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mAU/ Column: Proteomix® HIC Ethyl / Propyl / Butyl / Phenyl
140 T(min) | B% 4.6x35mm,5 um
120 1 0 0 Mobile phase:
15 100 A: 2M ammonium sulfate in 0.1M sodium phosphate, pH 7.0
100 | 20 100 B: 0.1M phosphate pH 7.0
50 J Flow rate: 0.4 mL/min

Detector: UV 214 nm
Column temperature: 25 °C
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HIC PhenyINPS Sample: Ovalbumin 1.0 mg/mL
40 1 HIC Butyl NP5 Chymotrypsinogen 0.5 mg/mL
20 1 IC Propyl NP5 Injection: 4 pL
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mAU Column: Proteomix® HICBu-NP5 (5 pm, 4.6 x 35 mm )

1200 T %B | %C . . .
1 (min) Mobile phase: A: 2 M ammonium sulfate in 25 mM

sodium phosphate, pH 7.0, B: 25 mM sodium

phosphate pH 7.0, C: 100% IPA

Flow rate: 0.8 mL/min

Detector: UV 214 nm

Column temperature: 25 ‘C

Sample: Herceptin/ADC1/ADC2, 1 mg/mL in 25 mM

sodium phosphate

Injection: 10 pL
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(min) Column: Proteomix® HICBu-NP5 (5 pm, 4.6 x 35
350 1 0 25 0 mm ) and Vendor Y Butyl HIC, 4.6 x 35 mm
300 1 15 75 25 Mobile phase: A: 2 M ammonium sulfate in 25 mM
250 1 20 75 25 sodium phosphate, pH 7.0, B: 25 mM sodium

phosphate pH 7.0, C: 100% IPA

200 3 Flow rate: 0.8 mL/min

Detector: UV 214 nm
100 1 Column temperature: 25 C
Sample: Cysteine ADC, 1 mg/mL in 25 mM sodium
° J phosphate
01 Injection: 10 pL

150 1

Vendor Y

Sepax Proteomix HICBu-NP5

. I I AREIRENESRMT Herceptin-cysteine ADC fI93E

mAY 1 15 M ammonium sulfate —— Column: Proteomix® HICBu-NP5 (5 pm, 4.6 x 35 mm )
1.0 M ammonium sulfate — Mobile phase: A: 25 mM sodium phosphate buffer, 1.5
250 M ammonium sulfate or 1.0 M ammonium sulfate, pH
] 7.0 (by 5 M NaOH ); B: 25 mM sodium phosphate
200 buffer, 30% isopropanol, pH 7.0 ( by Phosphoric acid )
Flow rate: 0.8 mL/min
150 ] Detector: UV 230 nm
] Column temperature: 25°C
100 Sample: 6 mg/mL ADC
Injection volume: 10 pL
50 1 L\
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mAU ] T(min) | %B | %C

Column: Proteomix® HICBu-NP5 (5 pm, 4.6 x 35 mm )
Mobile phase: A: 2 M ammonium sulfate in 25 mM
sodium phosphate, pH 7.0, B: 25 mM sodium phosphate
pH 7.0,C:100% IPA

Flow rate: 0.8 mL/min

Detector: UV 214 nm

400 7

300 1

Column temperature: 25 ‘C
Sample: ADC, 1mg/mL in 1M ammonium sulfate
Injection: 10 pL

200 7

100 1
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Bl

Column: Proteomix® HICBu-NP5 (5 pm, 4.6 x 35 mm )

Mobile phase: A: 2M ammonium sulfate in 0.1M sodium phosphate, pH 7.0, B: 0.1M phosphate pH 7.0
Gradient: 0-15 min 0-100%B; 15-20 min 100%B, Flow rate: 0.4 mL/min, Detector: UV 214 nm

Column temperature: 25 ‘C, Samples: Ovalbumin 1.0 mg/mL, Chymotrypsinogen 0.5 mg/mL, Injection 4 pL

1st Injection 6.98 12.18 15658 10.40
51t Injection 6.87 12.10 15560 10.49
1015t Injection 6.77 11.99 15741 10.65
1515t Injection 6.67 11.96 15549 10.71
2015t Injection 6.81 12.11 16059 10.80
251st Injection 6.76 12.05 16010 10.81
3015t Injection 6.80 12.10 16033 10.69
351st Injection 6.82 12.17 17488 10.88
0
0 5 4 B B 10 12 14 16 18 min 401t Injection 6.84 12.19 17274 10.84
ITEE
BigHERY Proteomix® HIC-NP5 iJ#52 (if2 5 pm)
RE xKE (mm) Ethyl Propyl Butyl Phenyl
4.6 x 35 432NP5-4603 434NP5-4603 431NP5-4603 433NP5-4603 ﬁ///%ﬁﬁ&.ﬁﬁﬁz\ﬂ
4.6 x 100 432NP5-4610 434NP5-4610 431NP5-4610 433NP5-4610
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