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Criteria for Peptides:

Found in all DEPC concentrations
No PTMs
No missed cleavages

Plot:
Mean + SD of 3 technical replicates
Break in linearity: R2< 0.95

Figure S1: Reaction kinetics of DEPC labelling studied with dose response curve for different peptides of SILUMAD. The X axis is initial
concentration of DEPC while Y axis is the ratio of DEPC modified peak area. Criteria for break in linearity was R2< 0.95 for the peptides
assessed in our CL-MS study. HC signifies heavy chain.
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Figure S2: SEC-UV analysis of standard mAb — GammaNorm in blue and standard SILUMAD in orange. The monomer peak is seen to elute
at 17-19 min, while the dimer peak is seen as small peak upfront of monomer at RT of 15 min. The standard SILUMAD also shows a minor
fragment peak at 21 min. A small bump at 10 min is a column contamination visible in all samples and blanks.



a) Intens. 4 b) Intens. |

x10° ] x104 1
25 1 Peak 1= 14739.82 Da 5 4 Peak 2= 14811.17 Da
] I% 1 Peak1=14738.68 Da
2.0 1 4
1.5 1 3
1.0 A 2 ] Peak 3= 46874.56 Da
1 Peak 2= 14812.02 Da 1
05 3 Peak 3= 46729.85 Da 1
1 * _ Peak 4= 46802.14 Da ]
00 . T T T 1 T 0 1 T T T T T
2 3 4 5 6 Time [min] 2 3 4 5 6 Time [min]
c) Intens.
”203 ] A Peak 2=144709.74 Da
] Peak 1= I B
2324407Da || ,
A |
1.5 | \
4
| |
1 |
1.0 | |
[ | \
[\ \
A | \
05 - ‘
\ |
B v | B
00 L

L e e e s e
3.0 3.5 4.0 4.5 5.0 5.5 Time[min]

Figure S3: Chromatograms of RPLC-MS analysis for intact DEPC labeled long-term stored SILUMAb a) S_2yr sample with overhead
annotation of the peak number and the mass (Da) detected at that specific RT. No monomeric peak is detected. b) S_1yr sample with
overhead annotation of the peak number and the mass (Da) detected at that specific RT. Monomer mass is not detected. ¢) S_Oyr sample
with 2 peaks, and respective overhead annotations of the masses under these peaks. The second peak denotes the mass of deglycosylated
and DEPC labeled monomer



Table S1: Logaritmised (log 2) intensity values for the sample set of heat stressed fresh SILUMADb (SH) and non-heat stressed SILUMAD
(SO). NaN denotes missing value. The positions common with the heat stressed one-year stored SILUMAD vs non —heat stressed one year
stored SILUMAD experiment (supporting table 3) are highlighted in bold & italics.

Log; Log, Log: Log; Log; Log: Log: Log, Mod Mod [AA [, .
intensity | intensity | intensity | intensity | intensity | intensity intensity | intensity Namés . positi n chain
SH1 |SH2 |SH3 |SH4 |SO1 |s0O.2 S0O3 |SO.4 AAs | on
SiLu
19.95 | NaN 2068  |21.07 |2121 |21.22 2228 | 2155 ?EPCNZ'O H  [208 | MAD-
HC
SILu
NaN 2139  |21.15 | NaN 21.00 | NaN 19.89 | NaN SEPC”Z'O H |272 | MAD-
HC
SliLu
NaN 2055 |2207 |2044 |2069 |19.16 NaN NaN SEPC”Z'O H |28 | MAb-
HC
SILu
19.64 | 2228 | 2244  |2266  |21.74  |19.97 NaN NaN ?EPC/?Z'O H |314 | MAD-
HC
SIiLu
2198  |2290 |2323 |2313  |2252 | 20.40 2179 | NaN SEPCNZ'O K |43 | MAb-
HC
SILu
2107 | 2237 |21.89 |21.80 |21.61 | 20.97 2082 | NaN ?EPC/?Z'O K |44 | MAD-
LC
SILu
1937  |2089 |2013  |1866 |1915 | 18.83 NaN NaN SEPCNZ'O K |47 | MAb-
LC
SILu
243  |2325 |2302 |2200 |2353 |2270 2292 | 2280 ?EPC/?Z'O K |5 | MAb-
HC
SILu
2212|2200 |21.85 |2247 |2202 |22.10 2101 | 21.00 ?EPCNZ'O K |55 |MAD-
LC




SILu

2268 2291  |2319 |NaN 2372|2375 2295 | 22.97 ZDEPCNZ'O 64 | MAD-
HC

SILu

1997 |2359  |2158 | 2147  |2179 | 20.29 2073 | 19.82 ?EPCNZ'O 75 | MAb-
HC

SILu

2070|2155 |2070  |21.02 |21.22  |19.97 20690 | NaN ZDEPCNZ'O 116 | MAb-
LC

SiLu

1991  |21.97 | NaN NaN 21.00 | NaN 1984 | NaN ?EPCNZ'O 135 | MAb-
LC

SILu

2065 |20.82 |2153 |2033 |2237 |21.87 2120 | 21.00 SEPC”Z'O 162 | MAb-
LC

DEPC/72.0 SlLu

1927 |1982  |21.08 |21.10 |2069 |20.92 1988|1892 |7 ' 172 | MAb-
LC

SILu

2062 | 2152 |21.83 |21.29 |2111 | NaN 2067 | NaN ?EPC/?Z'O 177 | MAb-
LC

SIiLu

2187  |2239  |2202 |2208 |2232 |2214 2260 | 2068 SEPC”Z'O 192 | MAb-
LC

SiLu

1919 | NaN 21.04 |2025 |21.80 |2048 2131 | NaN ?EPC/?Z'O 209 | MAD-
HC

SILu

NaN 2216 | 2250 | NaN 2304 | 19.39 NaN 18.45 SEPCNZ'O 226 | MAb-
HC

SILu

NaN 2032 |2081 |21.00 |2134 | NaN 1963 | NaN ?EPC/?Z'O 252 | MAb-

HC




SILu

2223|2284 |2232 |2086 |2219 |2061 2240 | 1913 ZDEPCNZ'O 278 | MAb-
HC

SILu

1914 |2083 |1968 1895 |2091 | 2054 1973 | 19.08 ?EPCNZ'O 202 | MAb-
HC

SILu

2184  |2230 |2238 |22.72  |2234 | 2157 2171 | 21.20 ZDEPCNZ'O 321 | MAb-
HC

SliLu

21.92  |2268  |2201 |2230 |2328 |21.47 2228 | NaN ?EPCNZ'O 324 | MAb-
HC

SILu

NaN 2003|2080 | NaN 21.99 | 21.86 2147 | NaN SEPC”Z'O 326 | MAD-
HC

SliLu

2217 2301|2232 | NaN 2245 | 2241 2232|2141 SEPC”Z'O 330 | MAb-
HC

SILu

2362 | 2395 |2335 |2296 |2307 |20.65 2317 | NaN ?EPC/?Z'O 338 | MAD-
HC

DEPC/72.0 SliLu

2004 |2060 |2070 | NaN 1874 | 19.80 NaN 1881 |7 ' 342 | MAD-
HC

SiLu

2114|2190 |2212 | NaN 272 | 22566 NaN 21.55 ?EPC/?Z'O 418 | MAD-
HC

SILu

2010 | NaN 2182 | NaN 2117 | 24.25 NaN NaN SEPCNZ'O 62 | MAD-
HC

SILu

2121|2222  |21.08 |2161 |21.89 |NaN 2147 | NaN ?EPC/?Z'O 135 | MAb-

HC




SILu

2121|2222  |2193 |2161 |21.89 2080 2147 | 19.30 ZDEPCNZ'O 136 | MAb-
HC
SiLu
1862 |1928 |1871 | NaN 1916 | NaN 19038 | 19.22 ?EPC/?Z'O 159 | MAb-
LC
SILu
NaN 2075 | 2205 |21.19 |22.73 | NaN 2062 | NaN ZDEPC”Z'O 171 | MAb-
LC
SiLu
NaN 2265 |2125 | NaN 2263 | 2076 20.86 | NaN ?EPCNZ'O 188 | MAb-
HC
SILu
NaN 21.05 |19.64 | NaN 19.84 | 19.50 NaN 20.12 SEPC”Z'O 198 | MAb-
LC
SliLu
1926|2004 |19.88 |NaN 1981 | 19.62 1895 | 18.56 SEPC”Z'O 258 | MAb-
HC
SILu
NaN 2318 |20.80 | NaN 2182 | NaN 2218 | NaN ?EPC/?Z'O 191 | MAb-
HC
SiLu
2059 |2197 |21.87 |2081 |1933 |NaN 1888 | NaN SEPC”Z'O 32 | MAD-
HC
SIiLu
NaN NaN 2296 |2282 |2231  |21.70 NaN NaN ?EPC/?Z'O 32 | MAb-
LC
SILu
2127  |2001 |2125 |21.65 |2117 |21.44 2101 | 21.02 ?EPCNZ'O 51 | MAD-
LC
SiLu
NaN NaN 1986 | 1915 | NaN 18.93 2056 | NaN ?EPC/?Z'O 183 | MAb-

LC




SILu

2083  |21.66 |21.60 |2155 |2146 | 2097 2094 | 19.69 ZDEPCNZ'O vy |282 |MAb-
HC

SILu

2079  |2338 2306 |2288 |2308 |21.37 2236 | NaN ?EPCNZ'O vy [323 |MAb-
HC

DEPC/72.0 SILu

NaN 1947  |2066 |2050  |21.08 | NaN 1892|2124 | 2:DEPC/72. | K.S | 4349 | MAD-
02 HC

DEPC/72.0 SILu

2013|2160 |21.88  |2228 |2243  |2012 21.00 | NaN 2:DEPC/72. | K.S | 50,62 | MAD-
02 HC

DEPC/72.0 SILu

NaN NaN 1070  |2006 |2088  |19.90 NaN NaN 2:DEPC/72. | SK | 49,64 | MAD-
02 HC




Table S2: Logaritmised (log 2) intensity values for the sample set of heat stressed one year stored SILUMAD (LS_H) and non —heat stressed
one year stored SILUMADb (LS_O). NaN denotes missing value. The positions common with the heat stressed fresh SILUMAb vs non —heat
stressed fresh SILUMAD experiment (supporting table 2) are highlighted in bold & italics.

Log | Log | Log | Log
Logz | Logz | Logz | Logz | Logz | Logz |2 2 2 2 Log. | Log
inten | inten | inten | inten | inten | inten | inte | inte | inte | inte | inten | intens Mod | AA
sity |sity |sity |sity |sity |sity |nsit | nsit | nsit | nsit | sity | ity Mod. Names | . posit | Protein chain
LS |LS |LS_ |LS_ |LS_ |LS |y y y y LS |LS O AAs | ion
H1|H2 |H3|H4 |H5 |H6 |LS |LS |[LS |LS_ |05 | 6

01/02{03|04
23.0 [243 | 240 | 226 (248 | 233 |23. |23. |23. |23. | 235 SILUMAb-
5 9 7 3 4 5 77 177 a1 |79 |2 23.51 | DEPC/72.02 H 35 HC
223 [ 224 221 |219 [227 |227 |22. |22. |22. |22. |226 SILUMAb-
3 0 0 3 5 3 68 |69 |93 |94 |6 22.63 | DEPC/72.02 | H 272 HC
21.3 [ 219 | 210 |215 [23.0 |23.0 |22. |22. |23. |23. | 229 SILUMAb-
4 5 3 5 0 5 80 |79 |15 |15 |9 23.48 | DEPC/72.02 | H 289 HC
229 [ 229 | 227 |227 [23.0 |233 |23. |23. |23. |23. | 233 SILUMAb-
5 5 9 5 9 5 54 |52 |s0 |54 |5 23.70 | DEPC/72.02 | H 314 HC
225 [ 222 |228 |20.8 (229 |231 |23. |23. |24. |23. | 243 SILUMAb-
9 3 4 3 0 5 o4 |48 |23 |86 |o 23.35 | DEPC/72.02 H 433 HC
22.6 | 22.6 21.1 22. | 23. |23. |23. [24.2 SILUMAb-
5 5 NaN | NaN 0 NaN 69 o5 56 13 3 22.69 | DEPC/72.02 H 437 HC
22.4 223 | 240 | 216 |Na |21. |21. |23. SILUMADb-
3 NaN | NaN 4 4 0 N 73 91 19 NaN | 23.95 | DEPC/72.02 H 439 HC
23.2 | 23.2 (233 | 233 |23.8 |23.7 [20. | 20. |20. |20. |20.6 SILUMADb-
4 3 1 4 0 5 55 |49 |84 |84 |5 20.68 | DEPC/72.02 | K 43 He
228 | 228 (227 |227 |23.1 |23.1 |23. |23. |23. |23. | 238 SILUMADb-
5 7 5 5 7 4 24 |32 |56 |58 |0 23.41 | DEPC/72.02 | K 50 He
249 | 249 (249 |249 |253 | 253 |25. |25 |25. |25. |26.3 SILUMADb-
5 4 5 5 7 4 51 |21 a1 |20 |8 26.36 | DEPC/72.02 | K 64 HC
249 | 249 (247 | 247 | 252 | 251 [ 24. |24. |25. |25. |24.9 SILUMADb-
4 13 |1 Jo |1 |9 |os |o7 |14 |13 |g |%498 |DEPC/I202 |K 175 |0




218 | 218 | 220 | 219 | 225 | 222 |22 | 2 |2 |22 1224 |y 45 | pepcrragy 125 | S CI:_uMAb-
250 | 250 250 | 205 253 |51 25 25|25 |5 204 | oo | pepcoc 137 alcl:_uMAb-
206|203 [209 | 205 210 210 21 21 (2L (21213 | o9 | pepcrop 250 alcl:_uMAb-
214|208 [204 |40 |21 |27 [22 |22 |2 (22 |21 | y15 | pepormane 257 alcl:_uMAb-
2L1 208|206 |208 210 [210 (20 [2L-[2L (2L 213 |1y | pepcrrany zis |9 CI:_uMAb-
203 202 |07 |02 |41 214 (2121|2122 (25 | g | peocmany 202 IS_|ICI:_uMAb-
1 B1[ 284 |53 236 284 |2 |88 (829 | yyoc | pepcmany 1 IS_|ICI:_uMAb-
221|222 |21 |21 |28 228 |28 |8 2|22 (228 | yye | pepcrrany 224 IS_|ICI:_uMAb-
22 1209 I Nan | Nan | 220 | 223 [N T TR 128 22 e |22.70 | DEPCIT2.02 326 a'c':-”MAb'
233|242 | B35 | B85 | 284 | 284 (20 |28 (28 (20 241 |y | pepcrmany s30 | SILU MAD-
248 245 | 249 | 249 252 252 25|25 |25 5258 | poa1 | pecrrany a5 al(l:_uMAb-
Nan | 199 206 [204 213 212 21 2L 212271226 | 1y 61 | pepcae " al(l:_uMAb-
247|204 | 248 204 (209 [ 208 (24|24 1207281245 | o | pepcmap seq | SILI MAD-
225 | 225 |27 226 283|282 |24 |2 |8 BBI | 540 | pepomace 205 alcl:_uMAb-
287|282 | 283|283 | 286 | 286 |26 |28 |28 (28285 | pyc | peocmany 15 alcl:_uMAb-
51'7 NaN 33'1 23'1 NaN 23'1 ma Si' Si' ma i3'3 23.18 | DEPC/72.02 443 a'é”MAb'




21.0 20.9 31.1 il.o i1.4 §1.1 éé éé ma % NeN | 2170 | pEPC7202 |s | 108 E'ICI:_UMAb-
NaN 20'9 NaN 25'7 NaN 31.1 ma gg ma ma 31'7 21.79 | DEPC/72.02 |S  |135 f_:é“MAb'
219 | Nan Sl'l NaN | 23 | NaN éé il v ke 22'4 2363 | DEPC/72.02 |S | 136 a'c';“MAb'
e | 209 | ey | 200 [ 207 |y |26 [ 2020197220 |y 7 oepomane |5 |2sa | SILOMAD
32'3 NaN 21'7 NaN | NaN 32'7 ma ma Sg gi 22'6 22.63 | DEPC/72.02 |S |271 a'é“MAb'
22.3 50.3 33.3 Nl 21.1 ;0.8 33 g; gg ma 22.2 2105 | DEPCIT202 | T | 441 E'ICI:_UMAb-
23.4 32.7 33.3 4212'5 ;3.7 23.2 gg ig. Lzuzl. Si 33.5 2351 | DEPCIT202 | Y | 32 E'ICI:_UMAb-
NaN 30'3 29'9 NaN 30'4 30'4 ma gg' ig 32 %9'9 NaN | DEPC/72.02 |Y |79 E"é“MAb'
iz.e 22.6 52.6 ;2.6 33.2 §3.1 éé % Sé S% 51.9 2105 | DEPCI202 |y | 93 alcl:_uMAb-
E231.1 51.2 51.2 il.Z 51.7 il.S ;11 ié ég éé 32.4 2939 | DEPC/T202 |V | 282 |S_|I(I:_uMAb-
:2))1.6 51.6 §1.8 §1.5 4212'1 52.1 éé gg 3421 3411 23.9 2309 | DEPCI72.02 | v | 303 |S_|I(I:_uMAb-
52'0 NaN 21'7 NaN | NaN 31'6 éi 3421 " gé 32'2 2223 | DEPC/7202 |Y | 377 a'(':'“MAb'
éz.o NN 52.6 53.3 4214'3 53.7 421?1' gg Sg éé 32.7 2345 | DEPCIT2.02 | v | 240 EII(I:_UMAb-
§4.0 31.7 33.7 50.8 54.0 54.1 ég E23(1) Zg. ig. i0.4 2443 | DEPCIT202 | H |41 EICI:_UMAb-
NaN i3'7 23'4 23'4 33'8 53'8 ;g ;2 . 421;1' NaN | 24.68 | DEPC/72.02 |H | 203 ﬁ'CL“MAb'
23.6 23.6 33.4 33.4 54.4 33.9 ig gg. 3421 gg 24.1 2415 | DEPCIT202 | K| 24 E I(I:_u MAD-




226 | 227 | 27 | 27 | 281 | 228 22 |2 |2 |2 |20 | 506 | pgpcmpgy [k |47 | SIUMAD
232|282 (287 (280 (282 |82 |27 |22 (287128 | yy05 [ pepomaoe |k |58 EICI:_UMAb-
31'3 31'8 31'8 NaN | NaN | NaN gé ” ig 4213 NaN | 2220 | DEPC/72.02 | K |68 E'c':-“MAb'
241|205 [ 287 |27 (242|245 | 24|24 |24 28241 |0 0 nepomy | K| 116 EICI:_UMAb-
NaN | NaN | 210 | 215 j222 | 24 1 2a. e Ra | 2 1 2LT 9160 | DEPCITZ02 K| 135 Eg-“MAb'
NaN | NaN | 209 | 203 1200 gy | 20 120 | 20| 20 1205 | 5043 | DEPCIT202 K | 155 fg-“MAb'
236 | 26 | 285 286 240|240 | BB (2128143 | yy 5 | pepoane |k | 162 EICI:_UMAb-
22 |22 |21 |22 |26 |26 |8 | B\ BB B 00 | pepome |k | 177 EICI:_UMAb-
237|237 | 289 | 285 200 200 [20 |20 [28 (2071244 |y [ogocmagy |k |10z | SILUMAD
87|87 83 283|288 | BT |8 | BB B ML | 515 pepcmaoy |k | 210 | SILUMAD
NaN | NaN SO'O io.o 20'3 20'4 ég (2)2' ?8' ﬂ 32'2 21.74 | DEPCI7202 |K | 218 a'(':'“MAb'
212|212 | 236 | 208 289 (202 |26 |24 2472871242 |y ngpomagy |y |32 | SILUMAD
248 | 205 | 245 | 205 [208 (252 |25 |2 |25 2L 1214 | poay | pgocmpgy |y |a | SILUMAD
231231285 | 284 | 236 286 28|20 |24 (201240 |y | pgocmpgy |y |1 | SILUMAD
226 |225 | 226 | 226 |220 | 223 |22. |22. |2L |22. | 229 |, oo | DEPCI7202; |, | 314, | SILUMAD-
5 |9 |4 |4 |9 |o |oa |01 |83 |17 |2 perc/72.02 | K 301" | HC

IR e e N e S A il e




228 |218 |229 223 [220 243 |22 |23. |23 |23, 241 |, o | DEPCI7202; |, | 433, | SILuMAD-
1 |s |8 |6 |o |1 |46 |sa |66 |34 |0 96 1 pepc72.02 | ™Y 440 |HC
207 213 | 201 | . | 204 |241 |24 |20, [Na |22. | 231 | . | DEPCI7202; | | 437, | SILUMAD-
6 |4 |o 4 o |30 |51 |N |48 |3 pepc/72.02 | 7Y 440 | HC
220 | 224 224 (242 |22, |Na |22, |24, | 244 DEPC/72.02: 439 | SILUMAD-
2 g |NaNINaN - e o1 N o1 47 |6 | NN Ipeper202 | PY 440 | HC
221 222 | 226 | 217 | 226 | 226 |22. |22. |22 |22 | 223 |, | DEPCIT202; | & | 434 | SILUMAD-
o o |2 |7 l& |a |74 |77 |77 |78 |0 42 1 pepcr2.02 | K% |9 [ HC
245 |245 | 249 |242 |229 |\ |25 |24 |25 |25 | 245 |, | DEPCI7202; | & |50.6 | SILUMAD-
5 |2 |8 |o |2 20 |75 |26 |24 |6 89 | pepcrr202 | KS |27 [HC
208 225 |213 |212 |2L7 |2L7 |22 |21 |22 |Na | 228 |, 5 | DEPC/7202; | o | 324, | SILUMAD-
1 |4 Jo |9 |8 |8 |oa |79 |09 |N |a 13 | bepcrr2.02 | K9S | 328 [ HC
255 255 | 245 |252 |254 | 247 |25 |25. |25 |Na | 254 |, .. | DEPC/7202; | o | 338, | SILUMAD-
> 12 la | |8 |s |41 |42 |50 [N |8 9% pepcr72.02 | K9S 341 [ HC
217 216 |218 |218 |221 |221 |21 |2l |2L |2L |2L9 |, o | DEPC/7202; | & | 418, | SILUMAD-
1 7 |2 |3 |s |1 oo |s9 |91 |92 |7 9 | pepcrr2.02 | K5 1419 | HC
215 213 |2L1 209 |221 |220 |2L |21 |2l |2L |2L3 |, .o | DEPC/7202 |, 1 | 250, | SILUMAD-
3 |8 |3 |3 |5 |1 |77 |98 |s5 |61 |3 4 I pepc2.02 | 9T | 254 | HC
226 226 229 230 |225 230 |23. |23. |23. |23. |235 |, o | DEPC/7202 |, |330, | SILUMAD-
7 1o lo |1 |9 |3 |13 |40 |58 |56 |4 76 1 pepc72.02 | 9T [ 339 |HC
221 [221 |218 | 218 |224 |224 |2L |21 |22. |2L |2L4 |, o | DEPC/T202 |, | 757 | SILUMAD-
4 |6 |2 |3 |2 lo |s6 |95 |10 |77 |0 37 1 pepci202 |XY |9 |HC
210 210 | 209 |209 |218 | 218 |21 |2l |2L |2L |213 |, oo | DEPC/7202; |\, | 32L | SILUMAD-
2> o |7 |3 |s |2 |39 |38 |19 |22 |6 33 1 pepc72.02 | XY 323 |HC
205 205 | 206 |206 |209 [209 [Na |20. |20 |20. |20.2 |, o | DEPC/7202; | o, | 223, | SILUMAD-
4 |5 |a |6 |4 |6 |N |31 |77 |74 |1 99 1 pepc72.02 | 5K 226 | HC
204 244 | 244 | 244 |247 | 247 |24. |24 |24 |24 | 245 |, .o | DEPCI7202; | g, |34L | SILUMAD-
4 |4 |2 lo |s |6 |38 |38 |50 |50 |5 96 1 pepc72.02 | 9K | 344 | HC
205 205 | . | 204 |203 |218 |21 |2l |2L |21 |213 |, ,, | DEPC/7202; |, | 323, | SILUMAD-
7 |6 8 |3 |9 |52 |47 |54 |48 |3 24 1 pepc72.02 | YK 324 | HC
223 223 |\ | 221 | 228 | 228 |22. |22. |22 |22. | 233 | ,, oo | DEPCIT202; |, | 323, | SILUMAD-
1 |9 6 |2 |5 |94 |os |86 |85 |1 S0 bepcrr2.02 | YK 326 | HC




233 |218 |229 229 234 234 |22 |24. |23 |23, | 233 |, | DEPCI7202; |, | 414 |SILuMAb-
6 |3 |7 |9 |9 |8 |28 |34 |58 |53 |6 33 | peper202 | PR 14 [ Lc
209 | 21.3 21.8 |21 |21 | Na |20. |206 DEPC/72.02: 414 | SILUMAD-
3 |g |NaN NaN INaN | ™ 1oc" 195 [N [o9 [0 2807 | pEpcirzoz |HK |77 | e
228 1228 | 233 | 232 |23 | Na |22 |22, |227 DEPC/72.02: 192, | SILUMAD-
NaN“ | NaN | o= 13 157 |9 |50 |N |95 |94 |4 |227% |pepcrzoz | KH 104 |LC
223 223 22.8 Na |22, [Na |22 223 DEPC/72.02: 475 | SILUMAD-
g |NaNJo PNaN o NaN s Iy (a1 |7 INAN  pEpere2 RS g | Le
227 (227 |219 | 225 |224 |232 |22 |22. |22. |22 | 227 | y3 4 | DEPCIT202 |, o | 162, | SILUMAD-
1 |9 |4 |5 |5 |7 |es |es |90 |68 |1 37 | pepcrr202 | K5 171 | Le
240 [248 245 | 225 250 |243 |24. |24. |23. |24 | 245 |, .. | DEPC/T202 |, o | 177, | SILUMAD-
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Table S3: Percentage DEPC incorporation at Cys for assessing the intactness of disulfide bonds in long term stored (S_2yr, S_1yr) and
fresh SILUMAD- each with 3 replicates.

SILUMADb Cys S2yr | S 2yr | S2yr | S 2yr | S 1yr | S 1yr | S 1yr | S 1yr | S Oyr | S Oyr | S Oyr | S Oyr
-HC position | (1) ) @) (4) €9) 2) ®) (4) 1) ) @) (4)
22 1.46 1.4 2.14
95 2.29 2.55 241 2.09 2.94 2.95
148 15 15.2 14.7 14.6 16.6 16.9 18.4 19.1 33.9
230 14.7 13.9 141 16.5
233 14.7 15.2 13.9 14 18.1 16.5 20.6
265 8.55 4.39 4.55 4.73 7.33 4.96 6.3 10.1
429 23.7 25.9 28.2 26.2
SIUMAC T 109 | 206 | 212 | 214 | 162 | 218 | 163 | 644 | 6638

Supporting method 1: Peptide cleanup using C18 stagetips:

In brief, two layers of C18 solid phase extraction material were manually tightly filled into 100 pL pipette tips. The C18 material was
activated with 100 uLL methanol and then 100 uL 0.1% FA in 80% ACN. The tips were centrifuged after each step at 2000 x g for 2 min or
until the solutions completely passed through the C18 phase. For equilibration, the tips were washed with 100 uL 0.1% FA in water (twice),
and liquid was drained by centrifugation. Next, 200 uL of tryptic digest was added at a time to the prepared tips and centrifuged until the
whole sample was loaded. StageTips were washed twice with 100 uL. 0.1% FA water. The C18 disk-bound tryptic peptides were eluted
with 100 pL of 0.1% FA in 80% ACN.



Supporting method 2: Detailed method for LC-MS based tryptic peptide analysis

Mobile phase A consisted of 0.1% FA in water, mobile phase B of 0.1% FA in ACN. Column oven temperature was set to 40 °C and flow
rate was 12 pL/min. The gradient (total time 45 min) was as follows: 2 min 5% B, then within 30 min up to 40% B, then up to 90% B within
1 min, keeping it for 4 min at 90% B, and finally down to 5% B within 1 min. The column is re-equilibrated for 7 min at 5% B. For the ESI
source, end plate offset was 500 V, capillary offset 4500 V, nebulizer gas flow 0.7 bar, dry gas flow 6L/min, and dry temp 200 °C. Auto
MS/MS scan mode was applied with the following parameters: cycle time 2s, threshold per 1000, sum 500 cts, fixed MS/MS acquisition
0.68 s. For each sample, two technical replicates were recorded.

Supporting method 3: Detailed method for LC-MS based intact protein mass analysis

Mobile phase A consisted of 0.1% FA in water, mobile phase B of 0.1% FA in ACN. Column oven temperature was set to 80 °C and flow
rate was 0.35 mL/min. The gradient was as follows: 20% B at 4 min, 40% B at 5min, 70% B at 10 min, 90% B at 11 min, 20% B at 12 min,
20% B at 15 min. For the ESI source, end plate offset was 500 V, capillary offset 4500 V, nebulizer gas flow 3 bar, dry gas flow 12 L/min,
and dry temp. 300 °C and in-source CID 120 eV

Supporting method 4: Detailed data analysis method for quantification of peptides from LC-MS/MS data

Data analysis was performed in Byos software from Protein metrics. For identification of peptides, the modification list included
carbamidomethylation (57 Da) as fixed modification in most experiments. Only for the long-storage experiment, carbamidomethylation
was set to variable modification. Otherwise, common variable modifications included pyroglutamate formation at the protein N terminus (-
17.02 Da), oxidation (15.99 Da) at Met, carbethoxy modification with DEPC reagent (72.02 Da) at His, Lys, Cys, Ser, Thr, and Tyr. Neutral
losses of DEPC from Lys and His (46.04 Da) or neutral loss from Ser and Thr (90.03 Da), were set as rare variable modifications. To allow
maximum identification of DEPC modified peptides, other rare modifications considered were urethane carbethoxy histidine (134.06 Da),
formyl carbethoxy histidine (162.05 Da) and di- carbethoxy histidine (146.06 Da). A total of four modifications (two of common and two
of rare modifications) were allowed per peptide. Results were filtered to only include peptides with 2-7 charges, a peptide score of >150,
delta modification score >10 and extracted ion chromatogram (XIC) area >3e5.



