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Supplemental	
  Figure	
  1.	
  Expression	
  and	
  Purification	
  of	
  Rr-­‐Csp.	
  (a)	
  Expression	
  of	
  
pET28a-­‐SUMO-­‐Rr-­‐Csp.	
  Lane	
  1:	
  Ladder	
  (11,	
  17,	
  26,	
  34,	
  43,	
  56,	
  72,	
  95,	
  130,	
  170	
  
kDa),	
  Lane	
  2:	
  Un-­‐induced	
  total	
  protein,	
  Lane	
  3:	
  Un-­‐induced	
  soluble	
  protein,	
  Lane	
  
4:	
  Total	
  protein	
  four	
  hours	
  post	
  induction,	
  Lane	
  5:	
  Soluble	
  protein	
  four	
  hours	
  
post	
  induction.	
  (b)	
  Fractions	
  from	
  the	
  purification	
  of	
  His6-­‐SUMO-­‐Rr-­‐Csp.	
  Lane	
  1:	
  
Ladder	
  (11,	
  17,	
  26,	
  34,	
  43,	
  56,	
  72,	
  95,	
  130,	
  170	
  kDa),	
  Lane	
  2:	
  Column	
  load,	
  Lane	
  3:	
  
Flow	
  through,	
  Lane	
  4:	
  Wash	
  one,	
  Land	
  5:	
  Wash	
  two,	
  Lane	
  6:	
  Wash	
  three,	
  Lane	
  7:	
  
Elution	
  one,	
  Lane	
  8:	
  Elution	
  two,	
  Lane	
  9:	
  Elution	
  three.	
  (c)	
  Ulp-­‐1	
  digestion	
  and	
  
reverse	
  immobilized	
  metal	
  affinity	
  purification	
  of	
  Rr-­‐Csp.	
  Lane	
  1:	
  Ladder	
  (11,	
  17,	
  
26,	
  34,	
  43,	
  56,	
  72,	
  95,	
  130,	
  170	
  kDa),	
  Lane	
  2:	
  Undigested	
  His6-­‐SUMO-­‐Rr-­‐Csp,	
  Lane	
  
3:	
  Ulp-­‐1	
  digested	
  His6-­‐SUMO-­‐Rr-­‐Csp	
  and	
  column	
  load,	
  Lane	
  4:	
  Flow	
  through	
  and	
  
wash	
  (Rr-­‐Csp),	
  Land	
  5:	
  Elution	
  (His6-­‐SUMO).	
  
	
  



	
  
Supplemental	
  Figure	
  2.	
  Non-­‐protein	
  signal	
  was	
  observed	
  in	
  a	
  3D	
  13C	
  HCCH-­‐
TOCSY.	
  Two	
  different	
  carbon	
  chemical	
  shifts	
  at	
  89.7	
  ppm	
  and	
  87.2	
  ppm,	
  a	
  region	
  
where	
  no	
  carbons	
  from	
  proteins	
  resonate,	
  most	
  closely	
  corresponds	
  to	
  where	
  C1’	
  
or	
  C4’	
  shifts	
  for	
  nucleotides	
  are	
  observed.	
  The	
  proton	
  chemical	
  shifts	
  also	
  fall	
  
within	
  expected	
  value	
  ranges	
  for	
  protons	
  in	
  the	
  ribose	
  or	
  deoxyribose	
  of	
  
nucleotides.	
  	
  
	
  



	
  
Supplemental	
  Figure	
  3.	
  A	
  representative	
  plot	
  of	
  the	
  ΔGD	
  at	
  different	
  
concentrations	
  of	
  guanidine	
  HCl	
  versus	
  guanidine	
  HCl	
  concentration.	
  A	
  trend	
  line	
  
was	
  fit	
  to	
  the	
  data	
  and	
  the	
  equation	
  describing	
  the	
  trend	
  line	
  was	
  used	
  to	
  
extrapolate	
  the	
  ΔGD	
  for	
  Rr-­‐Csp	
  at	
  native	
  (0	
  M	
  guanidine	
  HCl)	
  conditions.	
  This	
  plot	
  
is	
  representative	
  of	
  four	
  experiments.	
  The	
  reported	
  ΔGD	
  is	
  the	
  average	
  value	
  for	
  
the	
  four	
  experiments.	
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