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SV experiment. Sample in: TK100 (no EDTA) Running speed: 50k   Running temp: 200c  Use XLA-1

Sample preparation:

Use RNAse A, split sample into two, set one half aside as control.  The other half was added with equal amount of 7M GuHCl (final conc is 3.5M GuHCl) and 25(mole of reducing agent TBP (Tri-n-butylphosphine), the final TBP concentration in solution is about 60 mM. Let samples stand at room temperature overnight. Dialyzed samples against TK100 buffer separately with several changes of buffer.  In the final dialysis, kept both samples in the same dialyzed buffer overnight.

RESULT: data from 0826/103414,xla1

	Sample


	Scan chosen
	S20,w

	Control: native RNAse A
	10-29
	1.990

	
	15-34
	2.019

	
	20-39


	1.967

	Denatured-TBP-renatured RNAse A
	10-29
	1.812

	
	15-34
	1.894

	
	20-39
	1.826


Data analysis:

	Scan chosen
	Control: native RNAse A
	Denatured-TBP-renatured RNAsA
	(S


	Difference

(minimized)



	10-29
	1.990
	1.812
	0.178
	8.9%

	15-34
	2.019
	1.894
	0.125
	6.2%

	20-39
	1.967
	1.826
	0.141
	7.2%


	
	Control: native RNAse A
	Denatured-TBP-renatured RNAse A



	(S difference due to scan chosen (maximized)
	0.052 S

2.6 %
	0.082 S

4.5 %


Using the following criteria:

Maximized (magnified) (S difference due to scan chosen (use a smaller number for denominator when converted to %). Minimized (play down) the (S difference between control and the sample (use a larger number for denominator when converted to %). The conformational change due to denaturation and then re-naturation of the protein in the presence of reducing agent, TBP (Tri-n-butylphosphine) is real (due to mismatch of disulfide bonds during the refolding process).6.2%>4.5 % 
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