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Figure S1. Representative Western blot images with time of MYCN expression in SHEP-Tet21/N cell line and IMR5/75 
shMYCN cell line. (A) Representative Western blot image and quantification of MYCN expression of MYCN expression 
in SHEP-Tet21/N NB cell line in response to 1 µg/mL tetracycline  (B) representative Western blot image and quantifica-
tion of MYCN expression in IMR5/75 shMYCN in response to 120 hours treatment with dox 1 µg/ml over 120 hours (5 
days). Data are mean ± SEM for 3 independent experiments. (C) Full western blots and integrated density readings of A 
and B. 
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Scheme 1. continued. 
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Figure S2. Example images and average Number of RPA foci/cell in SHEP-Tet21/N cells with MYCN ON or MYCN OFF. 
(A) Example images and (B) average Number of RPA foci/cell in SHEP-Tet21/N cells with MYCN ON or MYCN OFF 24 h 
post treatment with 1µM VE-821 or DMSO control. Data are independent repeats, pooled data are shown in Figure 2. (C) 
DNA fibre analysis of replication fork speed and stalling in VE-821 treated SHEP-Tet21/N cells with MYCN ON and 
MYCN OFF. Cells were incubated in 0.5 µM VE-821 or DMSO control and then pulse labelled with CldU, for 20 min, and 
labeled switched to IdU for 20 min. Average DNA fibre length (µm) (CIdU), at least 100 forks were counted on each of 
three separate occasions, means of individual repeats are shown pooled data are shown in Figure 2. 
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Figure S3. Example p-ATR images stained for phospho-ATR(Thr1989). (A) Example p-ATR images stained for phosph-
ATR(Thr1989), DAPI and merge in SHEP-Tet21/N cells with MYCN ON or MYCN OFF 24 h post treatment with 1µM 
PARP inhibitor olaparib or DMSO control. 
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Figure S4. Mean DNA fibre length and COMET tail moment from 3 independent repeats and representative COMET assay 
images cells. DNA damage; In each experiment cells were incubated in 0.5 µM VE-821 and or 0.5 µM olaparib or DMSO 
control. Mean DNA fibre length (CIdU - µm) from 3 repeats where pooled data is shown in figure 4. Mean tail moment of 
individual repeats for alkaline COMET assay where pooled data is shown in figure 4. (C) Representative COMET assay 
images cells are stained with SYBR Safe DNA gel stain. 
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Figure S5. FACS plots for Figure 5 and cell cycle profile of IMR5/75 shMYCN cells. (A) example FACS plots from figure 5. 
(B) Cell cycle profile of IMR5/75 shMYCN cells with MYCN amplified (MNA ct) and MYCN depleted (MNA kd) 24 hours 
post treatment 1 µM VE-821 and/or 1 µM olaparib or DMSO control, mean and standard deviation of 3 independent 
repeats each representing 10,000 cells. 
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Figure S6. Full raw WBs for Figure 1. Quantification of bands seen in Figure 1: integrated density – background value (ND 
= not detected or below background) and Full western blots  for Figure 1. 

 
Figure S6. continued: Quantification of bands seen in Figure 1: integrated density – background value (ND = not detected 
or below background) and Full western blots  for Figure 1. 

MYCN OFF p-chk1 +AZ ND 1357800 ND 551652 ND 101270
MYCN OIFF chk1 + AZ 487090 504999 927457 1245694 1196313 1052539
MYCN OFF MYCN + AZ ND ND ND ND ND ND
MYCN OFF ACTIN + AZ 9163116 8842027 9157565 9635993 9023314 8884913

MYCN ON p-chk1 +AZ ND 869461 ND 147331 ND ND
MYCN ON Chk1 + AZ 2706356 2530077 2882029 2618859 2700359 2119954
MYCN ON MYCN + AZ 5548888 4558155 6545233 4771557 8024060 5927217
MYCN ON ACTIN + AZ 5775760 7394263 5110890 4544484 4213908 4804538

MYCN ON p-chk1 +VE821MYCN OFF p-chk1 +VE821

MYCN ON chk1 +VE821MYCN OFF chk1 +VE821

MYCN ON MYCN  +VE821MYCN OFF MYCN +VE821



Cancers 2021, 13, 6215 8 of 8 
 

 

 
Figure S6. continued: Quantification of bands seen in Figure 1: integrated density – background value (ND = not detected 
or below background) and Full western blots  for Figure 1. 
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