Sepsil Core C18-WP, RP-AQUA, C8, Phenyl, PFP, 2.6 um

(Pentafluoropheny)
Rz Lz tERER RiRE BAHE HE BRAME pH3EE
Sepsil Core C18 2.6 um 9nm 150 m?/g 7% Cc18 yes 60 MPa 1.5-10
Sepsil Core C18-WP 2.6 um 16 nm 90 m?/g 5% Cc18 Yes 60 MPa 1.5-10
Sepsil Core RP-AQUA 2.6 um 16 nm 90 m?/g 4% c28 Yes 60 MPa 2-8
Sepsil Core C8 2.6 um 9nm 150 m?/g 4.5% c8 Yes 60 MPa 1.5-9
Sepsil Core Phenyl 2.6 um 9nm 150 m?/g 5% Phenylhexyl Yes 60 MPa 1.5-9
Sepsil Core PFP 2.6 um 9nm 150 m?/g 4.5% Pentafluorophenyl Yes 60 MPa 2-8
— =]
L 4 REHERDE
Sepsil Core PFP Column: Sepsil Core C18, C18-WP, RP-AQUA, C8, Phenyl, PFP, 2.6 um \

150 x 4.6 mm
Mobile phase: CH;0H/H,0=75/25
Flow rate: 1.0 mL/min

57 Temperature: 40 °C
Sepsil Core Phenyl Sample: 1 = Uracil O
2 = Caffeine
3 = Phenol O
Sepsil Core C8 4= Butylbenzene/
5 = o-Terphenyl O

6 = Amylbenzene 2 O‘
0

7 = Triphenylene

PFP 1.00 131

Sepsil Core RP-AQUA

Sepsil Core C18-WP Phenyl 1.00 1.48 1.01

1 X 7 c8 0.32 1.46 1.08
2
Sepsil Core C18 4 6 J\ RP-AQUA 0.52 1.52 1.30
; \ L
C18-WP 0.40 1.55 1.35
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Retention tlme/mln

' ; ; : - ) Retention time/min

0 > 10 . 1 ) 20' » %0 Column: C18,2.6 pm 150x 4.6 mm
Retention time/min Column: C8, 2.6 um 150 x 4.6 mm PFP, 2.6 m 150x 4.6 mm
Column: C18-WP, 2.6 um (16 nm) 150 x 4.6 mm, Mobile phase: Mobile phase:
Mobile phase: A) 0.1%TFA in Acetonitrile/water(10:90) CH,CN/20mM phosphate buffer H7.0=60/40 CH,CN/10mM phosphate buffer pH7.0=80/20

B) 0.1 % TFA in Acetonitrile Flow rate: 1.0 mL/min Flow rate: 1.8 mL/min

. o]
Gradient program: %B 5% — 50% in 50 min Temperature: 40 °C Temperature: 25 2C

Flowrate: 1.0 mL/min, Temperature: 25 °C, Detection: UV@250nm Sample: 1 = Uracil, 2 = Propranolol,

Detection: UV@210 nm, Sample: 1 = Uracil, 2 = Propranolol,

_ — P 3 = Nortriptyline, 4 =Amitriptyline
\{mme Tryptic digest of BSA / & 3 = Nortriptyline, 4 = Amitriptyline j & j




HPLC Columns
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epsi ore 2

Py Water Sepsil Core C18

A N(2)=37,900

N(4)=30,000
4
Water J
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Retention time/min2

sepsilCore ‘| 2 4 ig;?::l::;sphate I
PFP Sepsil Core PFP
2
1U

Sepsil Core
PFP

50mM phosphate
Sepsil Core buffer pH7
PFP A_JL J
0 1 2 3 4 i . ) i . ' ! J ) : '
Retention time/min 0 2 Retenti:n time/min ° 8 0 ? N . y . 8 ®
Retention time/min
Column: C18, PFP, 2.6 um 150 x 2.1 mm Column: RP-AQUA, 2.6 pm 150x 4.6 mm
Mobile phase: CH;0H/water or buffer=30/70 Column: C18, PFP, 2.6 um 150 4.6 mm Mobile phase: 20mM Phosphate buffer pH6.0
Flow rate: 0.3 mL/min Mobile phase: CH;0H/H,0=40/60 Flow rate: 1.0 mL/min
Temperature: 25 °C Flow rate: 1.0 mL/min Temperature: 25 2C
Detection: UV@250nm Temperature: 25 °C Detection: UV@250nm
Sample: 1 = Theobromine Detection: UV@250nm Sample: 1=5"-GDP
2 = Theophyline Sample: 1 = p-Cresol 2=5"-ATP
3 = Caffeine 2 =m-Cresol 3=5"-ADP

4 = Phenol 3 = o-Cresol 4=5"-AMP
L J L o J L Y,

BERBER 7 B SR B

4 \ /Sepsil Core C18 \

Sepsil RP-AQUA
2

1

2 4 Column: Sepsil Core C18, 30 x 3.0 mm.
8 Mobile phase: A) Water, B) Acetonitrile; Gradient
(Acetonitrile %), 0.00 min - 35%, 0.40 min - 100%,
3 6 0.80 min - 100%, 0.85 min - 35%, 1cycle; 1.8min,
" T T T T T ] 5 (High-pressure gradient).
0 2 4 6 8 10 12 h Flow rate: 1.0 mL/min.
Retention time/min Temperature: 40 °C.
Sepsil Core RP-AQUA Injection Volume: 1 pL.
B 2 3 Wavelength: 200 - 500nm, CH-9, 215 - 500nm (Max
5 Abs.).

Sample: Mixture of ultraviolet absorbers,
1=2,2",4,4'-Tetrahydroxybenzophenone,
2 = Ethyl p-aminobenzoate,
3 =2, 4-Dihydroxybenzophenone,
! ! ! ! ! 4 = 2,2’-Dihydroxy-4-methoxybenzophenone,
0 1 2 3 4 5 = 2,2’-Dihydroxy-4,4’-dimethoxybenzophenone,

Retention time/min

6 = 2-Hydroxy-4-methoxybenzophenone,
Column: L 7 = 2-(2’-Hydroxy-5’-metylphenyl) benzotriazole,
Sepsil R.P—AQUA 5um 150x 4.6 mm — U 8 = 4-tert-Butylphenyl salicylate.
Sepsil Core RP-AQUA, 2.6 um 150x 4.6 mm ; . . . : . Courtesy of Jasco.
Mobile phase: 0 0.2 0.4 06 08 1

Retention time/min

10mM Phosphate buffer pH7.0
Flow rate: 1.0 mL/min for Sunniest

1.5 ml/min for SunShell e O
Temperature: 24 °C & lll 5L/ \;ﬁ1 f %El}] /
Sample: 1 = Cytosine, 2 = Uracil, 3 = Thymidine,

4 = Uridine, 5 = Thymine

T Pt | ressuion )|

Sunniest 14,000 1.98

SunShell 30,000 3.79
\_ )




HPLC Columns
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2 Core shell C18 AQ, 2.7 um
4 Number 1and 8 peaks are broaden.

Uric acjd 9 11
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; - - - , Hypoxanthine . ) 8

0 2 4 6 8
Retention time/min 3 T w 0 ! ? 3 o °
Y N> Retention time/min
50 MM NH,H,PO, A NE Sepsil Core RP-AQUA, 2.6 pm
2 H

o 1 2 3 4 5
Retention time/min HooH Retention time/min
Allopurinol Column dimension: 150 x 4.6 mm
Column: Sepsil Core RP-AQUA, 2.6 um 100 x 4.6 mm Mobile phase: 0.1% H;PO,
Mobile phase: 50 mM NH,H,PO, or 10 mM ammonium acetate (pH 4.7) Flow rate: 1.0 mL/min
Flow rate: 1.0 mL/min Temperature: 40 °C
Temperature: Ambient Detection: UV@210nm
Detection: UV@250 nm Sample:
Sample: 1 = Uric acid, 2 = Hypoxanthine, 3 = Xanthine, 4 = Oxipurinol, 1 = Oxalic acid, 2 = Tartaric acid, 3 = Formic acid, 4 = Malic acid,

5 = Allopurinol 5 = Lactic acid, 6 = Acetic acid, 7 = Diglycolic acid, 8 = Maleic acid, 9
& / &Citric acid, 10 = Succinic acid, 11 = Fumaric acid. /

SEERAI B (LC/IMS) BEMITERENSS

(e N 12 ™
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le.Leu. XIC 132.0000:£0.1000
I Tyr, XIC 182.00002:0.2000

T Met. XIC 160.0610:£0.0010 34 6

L Arg. XIC 175.1210=0.0010 5

| Val, XIC 118.0000:£0,2000
I Lys, XIC 147.11600.0010
" His, XIC 156 .0800+0.0100
L Pro, XIC 116.0730+0.0010
Glu, XIC 148.0600+0.0100
ﬁ Ala, XIC 80.0560:0.0010

Cys, XIC 122 0280+0.0010
Thr, XIC 120.0670=:0.0100 f I T 1

Gin, XIC 147.07900.0100 0 S 10 15
Gly, XIC 76.0406::0.0010 Retention time/min
Asp, XIC 134.04700.0010
Ser, XIC 106.0500£0.0100 gHo gHo gHo
Asn, XIC 133.0630£0.0010 H—G—OH HO—G—H H—G—OH
T T T HO—C—H Hf?*OH HO*(‘:fH
o 10 20 HO—C—H H—C—OH H—C—OH
Retention time/min H—C—OH HoO—&—H H—C—oH
| | |
CH,OH CH,OH CH,OH
Mass spectra of lle and Leu _ _ R
Spec /614:617 (T/13.72:13.79) -623:627 (13:92:14.01) *(BP=86.1, 2915] -
R J 86,0000 132.1057 " 1 D-Galactose 2 L-Galactose 3 D-Glucose
s e
B o
i ;J CHO cHo GHo
® W 87.1019 133.1082
k! 620718 | . i ¥ . - . - 3 H—C—OH H,(‘;,OH HO—C—H
o W v o ] .
. Spec /6481651 (T/14.48:14.55) 661667 (1477:14.91) * [BP=132.1, 2850] - H—G—OH HO—C—H HO—G—H
s 132.1058 HO—C—H H—C—OH H—C—OH
z Leu ] |
i HO—C—H HO—C—H H—G—OH
£ !
N i Mass(mjz) " "' b 4 L-Mannose 5 L-Glucose 6 D-Mannose

Column: Sepsil Core RP-AQUA, 2.6 pm, 150x 2.1 mm

Mobile phase: A) 5 mM HFBA, B)5 mM HFBA in CH,CN / H,0 (9/1)
%B 0% to 20% in 20 min (HFBA: Heptafluorobutyric acid)

Flow rate: 0.2 mL / min oo

Temperature: 40 °C Temperature: 20 3¢

Detection: MS (NanoFrontier LD) ESI Positive, Detection: UV@220nm

K Extracted ion chromatogram (EIC) / &Sample: Monosaccharides derivatized with L-Tryptphan j

Column: Sepsil Core RP-AQUA, 2.6 pm 100 x 4.6 mm
Mobile phase: 5 mM Phosphate and 25 mM tetraborate (pH 9.6)
Flow rate: 1.0 mL/min




