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1. Effect of enzyme concentration on self assembly 
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Figure 1. Formation of Fmoc-Leu3 (in % yield) from 20/40mmol Fmoc-Leu/Leu2 

with 0.33, 0.67 and 1mg.mL of enzyme at pH7.2 (derived from an average of 3 data 

sets per sample). 
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Figure 2. Timecourse CD spectra of the self assembly of 20/40mmol Fmoc-Leu/Leu2 

at pH7.2 with 0.33, 0.67 and 1mg/mL of enzyme. 

 

 

 

2. Effect of substrate concentration on self-assembly 

 

Comparison of 10/20, 20/40 and 40/80mmol ratios 
at pH7.2 and 0.33mg/mL of enzyme
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Figure 3. Formation of Fmoc-Leu3 (in % yield) at pH7.2 with 0.33mg/mL of 

enzyme:at 40/80mmol, 20/40mmol, and 10/20mmol concentrations of Fmoc-

Leu/Leu2 (derived from an average of 3 data sets per sample).  
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Rate of consumption of FmocL at 10/20mmol, 20/40mmol 
and 40/80mmol FmocLeu/Leu2 at pH7.2 with 0.33mg/mL 
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Figure 4. Rate of Fmoc-Leu consumption in first 20minutes at 10/20mmol, 

20/40mmol and 40/80mmol concentrations of Fmoc-Leu/Leu2 at pH7.2 with 

0.33mg/mL of enzyme (derived from an average of 3 data sets per sample. 

 

3. Effect of pH on Self-Assembly 
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Figure 5. Formation of Fmoc-Leu3 (in % yield) from 20/40mmol Fmoc-Leu/Leu2 at 

pH8.0 with 0.33, 0.67 and 1mg/mL of enzyme (derived from an average of 3 data sets 

per sample).Formation of Fmoc-Leu3 is significantly slowed at pH8.0 as compared to 

pH7.2 (Figure 1).  
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Figure 6. Formation of Fmoc-Leu3 (in % yield) from 20/40mmol Fmoc-Leu/Leu2 at 

pH8.4 with 0.33, 0.67 and 1mg/mL of enzyme (derived from an average of 3 data sets 

per sample). Formation of Fmoc-Leu3 is almost halted at pH8.4 as compared to 

pH7.2..  

4. Effect of substrate ratio on self-assembly 

-20

0

20

40

60

80

100

0 20 40 60 80 100 120

Time (min)

%
 F

m
o

cL
eu

3

10/20

20/20

20/40

 

Figure 7. Formation of Fmoc-Leu3 (in % yield) at pH 7.2 with 0.33mg/mL of enzyme 

with 20/20mmol and 20/10mmol concentrations of Fmoc-Leu/Leu2. (derived from an 

average of 3 data sets per sample). . 

 

5. Monitoring of FmocLeu3 Self Assembly by 1H NMR 
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Figure 8. Log plot of the rate of proton integral decay over time during the enzyme 

catalysed self assembly of FmocLeu3 from FmocLeu and Leu2. At time zero the 

proton integral is plotted as ln 100%. For the first 5-15 minutes of the process linear 

rates are observed. Addition of increasing amounts of enzyme leads to a proportional  

increase in the rate of integral decay in a manner similar to that observed by HPLC 

and CD analysis.   


