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Table Tlep#f&tZRLE T SEIFHLFH DA77 T
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BAuwELfc, Y X7 LIZIE—REL UHPLC O “Nexera-i” % F3
WE LT, BEMEELTHY TIVA OEBEIGARSE MU TV
AOEBAMLE7E b Z bUIIVBRERWNTWAS RS, 7
ToavozFT—300 L zFALE L, £$1XN—X 7
AV RUT NEMZA DD, BT IVAOEBEROREIZHE
HAD 0.1 %, BEEBH 0.08%E LE LT,

Fig. 2T 1gG MU T2k O IS LERLE
TIHBIHZDE-IDDBEENTVE I EHDOYET,

Table 1 st
Analytical Conditions

Column - Aeris 1.7 um PEPTIDE XB-C18 100 A

(150 mm L. x 2.0 mm I.D., 1.7 pm)
:A: 0.1 % Trifluoroacetic acid in water

B: 0.08 % Trifluoroacetic acid in acetonitrile
:B.Conc. 0 % (0 min) = 45 % (90 min)

— 100 % (90.01-95 min) — 0 % (95.01-110 min)

Mobile Phase

Time Program

Flow Rate 0.2 mL/min
SEOB T 196G &, 7ILF/IUELe®, U TV ICC_JIUmn Tsmlp- :6138 CL
e i e njection Vol. : vl
VCEBERBELEEDZEFABELTHAWER Lz, Fig. 1ICH] Detection - 1C-2040C 3D at 215 nm
MmEBAEEERLET Flow Cell : High-speed high-sensitivity cell
4.5 MAU (x10)
10 mg/mL Human IgG in water 20 pL T
= 6 mol/L Guanidine hydrochloride in 4.0
0.25 mol/L Tris buffer (pH 7.5) 80 pL 1
3.5
\ e 0.5 mol/L Dithiothreitol in water 2 pL ]
Incubate at 37 °C for 30 min 3.0
\/e 0.5 mol/L lodoacetamide in water 4.8 pL 2.5—5
Incubate at room temperature for 30 min in the dark
2.0
&— 0.5 mol/L Dithiothreitol in water 2 pL .
e 0.25 mol/L Tris buffer (pH 7.5) 700 pL 1'5_;
/e 1 mg/mL Trypsin in 1 mmol/L HCl 4 pL 1.0
Incubate at 37 °C for 20 hours 0_5_:
&— Trifluoroacetic acid 1 pL
\ 0.0
|nject to UHPLC T T T [ T T T T [ T T T
0.0 25.0 50.0 75.0 min
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Chromatogram of IgG Tryptic Digest
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| Table2 RIFFRREIOBWEBIRMAE (n=06)
ﬁiﬁ‘ H:' Intrad;y Repeatability of Retention Time (n=6)
Repeatability
. . Peak Avg. R.T. Std. Dev. %RSD
RTZF RV EVTITBWTITERBICZLDE—0 B8 (min) (min) (%)
?%/Z\Eb‘\‘%%f:&) EEOHOGEROY I I A Peak a 9.929 0.027 0.271
- A . Peak b 24.669 0.047 0.192
WENE YT, SEIODHTTIE 90 DEITHEMEB % 0 %h 5 beak ¢ 26,299 0.042 0117
45 %Lzﬁ'fbé‘ﬁfb‘%@_&\, {BRHK 0.5 %/min &7 9, Peak d 48.815 0.033 0.068
COESTEREMERDT SV T MTIE, BIEEY/ YT Peak e 59.864 0.032 0.054
VN RTLEBWESEES, BIREDNBLT AERAHLH Y ET, Peak f 74.535 0.043 0.057
Table 2 & 3 ICZENZNRFEBOEARNERME, HEHIR
HOBRE, Fig. 31196 M 7T Eemn s o< oS Table3 RIFHHOEMARYE =60
LOOAREREER ST, & M DS LS EES Interday Repeatability of Retention Time (n=6)
7 Lk a—\ o D? 7 \bi iy -
Avg. RT. Std. Dev. %RSD
5 (E—2a~f) BBU, Zh5OBEREERRLE LE, peak iy s )
HABIRMEICDOWTIEER 6 BIDODITERAN SEHEETTVE Peak a 9.907 0.016 0.159
Lfz. BRIEIRMICOWVTIZ 6 B, 1 8 3 BOHHETL, Peatb 24.708 0.033 0.132
. /, ) " Peak ¢ 36.355 0.034 0.093
3EIDFGEHL SEHEETVE LTz, Nexera-i Z WX Peak 148.877 0.034 0.069
FRIVEVITIE, BEIZIVIV M RATLICESDTH Peak e 59.901 0.027 0.046
BHUABLLLYPTVRGTHY EHSE, BREGEHABKU Peak f 74.555 0.036 0.049
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Intraday Repeatability of Chromatogram of IgG Tryptic Digest
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