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Reagents, antibodies and software 
A table of the source of all reagents, antibodies, kits, cell lines, chemical and software are 
included (Table SX) 

Supplementary Figures, Tables: 

Fig. S1. Single channel immunofluorescent images for all figures and extended data 
figures. 

Fig. S2. CZC standard curves generated by two ‘spike-in’ control techniques.

Fig. S3. Supplementary Figure S3. Exemplar FACS gating strategies for isolating 

ZSG+ cells from peripher-al blood samples. 

Source data for Supplementary Figure S2. 



Supplementary Information Figure 1: single channel images of immunofluorescence stud-
ies of the indicated panels from main and extended data. All scale bars=50µm except for 
Figure 7c that are 10µm.
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Standard curves generated by two ‘spike-in’ control techniques. (a) Normal peripheral blood was 
harvested from adult P1-KP mice with gastric adenocarcinoma. Peripheral blood mononuclear cells 
(PBMCs) were isolated by ficoll gradient centrifugation. ZSG+ cells were enumerated manually and 
spiked into fresh peripheral blood to give the final number of actual ZSG+ cells/ml (x-axis). These 
samples were then subject to the same FACS protocol used in all blood isolation studies to provide 
the observed (y-axis) quantification. The vertical dotted lines represent the 25th and 75th percentile 
of observed CZCs/ml recorded in Supplementary Table 11.  (b) Normal PBMCs used in (a) were also 
spiked at the indicated percentage of total PBMCs in buffered saline and quantified in the same 
manner as in (a). In both graphs, the hashed black line represents the ideal curve in which expected 
and observed results are the same. 

Supplementary Figure 2



Supplementary Figure 3

tCZC example 1: ZSGreen negative tCZC example 2: ZSGreen positive
a b

Supplementary Figure S3. Exemplar FACS gating strategies for isolating ZSG+ cells from peripher-
al blood samples. (a) Example of a tumour-bearing animal that did not have ZSG+ cells in the peripheral 
blood. (b) Example of a tumour-bearing animal with ZSG+ cells in the the peripheral blood.



Source data for Supplementary Fig. S2a and b. 

Expected % of ZSG+ 
cells/ml blood 

GAC (Nalcnflx/+) 1 GAC (Nalcnflx/+) 2 GAC (Nalcnflx/+) 3 

10 10.4467 9.2553 12.0833 
1 0.79 0.8013 0.8498 

0.1 0.0992 0.0867 0.1404 
0.01 0.0167 0.0213 0.0234 

0.001 0.002 0.0041 0.0001 

Expected # of ZSG+ 
cells/ml blood 

GAC (Nalcnflx/+) 1 GAC (Nalcnflx/+) 2 GAC (Nalcnflx/+) 3 

1000000 1392000 1356000 1244000 
100000 148800 107600 110400 
10000 13960 16000 17640 
1000 800 800 1200 
100 400 0.001 400 
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