Supplemental Figure 1. Giudice V. et al.
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Supplemental Figure 2. Giudice V. et al.
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Supplemental Figure 3. Giudice V. et al.
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Supplemental Figure 4. Giudice V. et al.

Pacific Orange DyLight 800
MFI cv Fold increase MFI cv Fold increase

E‘ S 0 732 20 1242 33.3
2 £ 13 2655 205 3.5 5649 27.7 44
E 8 250 28258 27.5 10.6 31628 23.2 5.6
§ o~ 1.56 1601 19.7 3750 242
g 'é 50 6390 19.5 3.9 13995 19.2 3.7
8 8 500 38141 201 5.9 33778 22.5 2.4

Pacific Orange DyLight 350

MFI cv Fold increase MFI cv Fold increase

E S 0 591 23.2 389 22.9
§_’ 'g 13 1990 21.4 3.2 912 23.4 2.2
g 8 250 23076 25.2 11.5 9269 25.4 9.9
B« 156 1433 225 528 25.3
g 'é 50 6276 24.4 43 2366 28.2 4.2
8 8 500 45679 22.2 7.2 18302 26.1 7.6

DyLight 800 DyLight 350

MFI cv Fold increase MFI cv Fold increase

E \; 0 639 29.3 241 26.4
2 §€ 13 2326 18.8 3.5 oM 217 32
g 8 250 22868 16.6 9.7 10678 19.4 11.4
§ ~  1.56 2615 22.4 674 271
g 'é 50 7753 16.2 2.9 2489 221 3.5
3 3 500 37017 15.8 4.8 17801 18.8 71




Supplemental Figure 5. Giudice V. et al.

4x(3x3) matrix — 36 samples
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_§ 0 482 27.4 3920 18.4 1767 18.9
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§§; 250 2518 18.3 4.9 10157 18.1 26 37445 17.1 3.9
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MEI cv Fold MEL cy  Fod MEI cy  Fod
increase Increase Increase
§ 0 732 20.3 4737 14.2 382 14.7
gg 50 1079 13.9 2.7
§§’ 250 2971 19.7 3.9 9681 16.6 2.0 3821 15.4 3.5
3 500 21256 18.8 7.1 38489 14.2 4.0 7604 13.1 2.0
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Supplemental Figure 7. Giudice V. et al.

Percentage of positive cells

CD3-BV605
DyLight 350 (ug/ml) 0 13 250 Controlwio| . .
DyLight 800 (ug/ml) | 0 | 13 | 250 | o0 | 13 | 250 | 0 | 13 | 250 FCB Variability Ratio
Ho | 486 a4 432 413 407 401] 482 472 503 462 Low 0.97
] He2 | 507 552 573 533 562 657 67 706] 618 Low 0.96
CD3*cells | HC3 | 675 711 716 714 711 722 727 759 767 76 Low 0.95
] He4 [ 707 716 728] 699 718  756] 782 772 794 744 Low 1.00
Y10 s HC-5 65 619 678 578 571 623 777 781 791 569 Low 118
] Hce | 788 76 787] 7.3 70 683 833 822 825 77 Low 1.00
] He7 [ 519 s48] 46 498 483 675 687 esd| 441 Low 1.29
e g | 701 663 752] 625 631 683 775 76 783 644 Low 1.10
VB-FITC/IPE
DyLight 350 (ug/ml) 0 13 250 Controlwio] .
DyLight 800 (ug/ml) | 0 | 13 | 250 | o | 13 | 250 | 0 | 13 | 250 FCB Variability Ratio
Ho4 | 267 281 328] 153 211 439 309 35 342 38 Low 0.78
He2 | 28 16 323 293 38| 35 301 463 382 Low 0.83
) Hc3 | 378 519 7.8] 402 406 606] 58 424 814 665 Low 0.81
. He4 | 104 115 125 11 129 227 127 137 16| 109 Low 1.26
: VB17-cells | HC5 | 206 328 300 123 215 20) 253 185  3.03| 252 Low 0.94
He6 | 291 226 34| 232 216 300 211 233 247 247 Low 1.02
He7 [ 238 27| 336 215 369 237 173 26| 293 Low 0.90
Hc8 | 064 047 136] 058 046 059 066 085 08 085 Low 085
VB-PE
DyLight 350 (ug/ml) 0 13 250 Controlwio| .
DyLight 800 (ug/ml) | 0 | 13 | 250 | o0 | 13 | 250 | 0 | 13 | 250 FCB Variability Ratio
Ho4 | 153 12 18) 245 09 183 062 027 114 137 Low 0.96
He2 | 175 133 025 102 08d| 123 142 16 099 Low 1.19
] Hes | 277 38 271 257 22 324] 235 333 376 197 Low 1.51
: Hc4 | 152 o085 139 027 026 045 16 183 081 144 Low 0.69
! He5 | 152 099 134 17 108 097 106 137 156 175 Low 0.74
He6 | 406 263 294 421 339 351 317 291 24 307 Low 1.06
He7r | o032 035] 019 041 074] 017 023 028 066 Low 0.51
e Hcs | 078 037 09 035 066 039 033 017 038 048 Low 1.00
VB-FITC
DyLight 350 (ug/ml) 0 13 250 Controlwio| .
DyLight 800 (ug/ml) | 0 | 13 | 250 | o | 13 | 250 | 0 | 13 | 250 FCB Variability Ratio
] Ho4 | 153 04 109 183 241 157 215 162 256 243 Low 0.69
1 He2 | 594 293 249 357 295| 144 248 125 236 Low 1.22
He3 | 491 506 224 48 429 219 437 404 214 245 Low 1.54
Ho4 | 581 47 671 724 604 089 55 525 12 489 Low 0.99
VB16'cells | HC5 | 098 089 058 094 088 061 098 105 062 098 Low 0.85
1 @ Hee | 22 188 04| 174 139 117 106 129 047 112 Low 115
] He7 [ o053 024 075 123 o046] 107 105 o049 12 Low 0.61
s Hes | 204 232 235 225 23 218 228 205 204 136 HIGH 162
CD8-PE-Cy5
DyLight 350 (ug/ml) 0 13 250 Controlwio| .
DyLight 800 (ug/ml) | 0 | 13 | 250 | o | 13 | 250 | 0 | 13 | 250 FCB Variability Ratio
] Ho | 117 127  134] 147 136 146 133 137 122 155 HIGH 0.86
He2 | 379 a11 419 407 57 40 369 369 426 Low 0.94
5 9 Hea | 391 414 388 417 402  39.6] 384 396 375 445 HIGH 0.89
L 188 cps: cells Ho4 | 195 231 21| 223 226 221 20 202 222 238 Low 0.90
i Ho5 | 204 322 306 365 352 358] 29 276 285 354 Low 0.89
Hc-6 | 239 262 258 372 381 396 304 313 314 352 Low 0.90
Tl ) He7 [ 305 354] 432 406 417 315 298 293 39 Low 0.93
ozt Hes | 371 401  373] 474 473 486 41 384 409 44 Low 0.95
CD4-APC
DyLight 350 (ug/ml) 0 13 250 Control w/o P i
DyLight 800 (ugiml) | 0 | 13 | 250 | 0 | 13 | 250 | 0 | 13 | 250 FCB Variability Ratio
] Hc4 | 855 841 813 827 831 803 75 739 705 822 Low 0.97
HC-2 52 471 426 493 2| a1 427 365 496 Low 0.89
5 1 Hc3 | 336 35 314 343 351 30| 364 354 31 367 Low 0.91
i HC-4 66 663 636 641 635 598 641 623 586 645 Low 0.98
Ho5 | 547 502 492 443 457 379 386 382 353 451 Low 0.97
: Hc6 | 714 683 e8| 558 542 501 516 52 506 566 Low 1.02
1 cparcels | s o7 552 507 535 417 381 373 357 522 Low 0.88
e Hes | 542 505 474 402 41 308 355 369 365 186 HIGH 2.23
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Supplemental Figure 8. Giudice V. et al.

Median Fluorescence Intensity

0 13 =5 ougiml |\ ability Ratio
o [ 13 [ 250 0 13 | 250 o | 13 [ 250 |population
794 914 875 923 853 875 931 899  seq] 704 HIGH 1.11
563 58  588] 618 sgef 772 721 733 563 LOW 115
658 673 750 676 714 731 794 790 826] 658 LowW 1.12
857 955 1010 906 923 962] 1122 1165 1003] 857 LowW 1.17
1083 1063 1109] 1046 1051 1017] 1247 1173 1124 1083 LowW 1.02
1027 1078 1083 1003 1001  957] 1086 1068 1061 1027 Low 1.01
741 sso| 764 798  796] 1008 1024 oed] 741 LOW 118
973 987 1012] 1003 989  914] 1106 1053 1066] 973 LOW 1.04
0 13 =3 ougiml |y ability Ratio
o [ 138 [ 250 ] o 13 | 250 | o [ 13 [ 250 |population
767 556 92| 767 87 73| 948 659 127 767 Low 1.09
828 104 744 642 69| 758 758 955 828 Low 0.97
744 684 805 698 814 858 698 664 927 744 LOW 1.03
793 84 u8] 814 87 93 852 115 137] 793 LOowW 1.23
831 822 97 100 936 10 79 858 9o 831 Low 1.09
894 764 952| 831 855 93] 744 808 107 894 Low 0.98
137 939 715 822 891 828 105 g3l 137 HIGH 0.69
122 134 18] 127 112 153 139 128 167 12 LOW 1.12
0 13 250 Ougiml |y ability Ratio
o [ 13 [2s0] o 13 | 250 | o [ 13 [ 250 | population
288 310 244 274 334 25| 329 247 210 288 Low 0.95
251 513 195] 313 166] 321 232 23]  2m1 LOW 1.11
281 257 23| 267 254 20| 232 279 s3] 2m1 LowW 0.90
a0 418 368] 409 372 326 405 a0 417] 400 Low 0.99
315 316 257] 408 337 209 307 377 23 315 Low 1.00
366 201 321] 314 307 249 268 276 209 366 LOW 0.82
370 24 268 267 214 261 279 23] 370 HIGH 0.72
442 507 339 370 486 371] 433 486 335 am LowW 0.95
0 13 iy Ougiml |\ ability Ratio
o [ 13 [ 250 o [ 13 [ 250 o | 13 [ 250 | population
227 218 259|208 172 20 180 174 195|227 LOW 0.92
165 211 204 174 168l 171 174 165] 165 LOW 1.08
205 197  176] 200 203 197 207 213 193] 205 Low 0.97
229 261 307] 243 254  188] 271 344 34l 229 Low 1.18
252 208 301] 256 334 209 220 185 240 252 LOW 0.98
24 262 318] 224 234 214] 220 208  185] 224 LowW 1.04
228 a1 200 188 18e] 177 179 173|228 Low 0.85
a60 461 464|487 479 as0| 482 468 452 464 LOW 1.01
0 13 e ougiml |\ ability Ratio
o [ 13 [ 280 o [ 13 [ 250 o | 13 [ 250 |population
158 111 121 126 135 129] 172 915 126] 158 LOW 0.82
182 215 17| 153 133l 211 168 167 1m2 Low 0.99
183 183 171 190 203  160] 185 183 181 183 LowW 1.00
114 124 2100 166 137 102] 167 206 106] 114 LOW 1.30
214 231 191 28 222 193] 182 246 a78] 214 LOW 0.98
200 223 180] 200 208 1s8] 168 185 175] 200 Low 0.94
124 18] 120 123 133] 188 135 112 124 Low 113
166 126 165 212 151 168] 257 412 23] 166 LOW 1.27
0 13 250 ougiml |y ability Ratio
o | 13 [ 250] o [ 13 [ 250 o [ 13 [ 250 | population
1152 1078 942 1179 1125 909 1035 1045 98] 1152 LowW 0.91
08 871 738 924 6100 939 937  s0s] 28 Low 0.91
884 810 717] 816 se7  731] 857 859 750| 884 LOW 0.92
1160 1135 1037] 1130 1141 o7g| 1157 1154 1030] 1160 LOW 0.95
1307 1141 103s] 1200 1191  1067] 1231 1125 1045|1307 Low 0.88
1438 1316  1163] 1384 1377 1225] 1313 1335 1182 1438 Low 0.91
1101 oo0] 994 1023  o26] 1006 1055  o26] 1101 LOW 0.90
1354 1335 1270] 1411 1326 1240 1374 1361 1307] 1334 LOW 0.98
0 13 o Ougiml |\ ability Ratio
o [ 13 [ 280 o [ 13 [ 250 o | 13 [ 250 |population
108 933 789 985 956 789 92 912 742 108 LOW 0.83
789 708 632 811 623] 808 85 703 789 Low 0.94
557 582 538 615 6.7 54 641 619 549 557 Low 1.05
806 84 74 825 84 726 835 835 747 806 LowW 0.99
100 907 775 972 905 764 951 877 756 101 LOW 0.87
115 110 925 109 104 892 105 103 912 115 Low 0.89
82 726] 801 82 708 813 83 718 m Low 0.95
127 128 1200 130 127 108] 129 130 18] 127 LOW 0.98
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