WO 2023/130049

PCT/US2022/082594

1/14
100~
102
SOMAmer (POST ASSAY)
106
H, H, P, 5 P,
104~

FIG. 1



WO 2023/130049 PCT/US2022/082594

2/14

200\
PROVIDE SOMAmer SEQUENCES —202
CREATE HYBRIDIZATION PROBE REGIONS —~204
CREATE SOMAmer ID REGIONS —206
CREATE PRIMER REGIONS —208
CREATE SOMAmer-SPECIFIC PROBES —210

FIG. 2A

250\
PROVIDE SOMAmer-CONTAINING ELUATE 252
OPTIONAL DIVISION AND | 953

DILUTION OF ELUATE
! !
COMBINE SOMAmer-SPECIFIC PROBES WITH 054
SOMAmer-CONTAINING ELUATE

HYBRIDIZE PROBES TO SOMAmers —256

FIG. 2B



WO 2023/130049 PCT/US2022/082594

3/14
300~
PROVIDE HYBRIDIZED TRI-MOLECULAR COMPLEXES ~302
CAPTURE COMPLEXES ON MAGNETIC BEADS ~304
WASH TO REMOVE UNBOUND REPORTERS ~306
ELUTE COMPLEXES FROM BEADS ~308
A JI """"""""""""" i
| DIVIDE ELUATE INTO GROUPS ~309
L - l _________________________ d
PREPARE ELUATE FOR NEXT-GENERATION SEQUENCING ~ [~310
A JI """"""""""""" i
| RECOMBINE GROUPS ~311
b e il l _________________________ ¥
NEXT-GENERATION SEQUENCING ~312
A JI """"""""""""" 1
| ANALYZE NGS DATA ~314
L e - d

FIG. 3A



350

WO 2023/130049 PCT/US2022/082594
4/14
\ CAPTURE TARGET PROTEINS TO APTAMERS ~352
ISOLATE APTAMERS THAT CAPTURED A TARGET PROTEIN IN AN ELUATE |~354
F""""""""'""""'jL """"""""""""" k
| DIVIDE ELUATE INTO GROUPS ~356
L__________________________:g __________________________ J
FORM TRI-MOLECULAR COMPLEXES ~358
F"""""""""""""jL """"""""""""" i
| RECOMBINE GROUPS ~360
L__________________________1£ __________________________ J
SEPARATE COMPLEXES FROM UNBOUND CAPTURE PROBES ~ [~362
DISSOCIATE BOUND CAPTURE PROBES FROM APTAMERS 364
F"""""""""""""jL """"""""""""" i
| DIVIDE ELUATE INTO PCR GROUPS ~366
L__________________________lg __________________________ J
AMPLIFY APTAMER ID SEQUENCES —~368
F""""""""'""""'jL """"""""""""" k
| RECOMBINE PCR GROUPS 370
L__________________________1£ __________________________ J
NEXT GENERATION SEQUENCING 372
ANALYZE SEQUENCING DATA ~374

FIG. 3B



WO 2023/130049

5/14

PCT/US2022/082594

40
0\ 402
SOMAscan eluate 1404
(+NGS HCs)
T #1406
P
1:16 1:4 1:2 1:2
46— + 418 + 420 + 422 + 424
GROUP 1 GROUP 2 GROUP 3 GROUP 4
426
428— l
30

432<

.

QS PCR

I

PREP, SEQUENCE, ADAT

FIG. 4



WO 2023/130049

522<

6/14

PCT/US2022/082594

50
™ 502
SOMAscan eluate 1504
(*tNGS HCs) 1508 506
I 510
T 512
QS PCR
|
| | | |
GROUP 1 GROUP 2 GROUP 3 GROUP 4
SLP PRIMERS| |SLP PRIMERS]| |SLP PRIMERS| |SLP PRIMERS
\514 \516 \518 \520
l 524
- 26

528<

I

PREP, SEQUENCE, ADAT

FIG.

5



WO 2023/130049 PCT/US2022/082594

7/14
60
™ 602
SOMAscan eluate 1604
(+NGS HCs)
08 10 12 14
e #5606
| | | |
616<
GROUP 1 GROUP 2 GROUP 3 GROUP 4
SLP 1/2 SLP 3/4 SLP 5/6 SLP7/8
"«
T 618 T 620 T 622 T \-624
626
: 1
QS PCR
640< 630
.
| | | |
GROUP 1 GROUP 2 GROUP 3 GROUP 4
SLP PRIMERS| |SLP PRIMERS| |SLP PRIMERS| |SLP PRIMERS
632 \634 \636 \638
l 042

646 I

PREP, SEQUENCE, ADAT

FIG. 6



WO 2023/130049 PCT/US2022/082594

8/14

NGS SIGNAL PROPORTIONALITY
[] ANALYTEA ANALYTE B

2,000,000

1,500,000

1,000,000

500,000 —— —

NGS SIGNAL (READ COUNTS)

SAMPLE 1 SAMPLE 2

FIG. 7



WO 2023/130049 PCT/US2022/082594

9/14

NGS SIGNAL PROPORTIONALITY

[] ANALYTEA ANALYTEB [ qSpike

2,500,000

2,000,000

1,500,000

1,000,000

NGS SIGNAL (READ COUNTS)

500,000 —1 1 B - H

SAMPLE 1 SAMPLE 2 SAMPLE 2 qSpike ADJUST

FIG. 8



PCT/US2022/082594

WO 2023/130049

6 ‘Ol

MWH ‘NIOONINIM B NIY¥3JISNVEL ] 230dV [ 71-oxdso B TN - ayidso B

VINOS ON We 0 We 009 Wi G 4 0G Wi 00G

HN -adso B8 H-exqdso l

Nd g Wd 05

S3IYIS NOILVYLIL JoWVIOS :V1va MV (V)

001

000}

0000}

00000}

000°000°}

000°000°01

SLINNOD 3ON3IND3S



PCT/US2022/082594

WO 2023/130049

0T Ol

MWH ‘NIOONINIY 1 NIMY3IASNVHL [ 230dV [0 71-oydso B TN -owdso B HW-odso B8 H-axdso H

VINOS ON We 0 We 009 Wi G 4 0G W} 00S nd g Wd 0g

11/14

VLva a3zITvYWHON 9xidsb (g)

001

000}

000°0}

00000}

000000}

SLINNOD g3LsSNray exdsp

000°000°0}

000°000°00}



WO 2023/130049

1100\

1116<

12/14

PCT/US2022/082594

l

-

FIG. 11

PREP, SEQUENCE, ADAT

104
—1102
QSTPCR «—1106
1108 A0 A2 A4
&

B EX B B
GrouP1sLP || eroup1ste || eroup1ste || GRrouP1sLP
PRIMERS PRIMERS PRIMERS PRIMERS
QUANTSPIKE1 | | QUANT SPIKE 2 | | QUANT SPIKE 3 | | QUANT SPIKE 4

l 1118
- 1120
NORMALIZED SAMPLE
11224



RFU

WO 2023/130049

13/14

PCT/US2022/082594

THERMAL MELT DATA FOR PLATE POSITION A9

Q04+ e mm
AGP = -8.8 kcal/mol
AH_=-46.7 kecal/mol

8000 p
ASP =-122.3e.u
Tm=353C

7000
ASignal(T,;) = 6848.8 RFU
R?=1.000

6000

5000

4000

3000

2000

FIG. 12

90




RFU

WO 2023/130049

14000

12000

10000

8000

6000

4000

2000

14/14

PCT/US2022/082594

THERMAL MELT DATA FOR PLATE POSITION E3

N
X ~L
N

\
\\\\\
\\::\\\
\\

/

AGP = 5.0 keal/mol
AHp = -86.4 kcal/mol

AS,=-294.7 e
Tm=20.1C
ASignal(Ty,) = -3041.5 RFU

R?=1.000

AG,=-17.3 kcal/r;\

AH, =-120.7 keal/mol \

N A
AS,=-333.2e. \ .
Tm=59.8C AR
ASignal(Ty,) = 37510.9 RFU N

FIG. 13




