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1. Empty Capsid

Accura Triart/

Column : Accura BioPro IEX QF (5 um), 50 X 4.6 mml.D.
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f5A Accura BioPro IEX QF &1EHEXSIRIEXKEES (AAV) e K=
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1
Eluent © A) 20 mM Bis-tris propane-HCI (pH 9.0)
30 B) 20 mM Bis-tris propane-HCI containing 0.5 M TMAC* (pH 9.0)
2 5%B (0-0.25 min), 20-45%B (0.25-15.25 min)
Flow rate 2 0.5 mL/min
20 Temperature : 25°C
Detection  : FLS at Ex. 280 nm, Em. 348 nm
Injection © 2 pL(5.18 X 100 vg)
Sample T AAV2
10 *tetramethylammonium chloride
0
T T T 1
5
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This research was supported by AMED under Grant Number JP182e0201001.
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(um)  REXEKE (mm)

BioPro IEX QF

BioPro IEX SF

3 2.1 X 50 QF00S03-05Q1PTC | SF00S03-05Q1PTC
21X 100 | QF00S03-10Q1PTC | SF00S03-10Q1PTC
21X 150 | QF00S03-15Q1PTC | SF00S03-15Q1PTC
46X 50 QF00S03-0546PTC | SF00S03-0546PTC
46X 100 | QF00S03-1046PTC | SF00S03-1046PTC
46X 150 | QF00S03-1546PTC | SF00S03-1546PTC

5 2.1 X 50 QF00S05-05Q1PTC | SF00S05-05Q1PTC
21X 100 | QF00S05-10Q1PTC | SF00S05-10Q1PTC
21X 150 | QF00S05-15Q1PTC | SF00S05-15Q1PTC
46X 50 QF00S05-0546PTC | SF00S05-0546PTC
46X 100 | QF00S05-1046PTC | SF00S05-1046PTC
46X 150 | QF00S05-1546PTC | SF00S05-1546PTC
46X 250 | QF00S05-2546PTC | SF00S05-2546PTC

EXPO{RIPAEFET
B2 R RS
(um)  REXEKE (mm) BioPro IEX QF BioPro IEX SF

3 21X5 QF00S03-E5Q1GCC SF00S03-E5Q1GCC
46X5 QF00S03-E546GCC SF00S03-E546GCC
5 21X5 QF00S05-E5Q1GCC SF00S05-E5Q1GCC
46X5 QF00S05-E546GCC SF00S05-E546GCC
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[ 2#8-HILIC] Accura Triart
RABHNZUYIER AERBIYMC-Triart 188, BA S AL

Triart C18 ‘ Triart C18 EXRS ‘ Triart C8 ‘ Triart Phenyl ‘ Triart PFP ‘ Triart Bio C18 ‘ Triart Bio C4 ‘ Triart Diol-HILIC

I=)=i7il C18 (E%ﬁ%ﬁ@é) c8 Phenylbutyl ;‘Z:;gl:g’;zl Cc18 Cc4 Dihydroxypropyl
SEER Ri8
kI (um) 19,3.5
L2 (nm) 12 8 12 30
pHEEFEE 1-12 1-10 1-8 1-12 1-10
B el 20-40°C
EREE | B pH 1-7: 90°C s0°C pH 1-9: 90°C pH 1-7: 90°C

LBR pH 7-12: 50°C pH 9-12: 50°C | pH 7-10: 50°C
U T, EFHRUEGERN | ETHRENEY | EFKEEY EFRENRS ETEK. B&E. ZEBE EFEREMR

" e [LSSESIRY bt RIS E by BINNE EMDFDE NRESHE

[ EF2z#:] Accura BioPro IEX
RS SR MR EABIoPro IEXIER

SEIFE TR SEPAE F AR
BioPro IEX QF BioPro IEX SF
E=954 FKMTILREY
FHIAZE (m) 3,5
HRRHRER -CH,N*(CH), -CH,CH,CH,S05
pHEFEBE 2-12

=18 - HILIC .
Accura Triart

PR T IS E TR RI IR BT

8 mM TEA*-200 mM HFIP**/methanol (82/18) 100 mM TEAA*/methanol (82/18)
*triethylamine *triethylammonium acetate
**1,1,1,3,3,3-hexafluoro-2-propanol
125% - 125% —Accuraft®
— WAIPEEKIEE
100%| 0—0—0—0—0—0—0—0—9—8—3—0—0—0—0—0—0—0-0-0 100% | g—0—0—0—0—0—0—00—00_¢ o 00000 o0 — T ENEE
?43 75% % 75%
& &
% 50% g 50%
e fi
25% 1 25%
0%g 5 10 15 20 0%
HEOREL
Sample: LENET REEERAY Accura 118 PEEK W ER EMAFNTEXN 2R EZE
5’-UACAANUACAANCAANCAUAGAANANUAANCACAANANU-3 L L e S Y, Al R 4 A .
(RNA 20mer All PS) BSHEER. EMAERM REERVBTEBRRRN, E2EEHEEERNE 8
A=Phosphorothioated BPBEREAE 20 &, IS HERMET Accura 1 8. PEEK RS HEERIRMIT ARMERENEHM
Coumn 50X 2.1 mml.D. KEUMAR, B2 S TR EE RSB RBUEARE, Accura EEMNARZ SRR
e Ll ), FESERERT A B0 BT STER T IR B 5605 , (R0 T RS B R BB SRR
Detection : UV at 260 nm

LIRS REUZRIS T

Accura Triart Bio C18 Triart Blo\£18 R
mAL} mAL} (Z:fﬁim@,la*i) 1. 5-UACAANUACAANCAAACAUAGAANAANUAANCACAANANU-3'
(RNA 20mer All PS)
6 1 2 6 2. 5-GAUACAANUACAANCAANCAUAGAANANUAANCACAANANU-3
------------------------------------------------------------------------------------------------------ (RNA 21mer All PS)
41 41 2 A=Phosphorothioated
1
Column : Triart Bio C18 (1.9 uym, 30 nm), 50 X 2.1 mml.D.
2 2 Eluent : A) 15 mM TEA-400 mM HFIP
B) methanol
8-18%B (0-10 min)
Flow rate  : 0.42 mL/min
07 01 Temperature: 65°C
€2111240000021 p ©2111250000030 Detection : UV at 260 nm
7 8 min* 7 8 min*

FTriart Bio C1853 BIZE T AccuraBIEHEFAFENBIEE S, WEKEBRITON. ERET, SFENBIBEELL, AccuratE BEMH T
US| U2 ook, T SEEL A SREUE AR,

AEZRDEZMEZN, AR BHRIER

Accura Triart Bio C18 Triart Bio C18 [Metal freet&iZiE] col Trart Blo C18 (19 ym, 30 nm). 50 X 2.1 mml.D
5 olumn : Triart Bio .9 um, nm), .1 mml.D.
(PEEKM#T) Eluent : A) 15 mM TEA-400 mM HFIP
or 2 mM TEA-50 mM HFIP
mAU_ B) methanol
107 5.0 nmol/mL f Flow rate  : 0.42 mL/min

Temperature: 65°C

15 mM TEA- 81 Detection : UV at 260 nm

400 mM HFIP Injection @ 1pL

67 1.0 nmolimL Sample - RNA 20mer All PS
8-23%B "
(0-15 min) BAITEL T 2E4E Triart Bio C18 HERHY Accura i
o2 nmolmt HESPEEKMA BIEHERRBLER LR THE
7 FZRI. PEEKIIHI BiEHE B ATESIRETEA-HFIPAY
Ay, N FEHBSM TR BRBIETR , (B 4B TSR
S B, TR R, IS DE(R, 00 HH B8 R A9IRMY, Accura
2mMTEA- &

BIEERZRDERMGEIN, BEZTRBER, B
318% . — {7 LC-MS % BRYEIRE TEA-HFIP fahtE &4
(0-15 min) /\nmom """"""" ] T, BRECIE RBER.

50 mM HFIP 61

0.2 nmol/mL
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Accura Triart

BEERLRREY 7>

Accura Triart C18 Triart C18
1 (RESREiEHE) —
4.003 2 4.00 1.T19p  HLADLpSK (m/z 432.2)
4 2.T18p  NVPLpYK (m/z 407.2)
3.00 3.007 1 2 3.T43pp VNQIGTLPSEpPSIK (m/z 724.8)
2001 2001 k ‘ T43pzﬂﬁtﬂ 4.T43p  VNQIGPTLSESIK (m/z 684.8)
1.00 L ? 1.00 JL ."" Column : Triart C18 (1.9 ym, 12 nm), 100 X 2.1 mml.D.
. * K Eluent : A) water/formic acid (100/0.1)
0.00 - - - - | — 0.00 i i ST | — B) acetonitrile/formic acid (100/0.1)
1 2 3 4 5 min 1 2 3 4 5  min 0.7-25%B (0-5 min), 25%B (5-6.6 min),
0.7%B (6.6-8 min)
Courtesy of Shimadzu Europa GmbH Flow rate : 0.6 mL/min
Temperature: 60°C
sib N Detecti : ESI-MS
TEBSERILERED LC-MS S#freh, AT MREI A BN @B EERERN, LEES Injection+ 2 L (10 pmolfyL)
INEERA 3 Ry P e T P VAN 3t [k KHaE Sample : Massprep Phosphopeptide Standard Enolase (Waters)
PR BRI T43ppLFREHAGNE], T Accura@ iR LI RIS System - Shimadau Nexera X8 mert

REER,

BRI DT

Shimadzu LCMS-2020

Accura Triart C18 Triart C18
(REBFREETD)
% 235 % T §2%§5 At Lysophosphatidylcholine (LPC)
1005 : 100 : LPC (16:0) (m/z 496.3398)
: [e]
. 807 Lo o I
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B e Fo by
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Courtesy of Sergey Girel, Institute of Pharmaceutical Sciences of Western Switzerland (University of Geneva), Geneva, Switzerland.

LERTTBHERILC-MS DB IEE. FEREIEEREIER

Column : Triart C18 (1.9 ym, 12 nm), 100 X 2.1 mml.D.
Nt 4 1 N Eluent ©A) 10 mM HCOONH,/acetonitrile/formic acid (40/60/0.1)
=] At =] 1 217 4
ERERSERES, MAccuraBiEENIFRE TR ETAIIER ., B) 10 mM HCOONH, in 2-propanol/acetonitrile/formic acid (90/10/0.1)
20-55%B (0-3.5 min), 55-95%B (3.5-15 min), 95%B (15-17 min)
Flow rate 0.4 mL/min

Temperature : 50°C

Detection . ESI positive mode

Sample © 100 pL pooled human plasma precipitated with 2-propanol
(Sample-to-solvent ratio 1:6; reconstituted with 100 pL of 2-propanol)

System : Orbitrap Q Exactive Focus (Thermo Fisher Scientific)
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Accura Triart

DiTEEE
R

BRI

(um)  ABRXIE (mm)
1.9 2.1 X 50
2.1 X100
2.1 X150

Triart C18
TA12SP9-05Q1PTC
TA12SP9-10Q1PTC
TA12SP9-15Q1PTC

Triart C18 ExRS
TARO8SP9-05Q1PTC
TAR08SP9-10Q1PTC
TARO8SP9-15Q1PTC

Fmis

Triart C8
TO12SP9-05Q1PTC
TO12SP9-10Q1PTC
TO12SP9-15Q1PTC

Triart Phenyl
TPH12SP9-05Q1PTC
TPH12SP9-10Q1PTC
TPH12SP9-15Q1PTC

Triart PFP
TPF12SP9-05Q1PTC
TPF12SP9-10Q1PTC
TPF12SP9-15Q1PTC

3 2.1 X50
2.1 X100
2.1 X150

TA12S03-05Q1PTC
TA12S03-10Q1PTC
TA12803-15Q1PTC

TAR08S03-05Q1PTC
TAR08S03-10Q1PTC
TAR08S03-15Q1PTC

TO12803-05Q1PTC
TO12S03-10Q1PTC
TO12803-15Q1PTC

TPH12S803-05Q1PTC
TPH12S803-10Q1PTC
TPH12S803-15Q1PTC

TPF12S03-05Q1PTC
TPF12S03-10Q1PTC
TPF12S03-15Q1PTC

4.6 X 50
4.6 X100
4.6 X 150

TA12S03-0546PTC
TA12S03-1046PTC
TA12S03-1546PTC

TAR08S03-0546PTC
TAR08S03-1046PTC
TAR08S03-1546PTC

TO12S03-0546PTC
TO12S03-1046PTC
TO12S03-1546PTC

TPH12S03-0546PTC
TPH12S03-1046PTC
TPH12S03-1546PTC

TPF12S03-0546PTC
TPF12S03-1046PTC
TPF12S03-1546PTC

5 2.1 X50
2.1 X100
2.1 X150

TA12S05-05Q1PTC
TA12S05-10Q1PTC
TA12805-15Q1PTC

TAR08S05-05Q1PTC
TAR08S05-10Q1PTC
TAR08S05-15Q1PTC

TO12805-05Q1PTC
TO12S05-10Q1PTC
TO12805-15Q1PTC

TPH12805-05Q1PTC
TPH12S05-10Q1PTC
TPH12805-15Q1PTC

TPF12S05-05Q1PTC
TPF12S05-10Q1PTC
TPF12S05-15Q1PTC

4.6 X 50
4.6 X 100
4.6 X 150

TA12S05-0546PTC
TA12S05-1046PTC
TA12S05-1546PTC

TAR08S05-0546PTC
TAR08S05-1046PTC
TAR08S05-1546PTC

TO12S05-0546PTC
TO12S05-1046PTC
TO12S05-1546PTC

TPH12S05-0546PTC
TPH12S05-1046PTC
TPH12S05-1546PTC

TPF12S05-0546PTC
TPF12S05-1046PTC
TPF12S05-1546PTC

HERY

(um)  [RBRXIE (mm)

EUTVEES

Triart Bio C18

Triart Bio C4

Fmis

Triart C8
TO12SP9-E5Q1GCC

HikifE HERY

(um)  [REXEE (mm)

1.9 2.1 X50
2.1 X100
2.1 X150

Triart Diol-HILIC
TDH12SP9-056Q1PTC
TDH12SP9-10Q1PTC
TDH12SP9-15Q1PTC

3 2.1 X50
2.1 X100
2.1 X150

TDH12S03-05Q1PTC
TDH12S03-10Q1PTC
TDH12S03-15Q1PTC

4.6 X 50
4.6 X100
4.6 X 150

TDH12S03-0546PTC
TDH12S03-1046PTC
TDH12S03-1546PTC

5 2.1 X50
2.1 X100
2.1 X150

TDH12S05-05Q1PTC
TDH12S05-10Q1PTC
TDH12S05-15Q1PTC

4.6 X 50
4.6 X100
4.6 X 150

TDH12S05-0546PTC
TDH12S05-1046PTC
TDH12S05-1546PTC

Triart Phenyl

TPH12SP9-E5Q1GCC

Triart PFP
TPF12SP9-E5Q1GCC

TO12S03-E5Q1GCC

TPH12S03-E5Q1GCC

TPF12S03-E5Q1GCC

TO12S803-E546GCC

TPH12S803-E546GCC

TPF12S03-E546GCC

TO12S05-E5Q1GCC

TPH12805-E5Q1GCC

TPF12S05-E5Q1GCC

1.9 2.1X 50 TA30SP9-05Q1PTC TB30SP9-05Q1PTC
2.1X 100 TA30SP9-10Q1PTC TB30SP9-10Q1PTC
2.1X 150 TA30SP9-15Q1PTC TB30SP9-15Q1PTC

3 2.1X 50 TA30S03-05Q1PTC TB30S03-05Q1PTC
2.1 X 100 TA30S03-10Q1PTC TB30S03-10Q1PTC
2.1X 150 TA30S03-15Q1PTC TB30S03-15Q1PTC
46X 50 TA30S03-0546PTC TB30S03-0546PTC
4.6 X 100 TA30S03-1046PTC TB30S03-1046PTC
4.6 X 150 TA30S03-1546PTC TB30S03-1546PTC

5 2.1X 50 TA30S05-05Q1PTC TB30S05-05Q1PTC
2.1 X 100 TA30S05-10Q1PTC TB30S05-10Q1PTC
2.1X 150 TA30S05-15Q1PTC TB30S05-15Q1PTC
46X 50 TA30S05-0546PTC TB30S05-0546PTC
4.6 X 100 TA30S05-1046PTC TB30S05-1046PTC
4.6 X 150 TA30S05-1546PTC TB30S05-1546PTC

EXPO{RIPAEFES
IR RS
(um)  [RABEXIE (mm) Triart C18 Triart C18 ExRS

1.9 21 X5 TA12SP9-E5Q1GCC TAR08SP9-E5Q1GCC
3 21 X5 TA12S03-E5Q1GCC TAR08S03-E5Q1GCC

46 X5 TA12S03-E546GCC TAR08S03-E546GCC
5 21 X5 TA12S05-E5Q1GCC TAR08S05-E5Q1GCC

46 X5 TA12S05-E546GCC TAR08S05-E546GCC

TO12805-E546GCC

TPH12805-E546GCC

TPF12S05-E546GCC

Triart Bio C18

TA30SP9-E5Q1GCC

Triart Bio C4
TB30SP9-E5Q1GCC

TA30S03-E5Q1GCC

TB30S03-E5Q1GCC

TA30S03-E546GCC

TB30S03-E546GCC

TA30S05-E5Q1GCC

TB30S05-E5Q1GCC

maE | BRY
(pm)  PIERXEKE (mm)

1.9 21 X5

3 21X5

46 X5

5 21 X5

46 X5

TA30S05-E546GCC

TB30S05-E546GCC

VIR{ERRT, EEE EXP® EIEURIPHEER (F R4S XPCHUHP)—REHTA.

RIFIEE

EEBRAEYSITH, (EMAccura Triart C18XIEMEE S BRI S RIIREREIE

Accura Triart C18 Triart C18
mAU . (FENEIEE) 1. Quinolinic asid
mAU 2. Picolinic acid
500 - 1 500 1 3. Kynurenine
4. Xanthurenic acid
] 5. Kynurenic acid
400 400 1 6. Tryptophan
300 1 2 5 300 4 2 5 Column : Triart C18 (1.9 ym, 12 nm),
50 X 2.1 mml.D
Eluent :A) 10 mM HCOONH,~HCOOH
200 | 3 200 7 3 6 (pH 3.7)
4 6 4 B) acetonitrile
5-50%B (03 min)
100 1 100 Flow rate : 0.4 mL/min
Temperature : 40°C
2240209 0 7240117 Detection : UV at 254 nm
0
L B B By B B B B B H L T I L IR L
0.5 1.0 min 0 0.5 1.0 min

]
,,}

KIS RBEDHT.

FERETR/ S

EXP® EHIENRIFEE (H1£2.1/3.0/4.6 mmiBA, R ESEHEL 2 1N 1261 1)

mafE | RRY RS
(um) REXEKE(mm)|  Triart Diol-HILIC
1.9 2.1 X5 | TDH12SP9-E5Q1GCC
3 2.1X5 | TDH12S03-E5Q1GCC
46 X5 | TDH12S03-E546GCC
5 2.1X5 | TDH12S05-E5Q1GCC
46 X5 | TDH12S05-E546GCC

XPCHUHP
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Accura BioPro IEX

TR IERIEIERE R F e

Accura BioPro IEX

Accura BioPro IEX QF BioPro IEX QF
mv mv (PEEKHE)
20 204
15 15
10 10
] IR
5] P02 4th 5 P230301B02 4th
1 P230228B01 3rd 1 P230301B01 3rd
1 P230228A02 2nd 1 P230301A02 2nd
0-{P230228A01 Tst 0P230301A01 Tst
0 ‘ é 1b 1‘5 ‘ min 0 ‘ é 1b 1‘5 ‘ min
Column : 5pum, 100 X 4.6 mml.D. ﬁﬁﬁ lﬁlfﬁ*ﬁ (ﬁ*’l’)*ﬁ Ei i 1@*35%*7}}3571:@ H"J@?Eilz*i ' Xj%*gﬁﬁﬁi&?iﬁ*ﬁo %%E
8 is-HClI 6 — N N N RN
Fluent S; gg mm ;:::-:C: }g: g]; containing 1.0 M NaClO, Y PEEK@%‘_ET?EHEEHQ&%D&M?IE% ! ﬁ'ﬁACCUF&@,}%EME/XJ&HF&ﬁEBEj’
Fowrate = 1omUmin e (o0 RIGRENIEER SRR,
Tomperaturs: 80°C 260 nm Accura BioPro IEXRFI &t , BIEEN S WMHSEMER, b T BRI
Injection : 4 pL (5 nmol/mL) ML /AN
Sample  : 21mer RNA HATHHT.

SHBIIET

Eluent

mAU

=
o
o

al
o

2003
Accura BioPro IEX SF 1505;
3 um, 100 X 4.6 mml.D. :

AK231225D-r002

o

1 2 3

"4 5 6 7 8 9 10 M 12 13 14 min

|

mAU
200;
MHEEEE IR 1503
3 um, 100 X 4.0 mml.D. 1007
50%
EE AK231226A-r002
O
1 2 3
© A) 10 mM MES-NaOH (pH 6.6)

: B) 10 mM MES-NaOH (pH 6.6) containing 1.0 M NaCl
0-20%B (0-15 min)

Flow rate  : 0.5 mL/min for 4.6 mml.D.,

Temper:

0.378 mL/min for 4.0 mml.D.
ature: 25°C

Detection : UV at 280 nm

Sample

. Bevacizumab

"4 5 6 7 8 9 10 M 12 13 14 mn

HEHERBSMHT, ST Accura BioPro IEX SF i S HE F &g Xt 8
SRETANSBERR.

S /igEaLt, Accura BioPro IEX SF IEFZ B Ak, W T SERAN DS
BRBELE,

50 X 4.6 mml.D.
25-40%B (0-10 min)

100 X 4.6 mml.D.
25-40%B (0-20 min)

150 X 4.6 mml.D.
25-40%B (0-30 min)

mV

1
Rs (1,2) =3.2
2230808802

0

10 20 30 min

Rs (1,2) =4.6
Z230808D02

0

10 20 30 min

2

0 1 Rs (1,2) =5.1
Z230808F02

0

10 20 30 min

£MA 2.1 mm REEAEIERE, SZFMEFmoT

mAU
1004
50
0 AK240226D-r002
T T T T
0 5 10 15 20 min
= (2 ey n g LAY ES]
KBRS E
mAU ¥
5
4
1 3
10+ 2
5
o
1 AE240809B01
T T T T I T T T T I T T T T I T T T T I T T T T I T T T T I
0.0 25 5.0 75 100 125 min

* peak derived from sample solvent

1. antisense strand
2. siRNA duplex

Column : Accura BioPro IEX QF (5 uym)
Eluent : A) 20 mM Tris-HCI (pH 8.1)

B) 20 mM Tris-HCI (pH 8.1) containing 1.0 M NaClO,
Flowrate : 0.5 mL/min

Temperature: 60°C
Detection : UV at 260 nm
Injection : 8 pL (each 5 nmol/mL)

fEAREEEA Accura BioPro IEX QFf&iEtE, XT & 5E
RNA (2 355 ) FIXU5%E RNA(siRNA) #1777 21,
EzBRo BT, ERABFRIRER, Bt BIiE
KK, 5 BRREFER. AF5, 150mmiFERKNS
BERIRS.

Accura BioPro IEXZFI 124 150mm#F01250mm &%
RS, ERTESBENDT.

Column : Accura BioPro IEX SF (3 pm), 100 X 2.1 mml.D.
Eluent : A) 20 mM CH3COONH,-CH;COOH (pH 5.6)
B) 140 mM CH3;COONH,4-10 mM NH4HCO; (pH 7.4)
20%B (0-2 min), 20-100%B (2-18 min),
100%B (18-22 min)
Flow rate  : 0.1 mL/min
Temperature: 25°C
Detection : UV at 280 nm
Injection : 2L (1 mg/mL)
Sample : Trastuzumab

{88 F3 Accura BioPro IEX SF XJ B 53 FE 1 (K i3 17 7 0 4.
Accura BioPro IEXEJ {24t 2.1 mm AR, EATFHE
HEfRER LC-MS 5517,

1.100 bp
2.400 bp
3.850 bp
4. 2000 bp
5.5000 bp

Column : Accura BioPro IEX QF (5 um)
100 X 4.6 mmlI.D.

Eluent :A) 20 mM Tris-HCI (pH 8.5)
B) 20 mM Tris-HCI (pH 8.5) containing 2.0 M NaCl
35-50%B (0-15 min)

Flow rate  : 1.0 mL/min

Temperature : 25°C

Detection : UV at 260 nm

Injection 110 pL (4 pg/mL)

Sample : FastRuler™ Middle Range DNA Ladder, ready-to-use

(Thermo Fisher Scientific)
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