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FIFE: 2.6 um
“BFLR: 100 nm

 RIFE: 2.6 pm
HBFLR: 16 nm

FIFRR: 3.4 um
“BFL2E: 30 nm
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0.9

0.8 =o—Core shell 2.6um, 16nm
0.7 === Core shell 2.6um, 30nm
0.6 f \ —4—Core shell 3.4um, 30nm
0.5 / —o-Core shell 2.6um, 100nm
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Cytochrome C  0.167

Lysozyme 0.164
BSA 0.308
Myoglobin 0.197

Ovalbumin 0.391

C4-100 C4-30

0.177
0.180
0.410
0.221
0.889
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Column:
SunShell C4-100, 2.6 um (100 nm) 100 x 2.1 mm,
SunShell C4-30, 2.6 uym (30 nm) 100 x 2.1 mm,
SunShell C8-100, 2.6 Jm (100 nm) 100 x 2.1 mm,
SunShell C8-30, 2.6 um (30 nm) 100 x 2.1 mm,
SunShell C8-30HT, 3.4 um (30 nm) 100 x 2.1 mm,
Mobile phase: A) 0.1% TFA in water
B) 0.1 % TFA in Acetonitrile
Gradient program: Time 0 min 60 min
%B 20% 65%
Flow rate: 0.5 mL/min,
Temperature: 80 °C
Detection: UV@215 nm,
Injection volume: 1.0 uL
Sample:1 = Cytochrome C, 2 = Lysozyme, 3 = BSA,
4 = Myoglobin, 5 = Ovalbumin
UHPLC instrument: HITACIHI Chromaster

C8-30HT

C8-100 C8-30 C8-30HT SREE

0.5uL

0.160 0.155 0.212 0.144 0.050%
0.153 0.166 0.196 0.145 0.050%
0.276 0.514 0422 0.330 0.100%
0.180 0.199 0.238 0.176 0.050%
0.247 0.428 0.184 0.176 0.050%
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Column:
C4-100 SunShell C4-100, 2.6 um (100 nm) 100 x 2.1 mm,

SunShell C4-30, 2.6 uym (30 nm) 100 x 2.1 mm,
SunShell C8-100, 2.6 Jm (100 nm) 100 x 2.1 mm,
J —C4-30 SunShell C8-30, 2.6 um (30 nm) 100 x 2.1 mm,
SunShell C8-30HT, 3.4 um (30 nm) 100 x 2.1 mm,
Mobile phase: A) 0.1% TFA in water
C8-100 B) 0.1 % TFA in Acetonitrile

Gradient program: Time 0 min 5 min
%B 20% 65%

830 Fow rate: 0.5 mL/min,
Temperature: 80 °C
cg.30nT Detection: UV@215 nm,

Injection volume: 0.5 UL
Sample:1 = Cytochrome C, 2 = Lysozyme, 3 = BSA,
4 = Myoglobin, 5 = Ovalbumin

2 3 4 5 6 7 UHPLC instrument: HITACIHI Chromaster
Retention time / min

o v’ — 7 1§ (WO0.5, min)
N =R/ Jaray y
SVINDE = ?‘-J’E“—H L& JE C4-100 C4-30 C8-100 C8-30 C8-30HT HKEE

BV EBRIIEEENND | 2az=E 05um 05um 05um 05um 0.2 um
73“ SBFLE1000 A (100nmM)D Cytochrome C ~ 0.047  0.057  0.047  0.057  0.046  0.025%

Lysozyme 0045 0056 0046  0.056  0.046  0.025%
SICIZZFLEEIZ0.5 um BSA 0.079 0122 0077 0100 0075 0.050%
_C:EFD 92875, ) Myoglobin 0.048 0066 0047 0063  0.045 0.025%
R/ o Ovalbumin 009 0133 0109 0119  0.109  0.025%
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Column dimension: 100 x 2.1 mm i.d.
i 100 x 0.15 mm i.d. (nano-
clolumn)
Mobile phase: A) water/TFA (100/0.1)
B) acetonitrile/TFA (100/0.085)
30-45%B (0-30 min) (0-15min)
Flow rate: 0.4 mL/min, 0.004 mL/min (nano-column)

Temperature: 80 °C
Detection: UV at 215 nm
Core shell C4, 300 A H Injection: 5 pL, 0.1 pL (nano-column)
100 x 2.1 mm i.d. Sample: fMfRIBE(IC K > TESNIZHBEENAE
| )\ g6, TO5 1 V6P T 251 — A5 TR

SunShell C4-100, 1000

‘rl A100x2.1 mmi.d. j

SunShell C4-100, 1000 ‘j \
A 100 x 0.15 mm i.d.
~\
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. 1 sunsec
| : e Column: SunSec Diol30, 4 um 300 x 4.6 mm i.d.
i R Mobile phase:
i S 0.1M Phosphate buffer + 0.2 M NaCl (pH6.8)
’ s s Flow rate: 0.35 mL/min
o e t Temperature: 25 °C
Detection UV at 220 nm
o) 00U AUUA FANE MOSRCTARRRORNICATRRDRNY) DANA VENE) Injection 2 pL
crr o LAL T Y sample: MRS EIC K o TEOSNIEIBEUNIA
N (g6, TOFTA1VGCPI 1 Z71—NSATHER)
lll é é 1I0 1I2 1I4

Retention time/min
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Column dimension: 100 x 2.1 mm i.d.
Mobile phase: A) water/TFA (100/0.1)
B) acetonitrile/2-propanol/TFA (20/80/0.085)
15%B (0-0.5 min) and 15-50%B (0.5-50 min)
Flow rate: 0.4 mL/min
Temperature: 80 °C
Detection UV at 215 nm
Injection 5 pL -~0J5J — =
Sample: $BIIISEIC & > TES NI BRI R s Es A
(IgG, TOT A YGP I+« ZT1 —NSATHR) BHIEL 22,

Core shell C8, 1000 A

o \
“—l LSUHShe” C4-100, 1000 A
M _
;
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Retention time/min
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leG standard®2 0% ~ TS5 A

Column dimension: 100 x 2.1 mm i.d.

Mobile phase: A) water/TFA (100/0.1)

W B) acetonitrile/TFA (100/0.085)
35-45%B (0-45 min)

Flow rate: 0.4 mL/min, Temperature: 80 °C

Detection:UV at 215 nm

Injection: 5 pL

Sample: Intact mAb Mass Check Standard (Waters)
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Retention time/min 11
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lgG standard®20% RIS A2

Column: SunSec Diol30, 4 um 300 x 4.6 mm i.d.x 2
Mobile phase: A
0.1M Phosphate buffer + 0.2 M NaCl (pH6.8)
Flow rate: 0.1 mL/min

Temperature: 25 °C

Detection UV at 220 nm

Injection 2 pL

Sample : Intact mAb Mass Check Standard (Waters)

J
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Retention time/min
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