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Supplementary Figure S1. Hydrophobic interaction chromatogram (A) and size exclusion chromatogram of PCTA-
NCABO001 (B) under condition 2. Flow-through fraction (fraction 5) obtained from HIC (A) was analyzed by SEC-
HPLC (B). Under this condition, both larger size variants and the monomer were not retained by the hydrophobic

column.
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Supplementary Figure S2. Hydrophobic interaction chromatogram (A) and size exclusion chromatogram of PCTA-
NCABO001 (B) under condition 3. Flow-through fraction (fraction 5) obtained from HIC (A) was analyzed by SEC-

HPLC (B). Under this condition, both larger size variants and the monomer were not retained by the hydrophobic

column.
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Supplementary Figure S3. Hydrophobic interaction chromatogram (A) and size exclusion chromatogram of Pt
NCABO001 (B) under condition 4. Flow-through fraction (fraction 5) obtained from HIC (A) was analyzed by SE

HPLC (B). Under this condition, both larger size variants and the monomer were not retained by the hydropho

column.



g — UV 1_280
mAU mS/cm
s Cond

A . condition5 s
| 118
20001
116
1800
114
1600t
1400 1
1200 Lo
1000
18
800
6
-
400 *
200 €
G#J - [ 0
Sample Application Column Wash Elution
0 10 20 30 40 50 60 70 80 90 mL
B
flow-through fraction 1%
200~ It
150~ (
] |
100~ N
[
50- o ||
] g8 & | 2 =8
:'Eﬁﬂ\ | " S i
ol — AV I
] L L | ,
0 5 10 15 20 25 30 35 40

min

Supplementary Figure S4. Hydrophobic interaction chromatogram (A) and size exclusion chromatogram of PCTA-
NCABO001 (B) under condition 5. Flow-through fraction (fraction 3) obtained from HIC (A) was analyzed by SEC-
HPLC (B). Under this condition, both larger size variants and the monomer were not retained by the hydrophobic

column.
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Supplementary Figure S5. Anion exchange chromatogram (A) and size exclusion chromatogram of PCTA-NCABO001
(B) under condition 6. Flow-through fraction (fraction 1) obtained from anion exchange chromatogram (A) was
analyzed by SEC-HPLC (B). Under this condition, both larger size variants and the monomer were not retained by the

anion exchange column.
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Supplementary Figure S6. Anion exchange chromatogram of PCTA-NCABO001 under condition 7 (A) and condition 8

(B). Under these conditions, both larger size variants and the monomer were retained by the column, but separation

by the salt gradient was not sufficient.



Supplementary Table S1. SEC-HPLC analysis of the fractions obtained from HIC (condition 1)

Oligomer Dimer Monomer
Peak area Area (%) Peak area Area (%) Peak area Area (%)
Original 248771 1.825 218832 1.606 12966137 95.136
solution
Fr.2 N.D. N.D. N.D. N.D. 563283 93.166
Fr.3 N.D. N.D. N.D. N.D. 1756706 97.470
Fr4 N.D. N.D. N.D. N.D. 1188814 98.669
Fr.5 N.D. N.D. N.D. N.D. 870654 99.369
Fr.6 N.D. N.D. N.D. N.D. 697108 99.349
Fr.7 N.D. N.D. N.D. N.D. 603162 99.688
Fr.8 N.D. N.D. N.D. N.D. 516809 99.601
Fr.9 N.D. N.D. N.D. N.D. 461388 99.657
Fr.10 N.D. N.D. 1900 0.444 424027 99.180
Fr.11 N.D. N.D. 3713 0.894 410360 98.798
Fr.16 3091 0.870 21309 5.995 330027 92.851

N.D.: not detected.

Supplementary Table S2. SEC-HPLC analysis of the flow-through fractions obtained from conditions 2 to 6

Oligomer Dimer Monomer
Peak area Area (%) Peak area Area (%) Peak area Area (%)
Condition 2 10719 0.431 37367 1.300 2431026 97.747
Condition 3 22971 0.749 48640 1.585 2988066 97.368
Condition 4* 657123 5.255 1189089 9.509 10548177 84.356
Condition 5* 336871 3.273 875792 8.509 9046491 87.893
Condition 6 42562 1.070 65168 1.638 3853431 96.836

*Conditions 4 and 5: Area of the oligomer is sum of three peaks with retention time from 11 to 13 min.



