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ZIKV SC12 HGKCVTVMMQ NMAE KQSDT GCDLF RAEAT EGWVHRA RLWPG GVSYS QYAGT MQTLT HRSGS
ZIKV SC12m53 HGKCVTVMMQ NMTE KQNDT GCDLF RANAT EGWVHRA RLWPG GVNYS QYNGT MQNLT  HRNGS
ZIKV SC30 HGKCVTVMMQ NMAE KQSDT GCDLF RAEAT EGCVHTA RLWPG GVSYS QYAGT MQTLT HRSGS
ZIKV SC30m53  HGKCVTVMMQ NMTE KQNDT GCDLF RANAT EGCVHTA RLWPG GVNYS QYNGT MQONLT  HRNGS
B. SC12m53 SC30m53
) A264W T267R S285W
+ !
G29K
e A35M
G106D
- ‘.,.;
F
C. D. SC12 SC12m53 SC30 SC30m53
SC12 vs SC12+m53 at 50nM SC30 vs SC30+m53 at SOnM
w . = s i = e PNGase - # + = + + = 4+ & - + +
} ReducingAgent - - + - - + - - + - - +
‘”i 180
§ol 130 .
i 100 E dimer
] 70 E monomer
] 55
- 40 | PNGase
35
E. C8 (EDE) C10 (EDE) ZV67 (DIl LR) 4G2 (FL)
A
4 4 % i -~ SC12
£ -= SC12m53
é ~EA -+ SC30
. 2 4 2 2 — SC30m53
2 I ~ BSA
0 0 0 0
3 01 1 3 301 1 3 3 01 1 3 -4 -2 0 2
Log (mAb [nM]) "
F. C10 (EDE) ZV67 (DIl LR) 4G2 (FL)
A 9 10 NB
08, (595+27.5)x10°M 15, (530£71.7)x10°M 08 - 1500 nM
w750 NM
2 04 e . 375 nM
g A = 188 NM
05
w94 nM
= 0.0 — 0.0 0.0 Lo — = 47 M
£ 200 300 400 500 200 300 400 500 200 300 400 500 23nM
o
c
’g 08 (3.56 £23.2)x 10°M 15 NB 08 NB
s
2 1.0
E o4 04
8 -
0.0 0.0 - 0 0 lewessmmmencesm—n———_
200 300 400 500 200 300 400 500 200 300 400 500
Time (s) 4

Figure 1. Biochemical
characterization of SC
ZIKV E variants. (A)
Sequences of ZIKV E
(PDB 5LBS), and
stabilizing combination
(SC) ZIKV E variants

(SC12, SC12m53,
SC30, SC30m53).
Positions of installed
EDE-binding positive
glycan mutations

(vellow), and stabilizing
combination mutations
(purple) are indicated.
(B) Model of SC12m53
and SC30m35 with
positions of installed
EDE-binding positive
glycan positions
(vellow) and stabilizing
combination mutations

(purple). (C) Mass
photometry showing
comparison between
expected molecular

weights of sE proteins to
molar mass of species
and  distribution  of
oligometric states in
solution of SC12,
SC12m53, SC30, and
SC30m35. (D) SDS
PAGE mobility gel shift
assay of SC12,
SC12m53, SC30, and
SC30m35 under
reducing and non-
reducing conditions with
and without PNGase.
(E) Binding reactivity of
EDE mAbs C8 and C10,
and non-EDE mAbs ZV-
67 and 4G2 to SCl12,

SC12m53, SC30, and SC30m35 determined by ELISA. Representative data from two independent experiments
completed in duplicate are plotted as the (average absorbance at 450 nm) £ SD. (F) Reactivity profiles for SC30,
and SC30m35 to EDE mAb C10, and non-EDE mAbs ZV-67 and 4G2 as determined by biolayer interferometry
(BLI). Shown are representative data from two independent experiments with consistent results. Apparent KD
(KDapp) values are indicated for each sensorgram, weak binding (WB), no binding (NB).



