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HPLC Conditions

Column size
Mobile phase
Temperature
Detection
Inj. vol.
Sample

© 2.1 mmid.x 50 mm

: 20 mmol/L Phosphate buffer (KHz2POx :
140°C

© UV 220 nm

S 1L

: Amitriptyline (100 pg/mL)

KzHPO4 =1 : 1 in molar ratio) / CHsOH = 20 / 80
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— CAPCELL PAK Cis KG S3
= CAPCELL PAK Cie MGII S3

HPLC Conditions

Column size : 2.0 or 2.1 mmid. X 100 mm
Mobile phase : A) 0.1 vol% HCOOH B) 0.1 vol% HCOOH, CHsCN
B 5 %(0 min)-> 95 % (8 min)-> 95 % (13 min)->
5 %(13.1 min) Gradient
Flow rate : 0.4 mL/min
Temperature : 40 ‘C
Detection : TIC (Mass Range : 50 - 1000)
lonization : ESI positive
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HPLC Conditions 0 1 2 3 4 5
Column : CAPCELL PAK Cis KG S2; 2.1 mm i.d. X 50 mm [min]
Mobile phase : A) 0.1 vol% TFA B) 0.1 vol% TFA, CHsCN
B 25 %(0 min)-> 70 % (4 min) > 25 % (4.1 min) Gradient HPLC Condltions
Flow rate : 600 pL/min Column : CAPCELL PAK C1s KG S2; 2.1 mm i.d.X 50 mm
Temperature : 40 C Mobile phase : A) 0.1vol% HCOOH B) 0.1 vol% HCOOH, CHsCN
Detection 1 UV 220 nm B 30 %(0 min)-> 90 % (2 min)-> 90 % (3 min)-> 30 % (3.1 min) Gradient
Inj. vol. 2pul Flow rate 1 600 pL/min
Sample : 1. Ambroxol (20 pg/mL) 2. Epinastine (20 pg/mL) 3. Olopatadine (10 pg/mL) Temperature : 40 C
4. Diphenhydramine (20 ug/mL) 5. Sulindac (15 pg/mL) 6. Fexofenadine (40 pg/mL) Detection : UV 220 nm
7. Ketoprofen (20 ug/mL) 8. Flurbiprofen (20 pg/mL) Inj. vol. :2uL
9. Diclofenac (10 pg/mL) 10. Ibuprofen (20 pg/mL) Sample : 1. Febuxostat (10 pg/mL in human plasma supernatant)
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. HPLC Conditions
0 1 2 [min] 3 4 5
Column : CAPCELL PAK C1s KG S3; 4.6 mm i.d.x 150 mm
HPLC Conditions Mobile phase : (pH 2) 20 mmol/L Phosphate buffer / CHsCN = 40 / 60
(pH 7) 20 mmol/L Phosphate buffer / CHsCN = 40 / 60
Column size - : 4.6 mm i.d.x 150 mm (pH 11.5) 20 mmol/L NazBs07+10Hz0 / CH:CN = 40 /60
Mobile phase : 0.1 vol% HCOOH / CHsOH = 30 / 70 Flow rate - 1.0 mL/min
Flow rate : 1.0 mL/min Temperature  : 30 °C
Temperature : 40 C Detection 1 UV 254 nm
Detection UV 254 nm Inj. vol. 154l
Sample : 1. Blonanserin (50 ug/mL) Sample + Amitriptyline (100 pg/mL)
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20 mer 21 mer 20 mer 21 mer
1stinjection ‘*—‘ A — M Sequence
N 1 J\_/L 5-UACAANUACAARCAANCAUAGRARARUAANCACAARARY-3" RNA 20 mer, All PS
50" injection
5'-GAUACAARUACAAACAARCAUAGAANANUAARCACAANANY-3' RNA 21 mer, All PS
1 J\N_

T
100t injection [ A = Phosphorothioated

_"_J\/\— HPLC Conditions
“/\ Column : CAPCELL PAK C1s KG 83 ; 2.1 mm i.d.x 100 mm

Mobile phase : A) 15 mmol/L DBA, 50 mmol/L HFIP

150" injection

200" injection

|scccece

I £\ B) 15 mmol/L DBA, 50 mmol/L HFIP, 50 vol% CHsOH
250" injection B 73 %(0 min)-> 78 %(20 min)-> 73 %(20.1 min) Gradient
| BHEY Flow rate : 200 pL/min
300" injection T Temperature : 60 C
r T T 1T T T T 1 Detection 1 UV 270 nm
0 5 10 15 200 5 10 15 20 Inj. vol. c2uL
[min] [min] Sample : 100 pg/mL each in 10 mmol/L Tris-HCI buffer (pH 8)
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4. RNA 21 mer
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2 HPLC Conditions
1 Column : CAPCELL PAK INERT C1s KG S3; 2.0 mm i.d.X 100 mm

Mobile phase © A) H20 / HFIP* / TEA** = 1000 / 30 / 0.4
B) CHsOH / HFIP* / TEA*™ = 1000 / 30 / 2
B 15 %(0 min)-> 25 % (10 min) Gradient

Flow rate + 0.4 mL/min

Temperature 160 °C

Detection : UV 260 nm

Inj. vol. t2puL

Sample dissolved in : H20
HFIP* : 1,1,1,3,3,3-Hexafluoroisopropanol

0 1 2 3 4 5 6 7 8 9 10 TEA** : Triethylamine
. #* 1 /mL =1
[mln] Hg/mi ppm
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. Oligodeoxythymidine 15 mer
Oligodeoxythymidine 20 mer
Oligodeoxythymidine 25 mer
Oligodeoxythymidine 30 mer
Oligodeoxythymidine 35 mer
Oligodeoxythymidine 40 mer
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HPLC Conditions

Column : CAPCELL PAK INERT Ci1s KG S3 ;2.0 mm i.d.X 100 mm
Mobile phase © A) H20 / HFIP* / TEA* = 1000 / 30 / 0.4
B) CHsOH / HFIP* / TEA*™ = 1000/ 30 / 2
B 20 % (0 min)-> 30 % (10 min) Gradient
Flow rate + 0.4 mL/min
160°C

Temperature :
Detection * UV 260 nm
Inj. vol. t2puL

Sample dissolved in : H20

HFIP* : 1,1,1,3,3,3-Hexafluoroisopropanol
TEA** : Triethylamine
# 1 ug/mL =1 ppm
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1. &% F=7 (50 ug/mL)

Dasatinib (M.W. 488.0)

& //\N/
N\)
5
2. 4vF=7 (50 ug/mL)
Imatinib (M.W. 488.0)
HN Cl
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3. 47«4F=7 (50 ug/mL)
Gefitinib (M.W. 446.9)

HPLC Conditions

Column
Mobile phase

Flow rate
Temperature
Detection

Inj. vol.

Sample dissolved in

: CAPCELL PAK C1s KG S8 ; 4.6 mm i.d.X 100 mm
: A) 10 mmol/L KzHPO4 (adjusted at pH 11.0 with potassium hydroxide)

B) CHsCN
B 0 %(0 min)-> 40 % (15 min) Gradient

© 1.0 mL/min
140°C

© UV 254 nm
t5uL

: 50 vol% CHsOH

% 1 pg/mL =1 ppm
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1. BIGCHAP (10 pg/mL) OH
BIGCHAP (M.W. 878.1) HO'
OH
HO'

HPLC Conditions

Column

Mobile phase

Flow rate
Temperature
Detection

Detector

Inj. vol.

Sample dissolved in

: CAPCELL PAK C1s KG S3; 4.6 mm i.d.X 150 mm

1 H20 / CHsCN = 70 / 30

© 1.0 mL/min

140°C

*RI, UV 210 nm

: NQAD (Evaporation 35 C, Nebulizer 30 C)

t5uL

: BIGCHAP was dissolved in 50 vol% methanol at 1 mg/mL.

To 10 pL of this solution water was added to make 1 mL.
% 1 pyg/mL =1 ppm
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1. BFE&R )L =)L (2500 pg/mL) BEEE T VERILZIL
3 Bornyl acetate (M.W. 196.3) Isobornyl acetate (M.W. 196.3)
o
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1 2. &'+ (50 ug/mL) 3. EE % YL (50 ug/mL) 4. Eefg 45 =)V (50 ug/mL)
2 Linalyl acetate (M.W. 196.3) Neryl acetate (M.W. 196.3) Geranyl acetate (M.W. 196.3)
HPLC Conditions
Column : CAPCELL PAK C1s KG S5 ; 4.6 mm i.d. X 250 mm
Mobile phase : Hz20 / CHsCN = 30 / 70
Flow rate © 1.0 mL/min
Temperature 140°C
O et Detection © UV 210 nm
Inj. vol. 10 pL
; in - o
0 2 4 6 8 10 12 14 16 18 20 22 24 26 28 30 Sample dissolved in : 80 vol% CHsCN
[min] # 1 pg/mL = 1 ppm
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1. 7L F=vAr (100 pg/mL) 2. e rFAALFY > (100 ug/mL) 3. I FJ > (100 ug/mL)
Prednisolone (M.W. 360.4) Hydrocortisone (M.W. 362.5) Cortisone (M.W. 360.4)

HPLC Conditions

Column : CAPCELL PAK C1s KG S5 ; 4.6 mm i.d. X 250 mm
Mobile phase : Hz20 / CHsCN =70 / 30

Flow rate © 1.0 mL/min

Temperature 140°C

Detection : UV 254 nm

Inj. vol. :5uL

Sample dissolved in : Prednisolone was dissolved in methanol at 2 mg/mL.
Hydrocortisone and cortisone were separately dissolved in methanol at 1 mg/mL.
50 pL of prednisolone solution and 100 uL of other solutions were mixed together
and water was added to the mixture to make 1 mL.

0 3 6 9 12 15 3 1 pg/mL = 1 ppm
[min]
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1. MVST %> (100 ug/mL) 2. NTF X IREEMAF YL (60 pg/mL)
Tolvaptan (M.W. 448.9) Hexyl 4-Hydroxybenzoate (M.W. 222.3)

HPLC Conditions

Column : CAPCELL PAK Ci1s S5 ; 4.6 mm i.d.X 150 mm
Mobile phase : HsPO4 / H20 / CHsCN =1 / 400 / 600
Flow rate £ 0.51 mL/min

Temperature 125°C
Detection : UV 254 nm
Inj. vol. 16 L

Sample dissolved in : CHsOH

% 1 ug/mL =1 ppm

[min]
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1. MLINT 2> (40 pg/mL) 2. NTFXIRBEMA VT )L (30 pg/mL)
Tolvaptan (M.W. 448.9) Isoamyl 4-Hydroxybenzoate (M.W. 208.3)

HPLC Conditions

Column : CAPCELL PAK C1s KG S3 ; 4.6 mm i.d.X 100 mm
Mobile phase © A) 0.1 vol% HsPO4 B) 0.1 vol% HsPOs, CHsCN

B 40 %(0 min)-> 80 % (20 min)-> 80 % (25 min)-> 40 %(25.1 min) Gradient
Flow rate © 1.0 mL/min

Temperature 125C
LJ Detection © UV 254 nm
Inj. vol. t5uL
Sample dissolved in : CHsOH

0 5 10 15 20 25 # 1 ug/mL= 1 ppm

[min]
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85102 2 2.1 50 785304 5 21 100 ¥63,000 _
785307 5 30 35 ¥40000
85308 3.0

85309 3.0 ¥53,000

CAPCELL PAK C1s KG 3pym 55910 3.0 ¥55,000

3.0 ¥63,000

WIEE RFE(um) ARMm) RS(mm) SIS BR) 8812 5 80 @ 250  ¥68.000
85313 4.6 ¥40,000
85201 2.1 85 ¥51,000 85314 5 46 50  ¥43000
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85315
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85205 3 21 150  ¥68000 8317 5 46 = 150 = ¥55,000
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85218 4.6 o 85330 30 250 ¥800,000
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