
Appendices 
 

Sequence 1 – Vk*hPB linker 

GGATCCAGAATTCTTCCTCAGCCCCTCAACggcagcagcctggacgacgagcacatcctgagcgcc
ctgctgcagagcgacgacgagctggtcggcgaggacagcgacagcgagatcagcgaccacgtg 

Sequence 2 – Vk*hMYC-TA-hPB linker 

GAATTCaGGTACCaagaaatcgatgttgtttctgtggaaaagaggcaggctcctggcaaaaggtcagagtctggatcac
cttctgctggaggccacagcaaacctcctcacagcccactggtcctcaagaggtgccacgtctccacacatcagcacaactacg
cagcgcctccctccactcggaaggactatcctgctgccaagagggtcaagttggacagtgtcagagtcctgagacagatcagc
aacaaccgaaaatgcaccagccccaggtcctcggacaccgaggagaatgtcaagaggcgaacacacaacgtcttggagcg
ccagaggaggaacgagctaaaacggagcttttttgccctgcgtgaccagatcccggagttggaaaacaatgaaaaggccccc
aaggtagttatccttaaaaaagccacagcatacatcctgtccgtccaagcagaggagcaaaagctcatttctgaagaggacttgt
tgcggaaacgacgagaacagttgaaacacaaacttgaacagctacggaactcttgtgcggagggcagaggaagtcttcta
acatgcggtgacgtggaggagaatcccggccctggcagcagcctggacgacgagcacatcctgagcgccctgctg
cagagcgacgacgagctggtcggcgaggacagcgacagcgagatcagcgaccacgtgagc 

Open reading frame 
Restriction sites KpnI = GGTACC, PmlI = CACGTG, EcoRI = GAATTC, ClaI = 
ATCGAT, BbvcI = CCTCAGC 
From just before start of hMYC  
hMYC exon 3 (last) excluding stop codon 
T2A linker peptide 
mPB from 2nd codon to PmlI site 
 
 



These primer sequences were provided by Iraad Bronner 

PiggyBac  

Name Order sequence temp 

PB5pr_1 g*atatacagaccgataaaacacatgcgtc*a 63 

PB5pr_2 a*atgatacggcgaccaccgagatctacaccacgcatgattatctttaacgtacgtca*c 65 

PB5pr_seq_2 c*accgagatctacaccacgcatgattatctttaacgtacgtcacaatatgattatcttt*c - 

PB3pr_1 g*acggattcgcgctatttagaaagaga*g 63 

PB3pr_2 a*atgatacggcgaccaccgagatctacacatgcgtcaattttacgcagactat*c 65 

PB3pr_seq_3 c*accgagatctacacatgcgtcaattttacgcagactatcttt*c - 
 

Sleeping Beauty  

Name Order sequence temp 

SB5pr_1 t*ttgttaacaagaaatttgtggagtagtt*g 63 

SB5pr_2 a*atgatacggcgaccaccgagatctacacaaaaacgagttttaatgactccaa*c 65 

SB5pr_seq_3 a*aaaacgagttttaatgactccaacttaagtgtatgtaaacttcc*g - 

SB3pr_1 a*ctgaccttaagacagggaatctttact*c 63 

SB3pr_2 a*atgatacggcgaccaccgagatctacacggaatctttactcggattaaatgtca*g 65 

SB3pr_seq_4b g*tgagtttaaatgtatttggctaaggtgtatgtaaacttcc*g - 
 

Name sequence (for ordering) temp 

qPCR2.1 a*atgatacggcgaccaccgagat*c 60 

qPCR2.2 c*aagcagaagacggcatacgaga*t 60 

PB5prseqR1 t*gattatctttaacgtacgtcacaatatgattatcttt*c 60 

PB3prseqR1 a*tgcgtcaattttacgcagactatcttt*c 60 

SB5prseqR1 t*gactccaacttaagtgtatgtaaacttcc*g 60 

SB3prseqR1 t*ttggctaaggtgtatgtaaacttcc*g 60 
 

Name Sequence (for ordering) temp 

SplAP1 g*ttcccatggtactactcat*a 63 

Spl_rev_seq t*aatacgactcactataggtgacagcgagcgc*t - 

Spl_tag_seq a*gcgctcgctgtcacctatagtgagtcgtatt*a - 

Splinkerette V1.2 top strand g*ttcccatggtactactcatataatacgactcactataggtgacagcgagcgc*t ND 

Splinkerette V1.2 bottom strand /5Phos/g*cgctcgctgtcacctatagtgagtcgtattataatttttttttcaaaaaa*a ND 
 

 

 

 



Only the first ten are shown 

name Sequence (for ordering) Obtained tag sequence 

P7_SplAP2_V1.1 c*aagcagaagacggcatacgagatcggtACAAGCTAtaatacgactcactatag*g tagcttgt 

P7_SplAP2_V1.2 c*aagcagaagacggcatacgagatcggtAAACATCGtaatacgactcactatag*g cgatgttt 

P7_SplAP2_V1.3 c*aagcagaagacggcatacgagatcggtACATTGGCtaatacgactcactatag*g gccaatgt 

P7_SplAP2_V1.4 c*aagcagaagacggcatacgagatcggtACCACTGTtaatacgactcactatag*g acagtggt 

P7_SplAP2_V1.5 c*aagcagaagacggcatacgagatcggtAACGTGATtaatacgactcactatag*g atcacgtt 

P7_SplAP2_V1.6 c*aagcagaagacggcatacgagatcggtCGCTGATCtaatacgactcactatag*g gatcagcg 

P7_SplAP2_V1.7 c*aagcagaagacggcatacgagatcggtCAGATCTGtaatacgactcactatag*g cagatctg 

P7_SplAP2_V1.8 c*aagcagaagacggcatacgagatcggtATGCCTAAtaatacgactcactatag*g ttaggcat 

P7_SplAP2_V1.9 c*aagcagaagacggcatacgagatcggtCTGTAGCCtaatacgactcactatag*g ggctacag 

P7_SplAP2_V1.10 c*aagcagaagacggcatacgagatcggtAGTACAAGtaatacgactcactatag*g cttgtact 

 
  









 

 

 

 



 A
p

p
en

d
ix

 4
B

: 
D

et
ai

ls
 o

f 
th

e 
se

ri
al

ly
 b

le
d

 m
ic

e.
   

Th
e 

se
x,

 g
en

ot
yp

e,
 n

um
be

r o
f p

Ip
C

 in
je

ct
io

ns
, a

ge
 a

t d
ea

th
, n

ec
ro

ps
y 

fin
di

ng
 a

nd
 p

at
ho

lo
gy

 fi
nd

in
gs

 a
re

 s
ho

w
n 

fo
r e

ac
h 

m
ou

se
. 



 

These tables show the shared integrations on blood, primary and recipient tumours for each 

of the mice that were serially bled. The identity of the mouse is shown at the top left.  The 

precise position of each integration is shown across the top. Integrations in a position are 

indicated by the coloured squares (blue = serial blood or primary tumour spleen or lymph 

node, yellow = recipient tumour). The integrations that fall within CISs are indicated in red. 

The age of the mouse is shown in weeks for the blood samples. IDs of the recipient tumours 

are indicated. Integrations are shown by the order in which they accumulated and only 

integrations that persisted on multiple samples are shown. Not all integrations in a given 

tumour could be represented in these tables. 
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CIS which were found in the tumour analysis of the whole cohort are shown in red.  CIS 

which were excluded in that analysis are shown in blue. The number of samples, and the 

time at which the blood samples were taken relative to the onset of leukaemia are shown for 

each table.  





 



Integrations which shared an insertion site in the SB analysis are highlighted in red
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CIS analysis using the top 10 hits in the hPB cohort.  The start and end boundaries 
encompass all analysis windows in which each locus was identified as a CIS.  The gene 
shown as nearest to peak was the central gene in the majority of kernel windows 
(scales) detecting the CIS, but is not necessarily the target gene for the CIS. Due to local 
hopping the total number of insertions occasionally included multiple integrations from 
the same tumour, so both the total number and the number after correction for local 
hopping are shown. The smallest p value identified at any scale is shown along with the 
analysis scales at which the CIS was detected (x1000). 



 

 

 

  

CIS analysis using the top 10 hits in the Vk*MYC-TA-hPB cohort. The start and end 
boundaries encompass all analysis windows in which each locus was identified as a CIS.   
The gene shown as nearest to peak was the central gene in the majority of kernel windows 
(scales) detecting the CIS, but is not necessarily the target gene for the CIS. Due to local 
hopping the total number of insertions occasionally included multiple integrations from the 
same tumour, so both the total number and the number after correction for local hopping 
are shown. The smallest p value identified at any scale is shown along with the analysis 
scales at which the CIS was detected (x1000). 

 



 
Top 100 CIS analysis for the Vk* hPB cohort 



 
CIS identified using the top 100 integrations in the Vk*hPB cohort 



Top 100 CIS analysis for the Vk* MYC-TA-hPB cohort 








