WO 2015/185067
1/12

A

A 1

\ 3
Attachment to \

multimerization

backbone \
\__.-‘” -.\““\@‘

PCT/DK2015/050150

‘ ARRRRNRRNY

Attachment of
MHCclass tor
Hor MHC-like
mualecules

SUBSTITUTE SHEET (RULE 26)



WO 2015/185067 PCT/DK2015/050150
2/12

ABarcode# MHC Complex#
LRI —s NN " w1
2RI —s N7 #2
sElmEY —s 7N #3
amlimmEy —s N 24
SRUIIIIEY —s ™ #5
sRIMIIEY —s U7 #6
7RI — SN 47
SIS —s L7 48
omullmmEY —s 7N #9
LORIIIEY — ™ #10

Mix barcode labeled
peptide-MHC
multimer library in
one tube. Possible
complexity up to
1000-10.000 different
MHC multimers

Fig. 2

SUBSTITUTE SHEET (RULE 26)



PCT/DK2015/050150

WO 2015/185067

3/12

3
<
il
%\\stt‘\\st{‘\s%\\)uun
T .
Ao prnssseammmesprons .
e O
§i&{&{§\s o
IR
T g
sttt
\S:\.S\\t.\!.\uu (@]
i 3
s

spead Jo Jaquiny

Fig. 3

SUBSTITUTE SHEET (RULE 26)



WO 2015/185067
4/12

t

Cytokine secretion/
Functional readout

Sample with
Barcode-labeled
MHC multimers

Phenotype readout

Fig. 4

SUBSTITUTE SHEET (RULE 26)

PCT/DK2015/050150

C

/77 Single cell sorting and
- / Sequencing of e.g. TCR

Quantitative assessment of
MHC-TCR affinity.
Determining the fine-
Specificity of a single TCR



CDS8 fluorescense label

WO 2015/185067
5/12

Ct

10 1

PCT/DK2015/050150

................................................................................................................................................................. 2

MHC multimer fluorescense label
(PE)

Fig. 5

SUBSTITUTE SHEET (RULE 26)




in blood (EDTA)

(MACS capture)

Stability of DNA oligo codons

ubation

ng 24h inc

duri

""""""""""""""""""""". %
s

& \\
M\\\\\\

\\\\\\\\

......

-, ..A o

s

...........................................................

000000
00000
00000

Ll

output

Input

nd double stranded (DS) DNA

stranded (SS) a

gle

Sin

Fig. 6



WO 2015/185067 PCT/DK2015/050150
7/12

<
[a
@)
| -
]
o
Wm YT IR Ty Y
102 10°  10* 10°
PE-A
40
304
O 20
10+
*
*
0 r
Q
S

1. 2.
** did not reach threshold within 40 cycles

Fig 7

SUBSTITUTE SHEET (RULE 26)



WO 2015/185067

Ct

Oligos/cell

PCT/DK2015/050150
8/12

40-

30

20+

107

*kk

LA

* .

&)

- .
™
1. 2

** did not reach threshold within 40 cycles
500
400+
300+
200+

100+

Fig 8

SUBSTITUTE SHEET (RULE 26)



WO 2015/185067

AR

AT

9/12

N
BN

RN

\g&ai}{}:s
\\g‘}w{‘}{}%

Fig 9

SUBSTITUTE SHEET (RULE 26)

PCT/DK2015/050150

S

NN

10S DNA-barcode no.



WO 2015/185067

10/ 12

SRR Ry SNNNIRNE NAEE NS 3 BN

{aquos o1 Boy ﬁiimg@ D

§ p<0.05

P o QUGS
B

Fig 10

SUBSTITUTE SHEET (RULE 26)

PCT/DK2015/050150

20S DNA-barcode no.



WO 2015/185067
11/ 12

W

AN

.

KOSy

SUBSTITUTE SHEET (RULE 26)

(aweos 01800 shuRw plog

PCT/DK2015/050150

108 DNA-barcode no.



WO 2015/185067 PCT/DK2015/050150
12/ 12

20S DMNA-barcode no.

oy ey oy

W%%si}‘& {}§~

W
i/l
z;ﬁ

SUBSTITUTE SHEET (RULE 26)



