Results
7. Results: Optimizing Endothiapepsin Crystal Nucleation

7.1. The endothiapepsin morphogram analysis suggested that [1] nucleation was influenced by both protein and precipitant concentrations [2]. The metastable, nucleation, and precipitation regions of the diagram can be nicely distinguished [3]. The addition of seeds significantly increased the crystal number [4] compared to drops without seeds [5].
7.1.1. LAB MEDIA: Figure 6
7.1.2. LAB MEDIA: Figure 6 Video editor: Please emphasize graph 6A. Keep the other panels for comparison.
7.1.3. LAB MEDIA: Figure 6 Video editor: Please emphasize panel 6B and the red dot in 6A. Keep the other panels for comparison.
7.1.4. LAB MEDIA: Figure 6 Video editor: Please emphasize panel 6D and the blue dot in 6A. Keep the other panels for comparison.
7.1.5. LAB MEDIA: Figure 6 Video editor: Please emphasize panel 6C and the blue dot in 6A. Keep the other panels for comparison.

7.2. Analysis of the endothiapepsin micro-crystallization in 200 to 300 microliter volumes [1] revealed the changes in the crystal nucleation [2] and the longest dimension over time [3]. 
7.2.1. LAB MEDIA: Figure 8
7.2.2. LAB MEDIA: Figure 8 Video editor: Please emphasize graphs 8A and 8C.
7.2.3. LAB MEDIA: Figure 8 Video editor: Please emphasize graphs 8B and 8D.

7.3. Increasing the PEG (Peg) concentration to 35% markedly improved crystallization [1], with a final crystal concentration of around 3.6 x 106 per milliliter [2] and the longest crystal dimension of 42 micrometers [3].
7.3.1. LAB MEDIA: Figure 8 A and B Video editor: Please emphasize the black lines in 8A and 8B.
7.3.2. LAB MEDIA: Figure 8 A and B Video editor: In 8A, emphasize the highest data point in the black line (the last point on the right).
7.3.3. LAB MEDIA: Figure 8 A and B Video editor: In 8B, emphasize the highest data point in the black line (second from the last point on the right).

7.4. To reduce the size of the final crystals, a protein concentration reduction approach was applied, which, unfortunately, reduced the crystal concentration significantly [1] and ultimately produced even larger crystals [2].
7.4.1. LAB MEDIA: Figure 8 A and B Video editor: In 8A, emphasize the pink line.
7.4.2. LAB MEDIA: Figure 8 A and B Video editor: In 8B, emphasize the pink line.

7.5. However, the approach of increasing the PEG concentration to 40% yielded crystals around 3.1 x 106 per milliliter [1] and a size of approximately 39 micrometers [2]. Further, adding seeds led to a significant increase in crystal concentration, around 1.1 x 108 per milliliter [3], and smaller dimensions of approximately 4.2 micrometers [4].
7.5.1. LAB MEDIA: Figure 8 A and B Video editor: In 8A, emphasize the green line.
7.5.2. LAB MEDIA: Figure 8 A and B Video editor: In 8B, emphasize the green line.
7.5.3. LAB MEDIA: Figure 8 A and B Video editor: In 8A, emphasize the dashed purple line.
7.5.4. LAB MEDIA: Figure 8 A and B Video editor: In 8B, emphasize the dashed purple line.

7.6. The quenching effect attempted in the crystallization reaction gave a final crystal concentration of around 2.6 x 106 per milliliter [1] and a size of approximately 15 micrometers [2].
7.6.1. LAB MEDIA: Figure 8 C and D Video editor: In 8C of the dashed blue line, emphasize the data point that is intersected by the red dotted line.
7.6.2. LAB MEDIA: Figure 8 C and D Video editor: In 8D of the dashed blue line, emphasize the data point that is intersected by the red dotted line.

7.7. The CC½ (See-See-half) plotted against the resolution from the X-ray data showed a slight decrease in crystal resolution from the 10-microliter to 200-300 microliter volumes; however, the crystals still diffracted to 1.5 angstrom, which was deemed sufficient [1].
7.7.1. LAB MEDIA: Figure 9A

