WO 2021/038010 PCT/EP2020/074026

117
Frequency
Tumor
145bp  Non-tumor
167bp
T T - T
50 100 150 200 250

Circulatingchromatinfragment
associated DNA length (bp)

FIGURE 1

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026

2/17

§ . (%]
- awiosoapnuAjod epH - g
'; Tz
K ' s
= E dospT aus0apnuouow £¢H ©
g Q
(e} &
©
: z fod
‘D - BWOS 0B AL IE]
O b
S
o w
@ £ dgzyT awisospnuouow ¢¢H
= c
]
)
2
< - . swosospnuAjod epH
> £ ® 2 T
o B & & B .
£ & o o o & da/pT owsoapnuouow £ eH
< 8 0 &8 = &
% = )
& awosospnuijod elaH <
2 g
o
% da/pT PWISOBPRNUOUOW £'¢H
s
awosospnuAjod epy o
' ~
T
i
EZ do/pT 2WSoopnUoUow £'gH
o 1=
e — EEEZEZZ8 swosoapnuijod ejay ©
W e neossnsnas o £
& P N o N, o, e, I el
z . ' &
= £ /YT BUISOIPNUOUO £ '¢H S
c «’ g
[} !
9_ g uy o w ot W ©
g o . S 2 3
e kS ©
Q. o o
@) 3 © =
T » £ =2
$ T S <
g 3 o2
o w Qs
“K b L o
= € O
2% o g
] o £
S 2 o
z € T e

FIGURE 2

SUBSTITUTE SHEET (RULE 26)



PCT/EP2020/074026

WO 2021/038010

317

Relative Light Units

|0J3UOD DA13e3DN

S9WO0SO3INUOUOW JUBUIqWOI3J palejAylaw-1WwaH
S9WOS03|INU B|oH dAIEN

mmE,Omow_u:czoa 1ueuIqwol9y

|041U0d BAIIeSON

S9WO0S0d|DNUOUOW JUBUIqWOI3J palejAylaw-IWaH
SOWO0S03|INU B|OH dA1EN

sawosoapnuAjodueuiquoday

uncoated wells

MBD?2 coated wells

FIGURE 3

SUBSTITUTE SHEET (RULE 26)



PCT/EP2020/074026

WO 2021/038010

4/17

TJui/Brip

(Dajouow gl (Datouow el (D3lovoweeH {(D3joucweeH  (Dathodepd (D3)

Tu/8rgzo

Jui/8rigo

YH BUOBIHE
/By

e

.

ule10.d £dO3iN uewnH 8

Jw/8rip Jw/Brisz’o

Z

pu/dnso

/8

Aodepr  (D3tAedeed (03] Ajod ejen

T &z

%

T punoudxoeg

ST

oljel asiou/|eusis

FIGURE 4

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026

(%]
- Q
Q.
&
©
(%]
[{°]
&
173}
L
o
)
C
@
o
C
[a ]
)
o
e
i
i
‘e @
= w/rszoo £
d |W/8r 500 :E, 4
[}
/B 5600 2 o
o (W/EHETO & 2
/A sE0 S @
waisso & oo
2 (0]
j/8i g T
o, <t ™ o w o~ i o i o
O « o ~ i o

FIGURE 5

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026

6/17

——-167bp
—— 187 bp

0.0617 0.0206 0.0068 0.0023 0.0008 0.0003 0.0001 0.0000

%gGk concentration (ug/ mL)

FIGURE 6

SUBSTITUTE SHEET (RULE 26)



PCT/EP2020/074026

WO 2021/038010

717

sawiosospnuAjod JUBUIGUIODSY

pejess
Muelq uisdeyes peyeasun

cH suoysiy paddijo Buluieuos
S8 0S03|oNU Joj ABSSeoUNWIW| 'g

sawosoaonuijod
UBUIGWOoSY

pejeal
juelg  uisdewieo pseesun
== ml — o

i

U SOk 3E BIUBLIOSOY

zdted Apogruy [
Ldted Apoqpuy Il ] |

Z sed pue | sied Apognue Buisn
$9WO0S08|oNU o} ABSSBOUNWIW| 'Y

FIGURE 7

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026

8/17

3,500,000

3,000,000

2,500,000

2,000,000

RLU

1,500,000

1,000,000

500,000

4ug/mi 2ug/ml 1ug/mi Opg/mi| 4 pg/mil 4 ug/mi| 4 pug/mi

Hela Poly Hela | 147 bp | 167 bp

Mono
rec mono

FIGURE 8

SUBSTITUTE SHEET (RULE 26)




WO 2021/038010 PCT/EP2020/074026

9/17

FIGURE 9

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026

10/17

UZL}} | (a)

— Untreated Hela mononucleosome preparation

500

Bl o e o e e ae D a w

0
35 150 300 500 10380 [bp]
(b) E
[FU] . Unbound fraction (147bp)
500 = 5
%
b H1.0-bound fraction
0 | f*ﬁ?%uw fizw%,,wm

i o i i 1 | { |
40 50 60 70 80 90 100 110 120 [s]

FIGURE 10

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026

1117

FIGURE 11

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026

12/17

{ft U } DNA fragment from untreated CRC plasma sample
1500 = ? | DNA fragment remaining in supernatant after treatment
1000

SQ@ - ﬁ §w,j§4/a DltlA fragment adsorbed onto H1l-coated beads

IR
35 200 400 10380 [bp]
[FU]
100

DNA fragment remaining injsupernatant after treatment

SG = / DNA fragment from un eated CRC plasma sample
DNA fragment ad 20 'opto Hl-coated beads
0Tt e
e A i
50 ' mmw.n AR
BRI AR
35 200 400 10380 [bp]
[FU]
DNA fragment from untreated CRC plasma sample
ﬁ./
29@ ™ j DNA fragment remaining in supernatant after treatment
% DNA fragment adsorbed onto H1-coated beads

100 i/j %ﬁaﬁwﬁw
ok

mrrr vt il
35 200 400 700 10380 [bp]

FIGURE 12

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026

13/17

FIGURE 13

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026

14/17

FIGURE 13 (contd.)

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026

16/17

FIGURE 13 (contd.)

SUBSTITUTE SHEET (RULE 26)



PCT/EP2020/074026

WO 2021/038010

16/17

ajdwes ewse[d Ayijesy pajesiun wouj Juswsely yNg

[da] 08€0T 005 00 0ST &¢
NN . I
%%ﬁ%%

speaq pajeod-TH 03U0 pagiospe awdel yNGg

WawLas) Jaye Jueieusadns up Sulujewal Juswseiy YNNG \

w 001
[n4dl

00S 00E 0581 SE
|08 000 T T T O O AU N A W N

~ 05

JusWileal] Jajje Juelewladns Uy Sujuiewal Juawsel) YNNG

Speaq pajeod-TH 0JUO paqospe Juawdel) yNg
aidwes ewse|d Ayyjesy palessiun wou Juswiel) yNg

- (331

04l

FIGURE 14

SUBSTITUTE SHEET (RULE 26)



WO 2021/038010 PCT/EP2020/074026
17/17
[FU] Lung cancer
DNA fragmentremainingin :
100) | supernatant after treatment
50 =~ ) DNA fragment adsorbeé
i Konto HMGB1-coated be@ds
ﬁmﬂ e ? ;;de'h@ it N— ;yw&}m y
%“"‘M‘W s
LR ’
35 150 300 500 10380 [bp]
» Lung cancer
[FU]- g
150 DNA fragment remainingin
supernatant after treatment
100~ v
50 =~ DNA fragment adsorbe
; ~-onte- HMGBJMGQamd@é?&%WW _—
GW‘WW“W‘?J s AL . i ‘t\‘m
IR A D A A
35 150 300 500 10380 [bp]
[FU] CRC
: ﬁ‘— DNA fragment remainingin
supernatant after treatment
DNA fragment adsorbed
onto HMGB1-coated beads
[ i b : MRM’WM@MW (T —
I A e e
35 150 300 500 10380
FIGURE 15

SUBSTITUTE SHEET (RULE 26)



