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FIGURE 8

Serotype Pn-33F Polysaccharide

(A)

1 - compound with 1,2 4-triazole

1 - lyophilize

Lyophilized Pn-33F Polysaccharide

- reconstitute in anhydrous DMSO

v

- react with 1,1’-carbonyldi-1,2,4-triazole (CDT)
- incubate for 1 hr, 23 +2°C

v

- quench with 100 mM sodium tetraborate, pH 9.0

+ - incubate for 1 hr, 23 + 2°C
- add cystamine dihydrochloride

¥ - incubate for 20 + 2 hr, 23 +2°C
- Reduction with TCEP
- Incubate for 3 hrs, 23 + 2°C

v

- 100K MWCO diafiltration vs.10mM Sod Phos, pH 4.3

A 4

Thiolated Pn-33F Polysaccharide

(B) Thiolated Pn-33F Polysaccharide
- Add to bromoacetylated CRM, 4,

- Incubate for 20+ 2 hrs, 5+ 3°C, pH8.0-9.0
- Capping with N-acetyl-L-cysteine

1 - incubate for 3 hrs, 5+ 3 °C
- Capping with Iodoacetamide

| -1incubate for 20 +2hr, 5 +3°C
- 0.45 or Sum filtration

|- 300K MWCO diafiltration
vs. 5 mM succinate- 0.9% saline, pH6.0,
l - 0.2 um filtration

Pn-33F Conjugate (Final Bulk)
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