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Supplementary figure 1

 set A and 3 sgRNAs in library set B.  Fold change between control and T/S/Z sample was calculated for each gene in set A and set B using MAGeCK and then plotted as a scatter plot. Spearman correlation coefficient and significance of correlation is shown in the plot. P-value significance of 2.7e-08 was found between set A and set B.

Supplementary Figure 1. Scatter plot for GeCKO v2 library set A and B. The GeCKO v2 library 
contains two sets of sgRNA for each gene, including 3 sgRNAs in library set A and 3 sgRNAs in library 
set B.  Fold change between control and T/S/Z sample was calculated for each gene in set A and set B 
using MAGeCK and then plotted as a scatter plot. Spearman correlation coefficient and significance of 
correlation is shown in the plot.  We first randomly subsetted the negative control guides into dummy 
genes. We then used MAGeCK test command with input options “control-sgrna option” and “norm-
method control” (https://sourceforge.net/p/mageck/wiki/QA/#what-does-the-control-sgrna-control_sgrna-
option-do-how-to-use-this-option ). MAGeCK uses the list of negative control guides to generate the null 
distribution of RRA score during p-value calculation.  As per the recommendation from authors of 
MAGeCK we used 1000 negative control guides for p value estimation. P-value significance of 2.7e-08 
was found between set A and set B.
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Supplementary figure 3. Source data immunoblots. 
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Supplementary figure 3. Source data immunoblots (continued). 
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Supplementary figure 3. Source data immunoblots (continued). 
 Fig 5a Fig 5c



(1) (2)  (3)  (4)  (5)  (6)

34

72
95

26

RIPK1

14-3-3

mock
S25A

 WT 
S320A 

S320A/S335A

S25A/S320A/S335A

K45A

p-S166-RIPK1

GAPDH

HA (RIPK1)

72

95

72
95

43

34

0 
hr

4 
hr

7 
hr

0 
hr

4 
hr

7 
hr

0 
hr

4 
hr

7 
hr

T/S:

HT-29
DKO:

RIPK1-WT
DKO:

RIPK1-S25A

p-S166-RIPK1

14-3-3

caspase 8

PARP1

RIPK1

55

130

34

72

72

43

95

130
95

72

72

95

34

26

Fig 6e

0 
hr

4 
hr

7 
hr

0 
hr

4 
hr

7 
hr

0 
hr

4 
hr

7 
hr

T/S/Z:

HT-29
DKO:

RIPK1-WT
DKO:

RIPK1-S25A

p-S166-RIPK1

MLKL

14-3-3

p-S358-MLKL

RIPK1

55

55

34

72

95

95

72

26

Fig 6c

Supplementary figure 3. Source data immunoblots (continued). 

Fig 6a Fig 6b



#1    #2    #1    #2     #1   #2   #1   #2
PBS TNF PBS TNF

+/+ liver -/- liver

14-3-3

MLKL

p-S345-MLKL

RIPK1

p-S321-RIPK1
72

34

55

55

72

95

14-3-3

-/- MEF+/+ MEF

MLKL

p-S345-MLKL

34

55

55

T/S/Z (min): 0    15     60  120  240  480 0    15    60  120  240  480

72

72

RIPK1

p-S321-RIPK1
95

130

72
95

130

72

43

43

26

Fig 7e

Fig 7j

Supplementary figure 3. Source data immunoblots (continued). 
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