
SUPPLEMENTARY  METHODS  

  

Microarray  analyses  for  targets  of  TNFR2.  Genome-wide  extrahepatic  bile  duct  

expression  datasets  have  been  previously  generated  and  reported  by  us  (deposited  in  

GEO:  GSE46995)  (8).  Statistical  significance  was  determined  by  unpaired  t-test  with  a  

significance  of  <0.05.  To  identify  molecules  linked  to  TNFR2  function,  the  ToppGenet  

algorithm  within  the  Toppgene  Suite  (http://toppgene.cchmc.org/)  was  utilized  to  

generate  a  network  of  TNFR2-interacting  proteins,  which  identified  29  individual  

molecules.  GeneSpring  GX13.0  platform  was  then  used  to  select  genes  whose  

expression  differed  by  ≥1.5-fold  between  saline  and  RRV  groups  with  a  significance  of  

<0.05  by  Welch  one-way  analysis  of  variance  (ANOVA)  and  Benjamini-Hochberg  

multiple  testing  correction  (false  discovery  rate  [FDR]  0.05).  

  

	  



Supplementary  Table  1  

Oligonucleotide  primer  sequences  and  PCR  product  sizes  for  mouse  TNFa-related  

genes  

 

Gene	   Mouse	  Primer	  Sequences	   Annealing	  
Temp.	  (°C)	  

Product	  
Size	  (bp)	  

Tnfa  
For:  5'-AAGGGAGAGTGGTCAGTTGCC-3’  

Rev:  5'-CCTCAGGGAAGAGTCTGGAAAGG-3’  
54   95  

Tnfr1  
For:  5'-ATCCATCAGGGGTCACTGGA-3’  

Rev:  5'-ACTTGGTGCAGCAGATGGAA-3’  
60   117  

Tnfr2  
For:  5'-ACAAACCGGAACCTGGGTAC-3’  

Rev:  5'-GTCCGAGGTCTTGTTGCAGA-3’  
60   125  

Bmx  
For:  5'-GGAAAGTTCCTGTGTTGCCA-3’  

Rev:  5'-TGGGAGCTCTGTGTTTCTCA-3’  
60   117  

Ask1  
For:  5'-CAAATCAGACAGTCCGACGG-3’  

Rev:  5'-GTGCATTCTGGGAGTCATGG-3’  
60   117  
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Supplementary  Table  2  

Statistical  analysis  of  growth  profiles,  symptoms  of  cholestasis  and  Kaplan-Meier  

survival  charts.  

A)   Statistical  analysis  of  growth  curves  (weights)  of  experimental  groups  (two-tailed  
unpaired  t  test  with  Welch’s  correction):      

   WT/IgG  
RRV  

TNFa-Ab  
RRV  

TNFR1-Ab  
RRV  

TNFR2-Ab  
RRV   TNFR1-KO   TNFR2-KO  

WT/IgG  RRV   XXX   0.002   <0.0001   <0.0001   0.11   <0.0001  
TNFa-Ab  RRV   0.002   XXX   XXX   XXX   XXX   XXX  
TNFR1-Ab  RRV   <0.0001   XXX   XXX   0.48   XXX   XXX  
TNFR2-Ab  RRV   <0.0001   XXX   0.48   XXX   XXX   XXX  
TNFR1-KO   0.11   XXX   XXX   XXX   XXX   0.0011  
TNFR2-KO   <0.0001   XXX   XXX   XXX   0.0011   XXX  

  
B)   Kaplan-Meier  survival  plots  of  experimental  groups  (Log-rank  [Mantel-Cox]  test):      

   WT/IgG  
RRV  

TNFa-Ab  
RRV  

TNFR1-Ab  
RRV  

TNFR2-Ab  
RRV   TNFR1-KO   TNFR2-KO  

WT/IgG  RRV   XXX   0.0003   <0.0001   <0.0001   0.94   0.001  
TNFa-Ab  RRV   0.0003   XXX   XXX   XXX   XXX   XXX  
TNFR1-Ab  RRV   <0.0001   XXX   XXX   0.04   XXX   XXX  
TNFR2-Ab  RRV   <0.0001   XXX   0.04   XXX   XXX   XXX  
TNFR1-KO   0.94   XXX   XXX   XXX   XXX   0.01  
TNFR2-KO   0.001   XXX   XXX   XXX   0.01   XXX  
  

C)   Comparative  analysis  of  percent  mice  jaundiced  from  experimental  cohorts  of  mice  
(Wilcoxon  matched-pairs  signed  rank  test):      

   WT/IgG  
RRV  

TNFa-Ab  
RRV  

TNFR1-Ab  
RRV  

TNFR2-Ab  
RRV   TNFR1-KO   TNFR2-KO  

WT/IgG  RRV   XXX   <0.0001   0.0005   0.0012   0.50   0.001  
TNFa-Ab  RRV   <0.0001   XXX   XXX   XXX   XXX   XXX  
TNFR1-Ab  RRV   0.0005   XXX   XXX   0.21   XXX   XXX  
TNFR2-Ab  RRV   0.0012   XXX   0.21   XXX   XXX   XXX  
TNFR1-KO   0.50   XXX   XXX   XXX   XXX   0.004  
TNFR2-KO   0.001   XXX   XXX   XXX   0.004   XXX  

  

  

	  














