J.L.; Kobe, B. Improved Success of Sparse Matrix Protein Crystallization Screening with Heterogeneous Nucleating Agents. PLoS ONE 2007, 2, e1091. [Google Scholar] [CrossRef] [Scilit]

	



Shah, U.V.; Amberg, C.; Diao, Y.; Yang, Z.; Heng, J.Y.Y. Heterogeneous Nucleants for Crystallogenesis and Bioseparation. Curr. Opin. Chem. Eng. 2015, 8, 69–75. [Google Scholar] [CrossRef] [Scilit]

	



Zhou, R.; Cao, H.; Zhang, C.; Yin, D. A Review on Recent Advances for Nucleants and Nucleation in Protein Crystallization. CrystEngComm 2017, 19, 1143–1155. [Google Scholar] [CrossRef] [Scilit]

	



Bijelic, A.; Molitor, C.; Mauracher, S.G.; Al-Oweini, R.; Kortz, U.; Rompel, A. Hen Egg-White Lysozyme Crystallisation: Protein Stacking and Structure Stability Enhanced by a Tellurium(VI)-Centred Polyoxotungstate. ChemBioChem 2015, 16, 233–241. [Google Scholar] [CrossRef] [Scilit]

	



McGovern, R.E.; McCarthy, A.A.; Crowley, P.B. Protein assembly mediated by sulfonatocalix[4]arene. Chem. Commun. 2014, 50, 10412. [Google Scholar] [CrossRef] [Scilit]

	



Beck, T.; Krasauskas, A.; Gruene, T.; Sheldrick, G.M. A Magic Triangle for Experimental Phasing of Macromolecule. Acta Cryst. 2008, D64, 1179–1182. [Google Scholar] [CrossRef] [Scilit]

	



He, F. DNA Molecular Weight Calculation. Bio-Protocol 2011, 1, e46. [Google Scholar] [CrossRef] [Scilit]

	



Liu, Y.; Li, H.; Wu, Z.; Chen, R.; Lu, Q.; Guo, Y.; Zhang, C.; Yin, D. Sensitivity of Lysozyme Crystallization to Temperature Variation. CrystEngComm 2016, 18, 1609–1617. [Google Scholar] [CrossRef] [Scilit]

	



Zhang, C.; Wang, Y.; Schubert, R.; Liu, Y.; Wang, M.; Chen, D.; Guo, Y.; Dong, C.; Lu, H.; Liu, Y.; et al. Effect of Audible Sound on Protein Crystallization. Cryst. Growth Des. 2016, 16, 705–713. [Google Scholar] [CrossRef] [Scilit]

	



Tong, X.; Kang, J.; Zhang, J.; Jia, X.; Li, W. Interfacial Functional Terminals Enhance the Heterogeneous Nucleation of Lysozyme Crystals. CrystEngComm 2018, 20, 2499–2510. [Google Scholar] [CrossRef] [Scilit]

	



Stevens, R.C. High-Throughput Protein Crystallization. Curr. Opin. Struct. Biol. 2000, 10, 558–563. [Google Scholar] [CrossRef] [Scilit]

	



Bolanos-Garcia, V.M.; Chayen, N.E. New Directions in Conventional Methods of Protein Crystallization. Prog. Biophys. Mol. Biol. 2009, 101, 3–12. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Tardieua, A.; Bonnete, F.; Finetc, S.; Vivarès, D. Understanding Salt or PEG Induced Attractive Interactions to Crystallize Biological Macromolecules. Acta Cryst. 2002, D58, 1549–1553. [Google Scholar] [CrossRef] [Scilit]

	



Phillip, Y.; Sherman, E.; Haran, G.; Schreiber, G. Common Crowding Agents Have Only a Small Effect on Protein-Protein Interactions. Biophys J. 2009, 97, 875–885. [Google Scholar] [CrossRef] [Scilit]

	



Bonvin, A.M.J.J.; Sunnerhagen, M.; Otting, G.; Gunsteren, W.F.V. Water Molecules in DNA Recognition II: A Molecular Dynamics View of the Structure and Hydration of the trp Operator. J. Mol. Biol. 1998, 282, 859–873. [Google Scholar] [CrossRef] [Scilit] [PubMed]

	



Reddy, C.K.; Das, A.; Jayaram, B. Do Water Molecules Mediate Protein-DNA Recogniton. J. Mol. Biol. 2001, 314, 619–632. [Google Scholar] [CrossRef] [Scilit] [PubMed]








[image: Crystals 09 00186 g001] 





Figure 1. Crystallization success rate of lysozyme using (A) calf DNA (B) salmon DNA (C) herring DNA at 4 °C on the seventh day, respectively. 
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Figure 2. Crystal percentage over a period of 7 days with 5.0 mg/mL calf DNA (orange line with dots), 5.0 mg/mL salmon DNA (pink line with stars), 5.0 mg/mL herring DNA (blue line with triangles) and Blank (black line with square) at lysozyme concentration of (A) 2.5 mg/mL, (B) 5.0 mg/mL, (C) 7.5 mg/mL, and (D) 10 mg/mL at 4 °C. 
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Figure 3. A typical set of crystal pictures with 10 mg/mL lysozyme on the first day using (A) 0 mg/mL calf DNA; (B) 1.0 mg/mL calf DNA; (C) 5.0 mg/mL calf DNA; (D) 0 mg/mL salmon DNA; (E) 10 mg/mL salmon DNA; (F) 20 mg/ mL salmon DNA; (G) 0 mg/mL herring DNA; (H) 10 mg/mL herring DNA; and (I) 20 mg/mL herring DNA (scale bar: 600 μm). 
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