
Expanded View Figures

# 1° 2° 2° 2° 3° 3° 3° 3° 3° 3°
1 43,379 13,051 7,738
2 0,375 15,654 6,324 4,972
3 38,157
4 9,693
5 4,403
6 3,311
7 0,682
8 77,137 25,749 0,457 9,011
9 1,781 0,361 27,292 44,402 27,907 7,229

10 0,421 34,818
11 7,61
12 17,327 1,625 40,779 9,27 15,504 21,623
13 3,377 6,784
14 39,354 2,26 6,836 2,571
15 24,229
16 6,755
17 3,671
18 3,671
19 1,615
20 92,262 2,487
21 17,365 23,459 23,256
22 36,185
23 3,422
24 0,24 48,837
25 4,4 11,233
26 35,85
27 4,568
28 3,607
29 1,154
30 10,823 6,828
31 0,777
32 0,777
33 5,275
34 45,437
35 1,264
36 0,738
37 0,59

P1-1 (k.c.)

# 1° 2° 2° 3° 3°
1 7,478 2,732 15,985 8,61 3,092
2 4,276 4,7 18,71 6,869 8,872
3 20,271 0,94 0,512 13,688
4 17,966 27,82 1,27 3,016
5 1,83 1,528 8,993 3,23
6 5,05 0,795 3,783 6,869
7 2,639 6,199 0,942 1,379
8 0,757 0,863 0,799
9 11,033 9,095 2,443

10 8,71 1,618 0,371
11 2,587 17,433 12,328
12 0,633 0,302
13 14,394
14 2,164
15 0,211
16 0,323 0,704 1,693
17 29,23 9,45 12,316
18 6,786 0,17
19 21,269
20 2,879
21 0,823
22 0,558
23 0,411
24 47,57
25 9,173
26 5,995 8,211
27 0,198 1,7
28 0,13 0,094
29 18,573
30 2,356
31 1,413
32 0,15
33 0,116
34 20,955
35 0,737
36 0,082
37 0,076
38 0,069

P2-1 (s.c.)

# 1° 2° 3°
1 91,544

2 4,832

3 1,812

4 1,812

5 57,225 0,35

6 10,405 0,385

7 21,387

8 10,983

9 89,017

10 5,841

11 2,833

12 0,735

13 0,49

14 0,35

P1-2 (s.c.)

Relative proportion

1 - <10%
10 - <50%
50 - 100%

<1%

Figure EV1. Long-term tumor growth is maintained by clonal succession of pancreatic TICs.
High-throughput sequencing of lentiviral insertion sites (IS) shows that distinct sets of marked clones formed serial tumors derived from the same individual primary
xenograft. Columns indicate distinct mouse generations (1°/2°/3°). Rows indicate distinct lentiviral integration sites. Arrows indicate serial transplantation steps; PX-Y:
X = patient number and Y = experiment number.

◀ Figure EV2. Proliferation of TIC cultures in vitro is driven by clonal succession.

A Patient-derived adherent TIC cultures were lentivirally marked and passaged 8 times in vitro.
B Lentivirally marked TIC cultures were transplanted directly into NSG mice. After tumor purification, cells were taken into culture for several passages (ex vivo).

IS analysis was done by LAM-PCR.

Data information: In serial passaging, distinct sets of tumor cells drive proliferation of in vitro (A) and ex vivo-cultured lentivirally marked xenografts (B). Blue fields
indicate the relative contribution of individual clones as depicted in the color legend. Columns indicate distinct passages (1–8°). Rows indicate distinct lentiviral
integration sites. Arrows indicate passaging steps; PX-Y: X = patient number and Y = experiment number.
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Relative proportion

1 - <10%
10 - <50%
50 - 100%

<1%

Xenograft 2Xenograft 1

P3-4 (ex vivo, 
xenograft derived) 

# 1° 2° 3°
1 61,356

2 38,644

3 98,202

4 1,798

5 100

# 1° 2°
1 96,284

2 3,716

3 70,286

4 16,204

5 10,858

6 2,652

P2-2 (in vitro)

# 1° 2° 3° 4° 5° 6° 7° 8°
1 19,343

2 18,901

3 16,718

4 16,316

5 11,011

6 9,285

7 5,628

8 1,529

9 0,363

10 0,315

11 0,181

12 0,142

13 0,142

14 0,126

15 23,226

16 22,532

17 21,562

18 18,768

19 9,461

20 3,641

21 0,264

22 0,258

23 0,184

24 0,104

25 34,7

26 29,159

27 20,288

28 8,966

29 2,919

30 2,547

31 0,649

32 0,496

33 0,143

34 0,134

35 31,671

36 26,987

37 24,646

38 13,542

39 1,96

40 0,446

41 0,43

42 0,319

43 33,218

44 23,26

45 18,129

46 12,163

47 6,341

48 3,343

49 1,614

50 0,749

51 0,663

52 0,303

53 0,216

54 37,441

55 31,597

56 27,586

57 3,376

58 43,12 19,598

59 27,564

60 17,849

61 9,174

62 1,093

63 0,617

64 0,422

65 0,162

66 30,568

67 28,12

68 21,265

69 0,251

70 0,198

P3-4 (in vitro)

# 1° 2° 3° 4° 6° 7° 8°
1 100

2 63,977

3 32,139

4 2,955

5 0,615

6 0,205

7 0,109

8 45,544

9 26,631

10 25,258

11 2,099

12 0,468

13 93,51

14 4,312

15 1,002

16 0,653

17 0,523

18 59,933

19 18,021

20 17,139

21 3,088

22 1,176

23 0,455

24 0,187

25 85,825

26 10,388

27 2,621

28 1,165

29 100
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Figure EV2.
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