I. The residue-by-residue RMSD for Sir2TM complex. 
Using 2H59 as reference structure, the RMSD of CA atoms is plotted as followed.
residue 47
residue 33





By comparing to crystal structures, the flexible loop region can be identified as between residue 33 and 47. For intermediate 3D81, the residue missing is 34-44, which is the nature choice of selection. 
[image: ]2H59: orange
2H4F: yellow
3D81: purple
2H2I: light blue


RC: According to Liang et accelrys was used to model a 6 residue missing loop in 1SZC (yHst2). Liang also did studies on 2H4F for comparison; it appears results were presented but loop building methodology was not. Apparently 1SZC is a complex with carba NAD, not NAD, whereas 2H4F is a complex with NAD? 
PL: The 6 missing residues in Liang’s paper refer to ASN37-LYS42 in 2H4F. 1SZC doesn’t have missing residues. No detailed loop search method is provided. In their modeling of 1SZC, they replaced carba-NAD with NAD from 2H4F after alignment.

RC: Yes. Given that only these 6 residues are missing in 2H4F, why did the loop predictions reported in pt 8 of report appear to include up to residue 44 not 42?






[bookmark: _GoBack]PL: Here is the updated loop refinement result including ones using only residue 37-42. Extending loop to residue 44 doesn’t change the resulting loop structure much, but using longer loop 35-46 resulting no good loop structures. 
	ternary complex: Sir2TM/NAD+/ac-p53
	MM-GBSA

	step 1: protein preparation wizard
	-4220.00

	minimizing res 37-42 + 7.5 Å after step 1
	-5830.30

	minimizing res 37-44 + 7.5 Å after step 1
	-5886.70

	minimizing res 35-46 + 7.5 Å after step 1
	-6003.80

	loop refinement on res 37-42 after step 1
	-5540.30

	loop refinement on res 37-44 after step 1
	-5611.30

	loop refinement on res 35-46 after step 1
	-5744.40

	re-minimization after loop refinement on res 37-42
	-5868.60

	re-minimization after loop refinement on res 37-44
	-6038.30

	re-minimization after loop refinement on res 35-46
	-6167.90



Your ppt appeared to indicate that there is yHst2 structure (1Q1A) of complex with intermediate. Please confirm and also indicate how many loop residues are missing in 1Q1A. I believe yHst2 is included in the sequence alignment on the meetings pag.

PL: No. 1Q1A is a ternary complex with co-products. No intermediate structure is available for yHST2. There is no missing loop residues in 1Q1A. 
When were the 1SZC, 1Q1A, 2H4F, 3D81 structures published?
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