WO 2022/147025 PCT/US2021/065361

117

160
CONTACT BINDING REAGENT

WITH AN ANALYTE

105

EXPOSE BINDING REAGENTTO
DENATURING CONDITIONS

119

COLLECT SIGNALS ASSQCIATED
WITH DENATURATION QF A
PORTION OF THE BINDING REAGENTY

115

DETERMINE ANALYTE IDENTITY
BASED ON SIGNALS OF
DENATURATION

FlG. 1

SUBSTITUTE SHEET (RULE 26)



WO 2022/147025 PCT/US2021/065361

2117

210

FlG. 2

SUBSTITUTE SHEET (RULE 26)



WO 2022/147025 PCT/US2021/065361

317

305

315

FlG. 3

SUBSTITUTE SHEET (RULE 26)



WO 2022/147025 PCT/US2021/065361

4117

P34 410
T S—
1.6~
1\4
1.2+
“;..
0.4
0.2+
0-

FIG. 4A

SUBSTITUTE SHEET (RULE 26)



WO 2022/147025 PCT/US2021/065361

5117

85
85

%,
%,
2
y,

o
S

80

80

: -
: e
LS
Sl
S :
S5 :

f e
Do
§ ;

414 405
P2B4

%,
o

A

70
70

o
S
S
N
N
X
S
S
P
P &
3 & k RO
P as 5
B -~
N %
{n"" x ® S {n""

J R

NG N 00 N O _
e cooo T e e OO 00

FIG. 4B

85

R
&
&
o
&

L R
e B

&

$

%

2

=~ : Y
o : \
SR

Sl
o
S
: \\\“\\\\\“
e
s e
¥ e
S~ e
et S

PEAD  J
.9223

400
4@

%,

S
L
HC

: : : : b
Wk oW v oW o BN e O

SUBSTITUTE SHEET (RULE 26)



WO 2022/147025

Melt curve from experiment

6/17

RO ¢ 3 F RO OB O3 OF R ¥ OF 3 OFORIT
GO A AT 0 ) A0 S MY O W2 DY )

e T O G T R N D BN AN N O e
DD T OV TR I N O\ e e e

{3a/%) Lpidp-

Temperature {°C}

Melt curve from experiment

PCT/US2021/065361

: \*

70 &0 S0

Temperature {°C)

60

0 o SN e
[ I o B B e
{asusasssonidip

SUBSTITUTE SHEET (RULE 26)

FIG. 5



WO 2022/147025

.- protein melt curve database

77

g egt €3O

OO N T P WY SN D
REN I TR LN T v v

{De%) 1pidp-

7574778 TR B iR e da e O
Temperature {°C)

C3F protein melt curve database

PCT/US2021/065361

8{} a4

70

Temperaiure {°C}

&0
FiG. 5 (Cont.)

&0

S —
S 6 oo o o
Ipdesuarsatonidlp

S0 N oY

SUBSTITUTE SHEET (RULE 26)



WO 2022/147025 PCT/US2021/065361

8/17

630

635
601
640 620
N
N
- 625
615
610

FlG. 6

SUBSTITUTE SHEET (RULE 26)



g/ "Old

2
]
S
S
@
=]
3
A M3 OF
sadoo sawdon ofifo seyunds =
- \‘ N »\w
~ LAk 8 sewody esidos g ssubr
> e o — mm =16
—, \?i
e V%s., / YNNG
BB B — A | sy
N #A0 18
ey
v Joeoveenreores v yf
o BIDAD DUZ )
S —
-
a mmua D
Q presrsrssnions B, aoono00000005 .
Q P - g SUBE DOYLIBM ws
2 A0 Uiy

sigeyHdwR ¥od

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/065361

WO 2022/147025

1017

£0 8pieg 60

£

| 1pbie]

9L Ol

Py 9868

wphey @,}w

[

NN

“;

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/065361

8 Old

WO 2022/147025

1117

sIsApuy Aessy ungeBiy ABUBKG LY
A

L4

synsan Mal WOd BB uny

xE

C__J

5.

guehir

-

SIS e

syehiie]
LB

sainiucn
Apognuy

&

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/065361

WO 2022/147025

12117

0¥ 4

{ydo) ¥0dp  (40) ¥Ddb

{pyBd) oy

6 Oid

0001

080y

D001

............................. @Qmmw

il

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/065361

WO 2022/147025

13117

0L Old

{uylid} prepurs g
004 0L

(100} uodp (0} uDdb  (MwBd) gy e 0000k m
UOHoBRgNS PunoBYoBY Yl

SIRUIDUCT

{nda} vog

SUBSTITUTE SHEET (RULE 26)



PCT/US2021/065361

WO 2022/147025

14/17

GL'e

By 05

L5l

Oy

5180t

008

£LEEY

0001

BYBLL

0004

{pydo) dDdp

{quyBd) uwodosy

Vi 9ld

B

04

00004

0004

004

ol
001

00

s

0000}
00000

SUBSTITUTE SHEET (RULE 26)



WO 2022/147025

0

o}
(o)
3

Fluorescence {(Hormalized)

PCT/US2021/065361

15/17

Normalized Melting Curvss

B s

Double-standed DNA \
{ds DNA) \

Single-standed DNA
{random coils)

//

RN

78 78 82 Tm 88 91

Temperature [*¢]

sl Curve Plot

26000.0 A
i
|
{
150000 f—tt
i
i
{
10000.0
/
7
- / @
70100 N DV S O A W \
i
65.0 700 750 80.0 850

Tempsarature [Pl

FIG. 12

SUBSTITUTE SHEET (RULE 26)

Q0.4



WO 2022/147025

16/17

S

N
N
N
3
N

wp
/////,,///
it

PCT/US2021/065361

800000.04

Mealt Curve Plot

§ 300000.04

Derivative Reporier {-Bn'}

700000.04

5000000

100000.04

NS\

LI 2 R R L L B B

§4.

58.0

SUBSTITUTE SHEET (RULE 26)

600 740

78.40

Temperature [¢]

FIG. 13

a4.0

LN SN N S S AL S Sy S S S A TN S SO S B A B R R M

89.0

840



PCT/US2021/065361

WO 2022/147025

17117

vl Ol

PRSI

oeefiy

Jang
T ISEA | | edcd 2Dl GEH | | uonelry
. osEsj0 N \ \
. Sddf X004 X asebit
g9 % 7 Tty e
» 7
m asea0 — m
i IDDE 7
m e PIEISIG m
.
\ /
7 .
£
yoneagopUl | sl
asebry | uopebiy = D

X005

ppliuBs

g-Ovs

14

gy

/ ¥ 8GGI

2

¥-Ovs

SUBSTITUTE SHEET (RULE 26)



