Supplementary Materials

Table S1. Draining LN cells were recovered from animals five days after a tertiary vac-cination
with the indicated vaccine, and cultured with 10pg/ml purified recombinant Spike RBD for 72h.
Supernatants were tested for IFN , IL-17A and IL-5 by multiplex ELISA. Shown are values
obtained from culture of cells from individual animals, or in some cases a pool of two animals if
cell numbers were insufficient, plus the mean, standard deviation, and standard error of the
mean. Figure S1. Preliminary adsorption experiments comparing the adsorption profiles of
RBD, INI-4001, and INI-2002 to AH at 1:1 and 1:2 weight ratios in 15 minutes and 30 minutes
in 2% glycerin. INI1-4001 and IN1-2002 showed >95% adsorption to AH at 1:2 weight ratio in 30
minutes.
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IFNy

Antigen Adjuvant Cwtokine Concentration (pg/ml Mean SEM
nome (none) 2% ghycesol 17 03 01 7 0.51
lug RBD (none) X% ghycerol 843 262 61.7 16.96
lug RED 10pg INI-2002 (Ag) 4323 | 3426 | 3034 114.64
lug RBD 10uz INI4001 (AqQ) 1207.1 | 4241.8 | 4760.1 83645
lug RBD INI-2002/INI-4001 (Aq) 814 3463 722 203.78
luz RBD Alhydrogzel (AH pH 7) 503 194 80.5 28.09
luz RBD Alhydrogel (AH pH 8.1) 04 | 325 8.7 852
lug RBD Adju-Phos (AP) 16.3 59 6.7 ige
lug RBD 10pg INI-2002 + PHT) 21348 | 18370 | B25.4 57537
lug RBD 10pg INI-2002 + AH (pH 8.1) | 24645 | 12802 | 4237 55201
lug RBD 10pz INI-2002+AP 636.7 056.7 | 22404 30022
lug RED 10ug INI-4001+AH (pH 7) 41588 | 30002 | 40338 138504 400.00
lug RBD 10pg INI-4001 (8.1} g41.8 1551.11 548,40
lug RED 10pg INI-S001+AP 20602 £87.36 31301
lug RBD INI-2002INI-4001+AH (pHT) | 37559 43140 1031.53 364.70
lug RBD | INI-2002INI-4001+AH (pH 8.1)| 39557 | 42226 | 42229 1117.92 30524
luzg RBD INI-2002 INI-4001+AP 3604.0 39568 180.86 5394

IL-17A
Antigen Adjuvant Cwtokine Concentration (pg/ml SEM
nome (none) 2% ghycesol 0.24 020
Iug RBD (none) X% ghycerol 14.72 445
lug RBD 10ug INI-200Z (AqQ) 7714 | 9716 | 1741.0 | 9586 | 10902 | 1117.6 120.54
lug RBD 10uz INI4001 (AqQ) 441.6 1326 1255 106.7 5529
lug RBD INI-2002/INI-4001 (Aq) 5717 | 11609 | 1514.3 | 6350.3 | 17543 | 28105 62343
luzg RBD Alhydrozel (AHpH T) 130 228 1029 198 4.64 4.67 120
lug RBD Alhydrogel (AH pH 8.1) 620 | 067 110 | 265 | 1127 142
lug RBD Adju-Phos (AP) - 126 T84 111 491 1.00
lug RBD 10pg INI-2002 PHT) 13502 | 20154 | 44194 | 60262 | 17314 | 7004 10109 66723
Iug RBD 10pg INI-2002 + AH (pH 8.1) | 249031 | 3244 6135 | 25831 | 12343 | 19448 37783 36718
lug RBD 10pz INI-2002+AP 18816 | 10220 | 18502 | 10502 [ 560.7 | 20469 T20.4 204.55
ug RBD 10ug INI-4001+AH (pH 7) 2058 | 3647 | 1281 | 1680 | 6052 | 4406 286.1 79.10
lug RBD 10pz INI-4001+AH (8.1) 105.1 93.6 54.6 12825 | 1131 21623 134.7 14727
lug RBD 10pz INI-4001+AP 2674 0216 28.0 T3 7 1634 29010 68.32
lug RBD INI-2002INI-4001+AH (pH 7) | 3101.2 | 20606 | 353632 | 3826.5 | 3726.5 | 4681 3651.7 478.26
lug RBD | INI-2002INI-4001+AH (pH 8.1)| 1617.6 | 40211 | 44830 | 2204.6 | 4483 | 32116 283.1 53282
lug RBD INI-2002 INI-4001+AP 0303 | 13582 | 23455 | 1388.0 | 2241.1 | 1T13.7 25608 24620
IL-5
Antigen Adjuvant Cytokine Concentration (pg/ml Mean Std Dev SEM
none (none) X% ghycerol 0.0178 | 0.1827 | 07485 0.6 040 023
lug RBD (none) X% ghycerol £08.2| 3920.7] #41.0 17233 121180 1103.78
lug RED 10ug INI-2002 (Aq) 1400.78 624.645) 2361.74] 2222 20| 334.746| 3326.60] 16840 §75.51 344.90
lug RBD 10pg INI-2001 (Aq) 527199 304.563| 711.137| 3886.82 904.6 142026 5E3.49
ug BBD INI-2002/INI-4001 {Aq) 21202 47| 2 1273.85| 2264.07| 680.803 791212 s| 1257 52847 209.08
lug RED Alhydrogsl (AHpH T) 840927 4385 84| 307.862| 317.444( 1927.06| 1386.83] 14879 1415.52 50046
lug RED Alhydrogel (AH pH 3.1) 3483.73| 1618.02 | 3000.04) 101 3| 253608 1 24524 1210.87 457.67
lug RBD Adju-Phos (AP) 1855.55| 119823 560.82| 4121.91 1101.72| 476514 14813 1250.08 47249
lug RED 10pg INI-2002 + AH (pH7) | g6.3528| 562.271| 686.627| 444,188 741.422| 3334.37[ 700.609 8542 102750 36328
lug RBD 10pg INI-2002 + AH (pH8.1) | 576348 254203 1630| 400,931 E 417 78935 18261
lug RBD 10pz INI-2002+AP 7 5| 417.666 2| 154452 1003| 1020.95 836.1 564.20 199.43
ug 8BD 10pg TNI4001-AH PHT) | 126.312 B81.286| 1882.38| 5 1100.15| 456.965| 66.9440] 10055 100178 35418
ug RBD 10pg INI-4001+AH (8.1) 518.541 123921 159.8( 2903 24| 376.522| 1024.57 033.34 33016
lug RED 10pg INIS(1+AP 1630.86| 2206.27| 1801 96| 450.011| 1654 46| 333.215[ 2563 41.56 107.54
lug RBD INI-2002IKI-4001+AH (pH7) | 102 319| 83.6183| 245.669| 118971 326378 38.652[ 30.1757| 048823 103.18 36.48
luz RBD | INI- 202 INI4001+AH (pH 8.1)| 100030 | 307 614 108 748 | 196.677| 88.0501| 879701 150.745| 164.07 101.11 35.75
lug RBD INI-2002 INI-4001+AP 33.1712) 119.648| 115421 108.998| §6.7254| 283.608| 276.638| 255.932| 9031 35.11
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Figure S1. Preliminary adsorption experiments comparing the adsorption profiles of RBD, INI-
4001, and INI-2002 to AH at 1:1 and 1:2 weight ratios in 15 minutes and 30 minutes in 2%
glycerin. INI1-4001 and INI-2002 showed >95% adsorption to AH at 1:2 weight ratio in 30
minutes.



