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Figure 3 (cont’d)
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Figure 3 (cont’d)
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Figure 8
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Figure 12
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Figure 14
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Figure 15
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Figure 21 (cont’d)
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Figure 36
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Figure 37

Fluorescence microscopy Laser-scan confocal microscopy
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Figure 41

o/n incubation on chamber slide (without cells)

anti-EGFR-mAB-P with depleted SMCC-protamine +

+ 1x SMCC-protamine + 10x SMCC-protamine + 32x SMCC-protamine
+ 1x protamine + 10x protamine + 32x protamine

Figure 42

o/n incubation on chamber slide {without cells): anti-CD20-mAB-P

+ SM-1/RF +5Mi fvaF'ti
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i
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Figure 46

Anti-CD20-mAB +




47177 PCT/EP2021/083975

WO 2022/117731

Figure 47

D-GIUINIG +

AEY +d-gYW-0Zgo-pue g Y+ d-gyii-g4o3-jue L7/

:Ag (s]]e2 InoyuMm] apiis Jaquiey uo uoijegnoul ufo uodn palLio} se1IseA Jo Adodsosoiu INST



48/77 PCT/EP2021/083975

WO 2022/117731

Figure 48

au

wmmMm@Mm‘ =

(o1uoned Ajod)

aujwejoud pajednfuod

el T M
(owuotue-Ajod) g€ AD quuiniq
N .
s o \%&yf@
‘ Lo,
N
fos S°0.
, TOSYINY-S"EAD @5
mfx-g e N




WO 2022/117731 49/77 PCT/EP2021/083975
Figure 49
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Figure 50
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Figure 51

HBL-1 (CD20-positive) A549 (EFGR-positive)

aCD20-mAB-P/lbrutinib-Cy2.5 aEGFR-mAB-P/lbrutinib-Cy3.5
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Figure 52

SDS PAGE of HBL-1 celis treated as below, Same gel, blotted for bruton’s kinase BTK
exposed on fluorescence imager for Cy3.5

| «— BTK70kDa

| e ynspec.

. Sybr Gold Filter: Ex, 480 nm,
Em. 530 nm

Figure 53
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Figure 54
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Figure 58

o/n incubation on chamber slide (without cells): aCD20-mAB-P/free protamine-SMCC
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Figure 60

Green channel

red channel
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Ibrutinib-Cy3.5
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o/n incubation on chamber stide {without cells)
Anti-CD20-mAB-P/free protamine-SMCC
+Alexad88-siRNA/ + ibrutinib-Cy3.5
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Figure 62 (cont’d)

aCD20-mAB-P/P-ibrutinib-Cy3.5

PBS medium/10% FCS PBS/50% FCS
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Figure 64
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Figure 65
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Figure 66
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Figure 68
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Figure 69
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Figure 72

aEGFR-mAB—P/P-Alexad88-siRNA

PBS

PBS/50% FCS

24 h
Figure 73
aCD20-mAB—P/P-ibrutinib-Cy3.5
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Figure 74
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Figure 78

Visualisation of the free protamine in the nanocarrier complex:
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Figure 78 (cont’d)

Cy3 (free protamine) Alexa647 (chuman-igG)

merge and zoom
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Figure 80
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