
Figure	
  S6.	
  NRO	
  signal	
  controls.	
  (A)	
  We	
  asked	
  whether	
  the	
  promoter-­‐proximal	
  transcrip&on	
  peak	
  could	
  be	
  the	
  
result	
  of	
   the	
   increased	
  average	
   read	
  density	
  of	
  short	
  transcripts.	
  We	
  modeled	
  the	
  even	
  distribu&on	
  of	
  reads	
  
within	
   transcripts	
   by	
   compu&ng	
   the	
   mean	
   read	
   depth	
   for	
   each	
   transcript	
   and	
   ploEed	
   it	
   as	
  a	
   func&on	
   of	
  
distance	
   from	
  the	
  TSS	
   for	
  the	
  nascent	
  and	
  total	
  RNA	
  popula&ons.	
  This	
  analysis	
  showed	
  similar	
  profiles	
  for	
  the	
  
distribu&on	
  of	
  mean	
  reads	
  between	
  nascent	
  and	
  total	
  RNAs,	
  sugges&ng	
  that	
  the	
  peak	
  of	
  nascent	
  transcrip&on	
  
at	
  the	
   promoter-­‐proximal	
  region	
  is	
  not	
  due	
   to	
  unequal	
  sequencing	
  coverage	
  of	
  transcripts	
  of	
  different	
  length.	
  
(B)	
  To	
  rule	
  out	
   the	
  possibility	
  that	
  the	
   abundance	
   of	
  the	
  promoter-­‐proximal	
  nascent	
  RNA	
  transcrip&on	
  is	
  due	
  
to	
  chance	
   or	
   to	
  sequencing	
  biases,	
  we	
   sorted	
  transcripts	
  into	
  100	
  bp-­‐size	
   bins	
  corresponding	
  to	
  where	
   their	
  
maximum	
  read	
  depth	
  was	
  observed.	
  This	
  analysis	
  revealed	
  that	
  in	
  nascent	
  RNA	
  libraries,	
  maximum	
  read	
  depth	
  
was	
  over	
  two-­‐fold	
  more	
  probable	
  within	
  the	
  promoter-­‐proximal	
  100	
  bp	
  region	
  than	
  in	
  any	
  of	
  the	
  downstream	
  
100	
   bp	
   bins.	
   Similarly,	
   over	
   twice	
   as	
   many	
   genes	
   in	
   the	
   nascent	
   RNA	
   library	
   showed	
   their	
   maximum	
  
transcrip&on	
  in	
  the	
  first	
  promoter-­‐proximal	
  bin	
  compared	
  to	
  the	
   total	
  RNA	
  library.	
   In	
  contrast,	
  the	
  maximum	
  
read	
  depth	
  was	
  comparable	
   between	
  nascent	
  and	
  total	
  RNAs	
  in	
  bins	
  downstream	
  of	
  the	
  promoter-­‐proximal	
  
100	
  bp.	
  Thus,	
  we	
   conclude	
  that	
  the	
  nascent	
  transcrip&on	
  peak	
   in	
  the	
  promoter-­‐proximal	
  region	
  is 	
  not	
  due	
   to	
  
chance	
  or	
  sequencing	
  biases.
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