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1. LC-MS analysis of different protein fractions

Table S1. LC-MS analysis of different protein fractions. (A detailed overview can be found in

a separate excel file).

IgG depleted| HSA depleted| HSA (AffiBlue| HSA (columns

IgG plasma plasma only) in series)

Sum of all Immunoglobulins 94,20% 5,87% 27,70% 34,60% 3,58%
Albumin 0,56% 56,92% 4,08% 47,39% 84,14%
Others 5,23% 37,22% 68,22% 18,01% 12,28%

2. Series-connection of Protein A and AffiGel Blue columns
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Figure S1. SDS-Page of AffiBlue affinity chromatography with prior IgG-depletion. (FT =

flow through)



3. Detailed overview of DLS data

Concentrated Human Plasma ‘
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Figure S2. Angular dependency of the hydrodynamic radius of the measured samples.
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Figure S3. Angular dependency of (coated) particles in concentrated Human Plasma
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Figure S4. Autocorrelation functions of uncoated as well as coated particles in concentrated
human plasma at a scattering angle of 30°.



Table S2. DLS results with duplicates of all particles without pre-coating.

COOH

. COOH
{1

Rh/ nm Rh / nm 1/% Rh / nm Rh / nm 1/%
extrapolated 30° 30° extrapolated 30° 30°
58 65

NH,

NH,

Rh / nm Rh / nm 1/
extrapolated 30°

E 93 126 34 80 68 95 74 110 21
Plasma diluted == 87.5 RS e e 95 eE =5 = 71 - 5
191 423 24 99 137 34 285 229 37
224 95.5 206.5
— 257 470 30 92 84 32 128 206 21
Albumin-lgG-mixture 241 335 22 95 76 100 121 95 65
180 90.5 137.5
(affi_only) 119 184 9 86 77 100 154 80 58
125 309 15 57 57 100 67 70 92
158 407 13 67 62 100 71 75 98
Ig pleted Plasma 146 83.5 70
94 765 15 100 193 19 69 84 95
Ib 102 15 54 53 100 88 104 72
Albumin-depleted e 477 s A
Pla: 172 219 16 61 62 58 116 491 18
Al in- and IgG - -
bumin- and IgG 59 o 59 100 57 =5 24 9 72 775 0
depleted Plasma 63 46 100 50 50 100 83 - 1]
IgG com in running buffer ¥l 790 13 503 507 96 408 651 13
194.5 642 345
163 163 45 781 854 81 282 894 12
. buff 152 e 109 97 62 e 60 100 88 i 105 55
S g e Ty ; 132 a3 66 65 54 73 : 91 73
IgG com in PBS 210 269 19 101 72 99 224 4169 4
183 90.5 174.5
156 333 22 80 70 100 125 2234 2
Albumin com in PBS 212 647 11 72 57 100 67 207 13
194 70.5 67
176 325 7 69 63 100 67 80 98
Fibrinogen com 238 206.5 509 24 189 158 219 35 182 1525 228 46
In PBS 175 ) 196 54 127 184 a5 123 i 141 81



4. Zetapotential of particles in the different protein fractions
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Figure S5. Zetapotential of PS in the different protein fractions with and without separation

of unbound protein, representing hard and soft corona (see table below).
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Figure S6. Zetapotential of PS-COOH in the different protein fractions with and without

separation of unbound proteins, representing hard and soft protein corona (see table below).
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Figure S7. Zetapotential of PS-NH, in the different protein fractions with and without

separation of unbound proteins, representing hard and soft protein corona (see table below).

Table S3. Index of Figure S5-S7.

1 Particle

2 Particle centrifugated

3 Particle / Fpjasma-igs Mixture
4 3 centrifugated

5 Particle / Figg mixture

6 5 centrifugated

7 Particle / Fpjasma-igs-rsa Mixture
8 7 centrifugated

9 Particle / HSA mixture
10 9 centrifugated

11 Particle / ¢piasma-nsa Mixture
12 11 entrifugated




5. Dependency of NP stability on protein concentration
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Figure S8. Autocorrelation function at ® = 60° of PS-COOH in Fpjasma-wio-iec including data points

(), force fit (red) and fit with aggregate formation (blue) From A to D, the protein amount per

given surface area was increased by a factor of 16.



6. Influence of protein amount used for pre-coating on particle stability against

aggregation in concentrated human plasma

0t 10* 10 10" 100 10" 10* 10* 10° TU0fT10% 107 10T 100 10t 107 10t 1o
t/ ms
sample mg <1/Rp>1/
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A 0 182
B leq 216
C 2 eq 222
D 3eq 207
E 4 eq 214

Figure S9. ACF at ® = 30° including data points, force fit and fit with aggregation in concentrated
human plasma of A) PS-COOH, B) PS-COOH coated with Fpjagma-w/o-1o6 as described in the
manuscript, C) PS-COOH coated with twice the amount of proteins, D) PS-COOH coated with

thrice the amount of proteins and D) PS-COOH coated with four times the amount of proteins.



