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Cleave cleavable nuclecfides
To release oligonuciectides: (108)
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From First Supgporis; Caplure
Oin second supports

4300

—

="
L]

UmmmddU-65

NANN

= U adU-63 \\

. AN

4 - \\

d F " o ~ )

/ E— ! o U ddlU-25] 440

| R N 177 1T gdlU-BS \\\

A5 =15 1TTE A7) 3 4dU-b5 \\

/:lw - -

404 7 \\

g 77 1T} 2 AT Cd4d-b5 \

? .

Fig. 4B

N\

438



WO 2020/141143 PCT/EP2019/087048

8/11

Release Probes & Primers
From Second Support

{450)
==Y mm Al -3 \\
- 4dU-bS \\x\
F Q ;\
Sy ! ! e ddU-55 | 4,5
cﬁiﬂ’“::;j — d4dU-b5 \
/ : R , %@a : = ddU-b5 \\
b = 1B A \\
404 ‘x&a
/ 1 ddlU-us \

Amplificalion Reagenis

l Add Targets &
(460}

|

Fig. 4C



WO 2020/141143

PCT/EP2019/087048
9/11
Synthesize Probes
{472}
474 424 452
ddll
452
4?5 Forward 4m Reverse 480 : 4
i Primers l Primars l i '/
5 {415} (417} I
/ 17T ¢ 117 E AT =440
“/ g 17T B 17 = ddl]
404 .
-
e -
;//// 1| 1TTE 1 T d8dld

Cleave Probes & Primers

From First Supports;

Treat with 3'-phosphatase (if necessary);
Inactivate cleavage enzymes & phosphatase;
Aadd targets & amplification reagents

{430}

Fig. 4D



WO 2020/141143 PCT/EP2019/087048
10/11
485 496
' 494
490b £orward 480c  peverse 490a /
Primers j Primers i / Probe i
5 {492) ‘ {493} E {491} <
’// 1171 17T E A @ ddU
~
483 Iy L U E
/ .
# L 3
/ - F .
177 L 17JE a4

Cleave Probes & Primers

From Support & from each other;

Treat with 3'-phosphatase {if necessary);
Inactivate cleavage enzymes & phosphatase;
Add targets & amplification reagents

{497}




WO 2020/141143 PCT/EP2019/087048

11/11

AN

520 |l—————-0OH
-
-
-
l———.OH
F-0-protected-NTP
+
TdT variant {540) 5SRO
Deprotect /
Repeat 5
{580y l————— N-F-0O-protected

l————-N-¥-C-profected

————-M-3-O-profected

A
Z
/f"

l————M-¥-O-protected

o]

Sequence
Complete?

Deprotect
Cleave

Fig. 5




