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Figure 3
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Figure 3 (cont’d)
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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 9
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Figure 11
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Figure 12
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Figure 16
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Figure 21 (cont’d)
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Figure 24
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Figure 36
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Figure 37

Fluorescence microscopy Laser-scan confocal microscopy
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Figure 40
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green fluorescence

red fluorescence

Figure 41

o/n incubation on chamber slide (without cells)

anti-EGFR-mAB-P with depleted SMCC-protamine + Alexa488-siRNA

+ 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

+ Alexa488-siRNA

+ Alexa488-siRNA +SM-1/RF
+SM-1/RF

10um
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Figure 46

Anti-CD20-mAB-P + Alexa488-siRNA + SM-1/RF
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Figure 48
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Figure 51
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Figure 52

— STOP

~ STOP

STOP
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cetuximab-PRM1-fusion:

cetuximab-HC-PRM1-LC-PRM1-fusion:

cetuximab-HC-PRM1L-LC-PRM2-fusion:

tuximab-LC/PRM1-fusi
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Figure 52 (cont’d)

STOP

cetuximab-LC/PRM2-fusion:

STOP

Figure 53

monoclonal antibody, mAB protamine

Construct 1:
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Figure 54
Colony formation of treated OCI-AML2 cells
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Figure 56

aEGFR-1gG-hPRM1 fusion (Cet-PRM1)

+ 1x protamine

60x

PC

antibody-PRM1 free protamine

iy
"y

+ 10x protamine + 32x protamine + 50x protamine +100x protamine

Figure 57

mAB-protamine/free protamine/siRNA nanoparticle
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Figure 59
Colony formation of treated A549 cells
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Figure 60
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Figure 61
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Figure 62
Bandshift assays
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Figure 64

505 PAGE of HBL-1 cells treated as below, Same gel, blotted for bruton’s kinase BTK
exposed on fluorescence imager for Cy3.5 _,@“

| 4~ BTK 70 kDa

' Sybr Gold Fiter: Ex, 480 nm,
Em. 530 nm

Figure 65
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Figure 68
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red fluorescence
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Figure 70

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

+ Alexa488-siRNA

| +|4885|RNA | + ibrutinib-Cy3.5 +ibrutinib-Cy3.5

Figure 71

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

+ scr-siRNA/ + Alexad88-siRNA
. 35

+ ibrytinib-Cyd 5 + it

+ Alexad88-siRNA + ibrutinib-Cy3.5

R
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red channel
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Figure 72

o/n incubation on chamber slide {without cells)
Anti-EGFR-mAB-P/free protamine-SMCC
+Alexad88-siRNA/ + ibrutinib-Cy3.5

Alexad88 siRNA

Ibrutinib-Cy3.5

Green channel

red channel

Alexa488 siRNA

Ibrutinib-Cy3.5
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+Al
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Figure 74
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Figure 74 (cont’d)

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

medium/10% FCS PBS/50% FCS
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Figure 75
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Figure 76
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Figure 77
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Figure 78
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Figure 79
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Figure 81
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Figure 82
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Figure 83
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Figure 85

oEGFR-mAB—P/P-Alexad88-siRNA

PBS/50% FCS

24 h
Figure 86
aCD20-mAB—P/P-ibrutinib-Cy3.5
PBS medium/10% FCS PBS/50% FCS
24 h

72 h
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Figure 89
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Figure 90
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Figure 91

Visualisation of the free protamine in the nanocarrier complex:

A

SDS-PAGE 20%

protamine-suifate pfotantgegwifa:e protamine-sulfate protami:;;u!fate

10pg 20pg 30ug 10pg 20pg 30ug M 10pg 20pg 30pg 10pg20ug 30pg M

5 45 s

15 kDa
- e PTOtaMine-Cy3
10 kDa
A CONJUgated Cy3
coomassie stain Cy3 fluorescence

cetuximab-protamine ier f "
depleted from 32x protamine-Cy3 nanocarrier formation
free protamine

plus non-fluorescently
labeled {scr-) siRNA
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Figure 91 (cont’d)

Cy3 (free protamine) Alexa647 (achuman-igG)

merge and zoom
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Figure 92
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Figure 93
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