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FE S
X ERAR/—ILIERBARET HETRATILIEA EITL.
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ALRESFMBEAILRERICERT HHELHLDTEENDBE,
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B TEIRFEH B VLI5S DN

(HHRTHRENTEINDIGEEDOXNE)
Y AE—K

T ISAFIChDyT SN0 BMEMNDBENEF 7 =

PREARIR ERARRIR ;

vV mRBERICETOAER AT vV BHBEELER =

Ex. 10~20%XL%2./—)L Ex. A2 /— )L 7))L 3

v BRAVINDE, KTHIR vV BHE-B#FIECT =

Ex. TAVRRAIZKZ RN Ex. 2~3[EZH T TAEH S

v BFEFIFIERESRD Ex. 2~3{E =AM -
Ex. %D X, 7OoE=_TiHE v poKY @ik

Ex. REIRE—F, ZilMEE

EURENEMGEDRETZBHIZIITRANTURAABROEREI R
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4 -2,

Y Z 2 AABEWEH

(AILEBEDECTIEEMZEOAL TS A ERERR) WS : Working Solution

Reversed Phase

Solvent : Diluent solvent of WS

Reversed Phase

Plasma <Conditioning Plasma <Conditioning
WS 5 puL |—>|Apply Sample®— Solvent 5 pL [—>|Apply Sample*—
Water &wash Water &wash
<Elute &Solvent 5 pL <Elute &WS 5 plL
&Solvent 5pul < 1.S. 5L & WS 5pul &1.5.5uL
&1.S. 5uL M &1.S. 5pL v
v B Sample v D Sample
A Sample C Sample

alysisforum.jp/

c

http://bioa

*: Collected through the sample
Area ratio of A Sample/Area ratio of C Sample X 100=Recovery Rate (1)

Area ratio of B Sample/Area ratio of D Sample X 100=Rate of Filtrate (2)

100-(1)-(2) =Rate of remained at solid phase
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Cartridge type

m.ﬁ'l Sriences l‘l‘l;

Sorbent mass
Sample volume
Elution volume

Evapolated
Throughput

Well type UElution type

... ‘,)l\|\ .a N\

s TS e \ m«" 4k
Large Medium Small
Large Medium Small
Large Medium small

necessary Case by case Case by case
slow middle fast
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Particle Particle _
Technology Chemistry ID Length
[First choice 3 um  Fully Porous C18 2 mm 50 mm]
Choice for the requirement
Selectivity Sub-2 um Fully Porous Phenyl, PFP 757150 mm
v/ Strong interaction to aromatic compounds
. v' The mobile phase same as ODS can be used
2.2~2.7 ym Core shell v" Methanol is recommended to use
Retention Reversed phase column
with unique ligand
v' Specialty C18:Mixed-mode, Active silanol sites,
Polymer coating ..
Throughput v'100% aqueous mobile phase can be used <50 mm
Sensitivity Injection volume

Large: >2 mm
Small: <2 mm
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L) gms - H5LDBRD

—EIR
> 2L AMECISHT L
« hoLHAX:
— S5 LKE:50mm
» NTLBENNKBEHOER, BEVVHLFRFEOEHEEIZEF
— DT LRAE:2mm

» WS LBEBEICKC-&EREEEAMSDAA L IZ5&E
» HHEOBRENZUEIL, BEMBKIUBEOSVEEIZT S, XIE
JSUIUREHERWSETRFHE—IRKRLABTLND
— FIF1E:3um
» sumkYEWDEEEZALREREZENLL
» BRI PEREBOEOIZEIZ/OICTRLAANTHS

EEYOBHES (R, E—IBIRN ZBRICLTREROH
S LRKHDOHEEILEITD.
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Ll et - 55LDFIRD

3 2HER
EIRMZEEZ-LN\GE
> 2T )WETEFHITS5HS L
* ODSTHEENATREEESORENBLMEGSICER

« FERIELEMIHLTHEITEWEE/ERZRIEL, ODSERILTE
HEZAVLGENTSAOHRNREDHRNIESAZTITAS

ODSTREFMNFTWNGE
> A — IR EREZHLI-FERNTL
o WHHE—FIZBEIT5ZEH, TABIEDIEFFEZEZAHFELHNT
LD MM RIEETH .
« XK100%DKABEHEAWNSENTESLHT L.
s BEREZALE-EOOCTREEERDEWNVADSLZANS.
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Y 5 5.4 DB
Q62. F—EBIROAWSLIEIHYET M ?

B2 7244

RREH

number of responses
15

W
o

Single
compound

Multi
compound

W Selectivity Run time Routine use
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Q63.EDNEOHGEFENDHS LEE —EIRELTHI
H?

number of responses
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ILET

Ul
o

0 10 20 30 40 50
Single compound
FIEEH
Multi compound
m Fully Porous Core shell
number of responses
0 10 20 30 40
Single compound
EReE

Multi compound

m C18 = Others
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063.E DESHIBHED AT LEE—RIRELTRHEALES

Hy?
- number of responses
0 25 50

Single compound E

bt
Multi compound ﬂ B

B 30mm 50mm 75mm 100mm ® 150mm

number of responses
0 25

H2mm 3mm 4.6mm
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Y 5 5 4 DHIR
Q63.ED L OILGFBENDHSLEZE—ERELTRALET

75\ ? number of responses
0 10 20 30 40 50

Single compound I
HWFE £
Multi compound {/2)
‘w
B Sub2um = 2.6~2.7um © 3um ®=5um ® Others =
3
Q
number of responses =
0 10 20 £
i

e [ 4 2] 4

r—h— o

Multi compound M

B GL science = Waters Phenomenex m Shiseido
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Q64 BIRMEEZ F-LME B D2ndFa(1 R AS LA BHNIE
HZTTE0

12551 : 2344

Phenyl
column
65.2%

ZF D1t
Sk el | VE 2% s &5 N
CI8LERMENZEHDHDT
LR BRI TEDDT
AT ORBEBRNT L
RENDRUREDEODBEMEZEET HE, HILCKYELT LY
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LD 5 54D HHR

Q65. B & DODSTRENBMEE WA R ET BEDOHS
LGEIRIE 2

EIZ #4004

General C18

\ column 22.5%

ZDfth
WINEERT D
EEMMIEICED
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Q66. REALIZANT BESRID R EH k(% ? EHEE )

number of responses

0 20 40
Constant time 10 ?
o
Until column pressure is constant 38 qUC_’)
‘n
Set the time from LC line volume and 59 %‘
column volume S
i)
Others 6 g
e
<
Z Dtk
-BEAEICHAWSBAEDOEEERRLERIZI>DTKEN ST TS,
-\t EYYEIZLS.

" IIAFX XY DARIRNILDNEET HET
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JBy;
Q67. EDIAT DB EEE—BIRELET M ?

Stepwise

elution
2.9%

[B] 2538 : 6914

15

Isocratic
elution
‘-'_""‘*-‘_,\_\i 36 2% < ERE m > @ %%& : 4114:
/] number of responses
0 5 10
Run time 13
Concnetrating analyte 1
Shorten columun equilibrium time 7
Reducing carry-over — 10
Reducing matrix effect to the next sample 7
Selected elution pattern 1
ZD i Others 2

"RRBEDEEICLD

http://bioanalysisforum.jp/

FRLELZBEMELEISOIUNTHY, DHEERIEAV IS TvD
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Q68. F—EIRDAHAEDEHBSIELLZREZHZ TS
L) (R E%)

»TAVTTTAYY
* 50%(214), 60%(314), 70%(144), 80% (244) =
> 55Tk 5
HUQ)
5% 5-580%(1->6 min), 5->90% (5 min), %
5-55-595-595-55% (0->2-55->5.1->9 min) S
10% 10->90% (244), 10->90%(0->3 min) 2
10->10->90->90% (0->0.5->2.0->2.5 min) §

10->70%(0—>5 min)
20% 20->95%, 20->95%(1—->3min)

> RFEOTULVALY
¢ VIV TUMEHIFI0%ZIA TEHEELLGMNLIRTE
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Q69. F—EBIROEHBEIZOLVTEEIMNETEL

Others ”
2.9% |EZ#: 7014

=
Q70. Q69N :EREHZFAE
Acetonitrile S
87.1% T TSV aemmEso 2
Ay BI&#: 441 =
- number of responses
0 10 20 3%
.©
Universal use =
=
Column pressure =
=

Elution efficiency :
lonization efficiency
Low background noise

Q69, Q70N FN{h Others

-RFEABDETEICELD
Acetonitrile & Methanol LiOth
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Q71. E—BIRORMBIEZDE

<RE>
<mmE>
o Formic acid

TFA Ammonium Ammonium

o 1e% form:.\te acetate
Acetic acid \ /1-6A» 3.29%
3.2% \
TFA

Formic acid

90.3%

Ammonium formate
Acetic acid

Ammonium acetate

0.05%
0.1%
5mM

10mM

Others
0.1%

10mM
0.1%

Others
10mM
Others

[ &3 6214

39

14*

N o N = W =

*1E B 7 7 —hERERREN G N of=1=8

g Ao Y e
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Q72. E—BIROBMEFIOEBEL Z THEN smmsm)

Z
number of responses Bl 51144
0 15 30
Routine condition
S
lonization efficiency c
S
Bufferr action %
)
pH control %\
S
Low background noises o
=
Others o
=
M Formic acid i Acetic acid LI Ammonium formate M TFA i Others
Z Dtk
-RIEEFEDIETEIZELS L EYDYECXERIBEHRICLSD 3
-SREMNEE, LA 58 - VT I A MR
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Q73. (LC-MSIZHBIFB) (AL RFREDEFHORER (L

?

[ &34 6914

{F=RER
-R¥EFmELE 9%
‘E—ORIK. n B E 444
-RXEBDIEE

Z Dtk
AFURTHIIZTIAZDFERIEHSH, REEEFEEDIEMSTZEZN
-HFEYRWLBEWOEALLY  -TRIK, IL—F U TIEESTLVELY
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number of responses

B1& % :34~3714F

Isocratic

Gradient

Stepwise

http://bioanalysisforum.jp/

m 0.2mL/min W 0.3mL/min W 0.4mL/min W 0.5mL/min

FDith
-REEEFEDIETFEIZLS -FEARASLIZED
cATYTITAXDEFIXTEERATYIT VA XERT DHTLICIKE
‘0.2~04AMLCHEYEHSLECBHIZE D TLVAEHEEIR
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a

%20 A2 T2y caem e )

number of responses [EE&%: 414
0 5 10 15 20 25

i
T
S
=it
=4
S
e

Avoiding high pressure
Recommended flow rate of columun
lonization efficiency

Routine condition

High resolution
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Others

M 0.2mL/min M 0.3mL/min ki 0.4mL/min & 0.5mL/min B 0.6mL/min M others
*LOAHEICKYREIESISEEDEZEIL, OthersIZE& A FLT:-

waki]

RABDEEICLD EENRZT LTS8

NS LD EESTITRE DS EE XU TYNR)a—LEERE
BODHRTERDEHRGEDT, EORTETAIT7ALOT L
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J B Caffyoyefg ﬂﬁ ﬂ’b, Z LJ — 3 To confirm how many

injections are necessary
I Multiple Injection of in order to eliminate
a Blank Sample Carry Over

No Change Decrease

Investigate by changing to ...

Increase the injection - Run gradient without injection

volume of (Disconnect AS or Optional inj. mode) or
the above blank sample - Multiple gradient cycles per 1 run
Enhan_cemer_lt No Change Peak not Peak
of the intensity detected | detected
I Needle Injector Column
(outside) (Needle(inside), (Frit, Guard,
Valve,Loop, Material...)
Joints, ...)
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L : F+ U — #—/\—ﬂ%
Needle

/5'&/%/&3 E?ﬂ%iﬁébj—
- /ﬁ/%/&*ﬁﬁ#("bé#%@/ﬁﬁ |$j&%r§-§_%})
iR FAN=ARE A7)
K/ AR/ —IL/FRE=R)IL/2-TRIN/—JLER—REL,
2-propanolMELEE, 7HERZRJ LD EEEEF EITFTULN,
WENHNITEENZ S,
KBHENZWLED
PHDERETZE1T D,

REFD=OIZpHZRBLTWVDEGE, BIRSTHIENH S,

- NEREFDER
NFEIFTTRIRI DEETED, IRV HLIEELH D,
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Column (Frit, Guard, Material-*)
JSUIVNER
- IERBELEEE E TS,
- RFERVIVIVNERERI SVIVIDRITEMT S,
HoLDXH-ER
s PERANDREBENEFEONDERIE, ATLTIAN)DER,

FHaNDREBDM, HARREFRABFADHTLADIIBEMN

BNEIHELHD,

BEHEDOER
L EVMDBREEZEELTEET D,
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LD +vy—7—ri—ti%

Injector (Valve, Needle, Loop, Joints )
BIN—YDikE R
SERFXIIRRE, BETHEET S,

FHaNDRBDM, HEEEFHBFAHD/IN—INDIBEH

BTEELHD,

AIEC LTI HETERT HED T,
A—TAV T OMEDELGHINN—INAFTEDGEE
BRETLTH5,

BEIRDER
- EEMDBREEZZELTEERT B,
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Q76. BBRITHYET M ?

<BlERISGNEH>

Yes 71 A —r Y TS5S—DWash/\SA—HBEHRTE T
(IFIXTRT)fRRATHE
No 1 -+ 53735k % T ElEE ] BE

Q77. LLOQD %M SHELET H ?

EIZ&%: 724

<%0)1’EZI)‘/I~>
RAMEZHITT DR,
EINY SR E B LS%Rim TEHX
REBROEEEAICBEITRELI-GE
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Q78. vl —A—N—I=H T BEEEDE
({E#EIZET)

number of responses

0 10 20

11l

40

Criteria of Guidance or Guidline

Robustness

Cannot be solved 2

Handled by injecting blank or wash
sample
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. 7044

D?

(]

FlEZ=HFEEIHE, AIREREE TH A TS
No.

Comment
ZHE (INfNILVITDAER) -T2 0FA-TS00FAN (E#HE)
AR, DL, 410> 03—, BIE#:E
ECIZRETHINEZHEELT/IN—VEEZ LD, BRERSZBEMEIZHZMNT S
EEBDRE, T3P METAVITITAVINER, o3 —AF U FKE
FEAR. AT L, BBELEZIEICHKET
FhEYREIZHITHET S,
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80. JRIX
=+71=,

Autosampler
Needle

Injection Valve

Column Frit

Guard Column

Others

BATIEECHNZNEEZEZTIMN?

PREEE ? dggEE) B8 gl
number of responses

0 10 20 30 40 50 60

30

<BREE>
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EIRELERE R

20 RBRERBEME-NSLDER
JSUTUNIOT S AICKkE TR
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Q81. A—hr 52 TS5—=—KFILOE—BIRDEEFR

AHBNIEHZ TSN B HIAAVE)

50% * 4 J —JLKB&

AR/ =), TEFZFUILIZE (B, TFA EFE) OFmN

FEr=RJJL, 2-T0IN/—)L, K, XEEDER

FHRBEORKE (FEFZFVIL/AR/—)L) #HEIE. EEWICK > THRE

TErZR)JLIAR)—)IL2-T O/ —)LI0.1% X EE K BHRDEE RS HEFEA,

BERINB R ES0%A Y TA/N/ —)L

B UTIVERBEN L., B D VTIEERR K

K- 7 rFZRYIL A4V TAIIN —ILERE

7= FJIL
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Q82. FRATELEMN 2 GEDR MG EIZDONT
(*Eﬂ;&@fé:ﬂ') number of responses E%*ﬂ . 7814:

20 30 40 50 60

o
=
o

Change of autosampler 34

Establish a new range of calibration conc. 54

Inject in order of increasing
conc. or sampling time

Inject a wash sample after a high conc.

38
sample
Others 7
<ZFDaAA >
AT LRAYF ISV EMDIEA

*Wash/&iRELTAEDH THYL,

TS5U0FBDOBRIY EFLBLEFEEFZINS(TELENSZ L
RADOBIZBENATILEEYrLEBERRAZ Y R/ FLTEA
-BEHEEHENSLOEE (MEICEHLETHREHOEEHEEE)
—TEIL)T7DE—IHEZGEWEE, ST IVEFETHS (RT)y2—ERTEITEEH)
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Q82. FRETEUEMN2I=IHE DX ATTEIZDOLNT
<ZEDOMAAIF>
- BT ECREE R EAEETS

15l) #R EHREFE 1~ 1000 ng/mLD R FTEIZELT
1000 ng/mLiEA, 0.25 ng/mLIAEHE DX v!) —F—/\—D{ 8B5S

Validation¥R & Z[ZLLOQD 25% D F ! ) —F—/N\—M B ZHZEFELHL,

ERIFEDETEEZEF=ILSOPIZ,
PTEELTHR Y —F—N\—DBELHHIL,
XBEEDE—VITUTHX+H1BBDE—IV T T ~DEEZFEMEL,
HERHDIGEITLHZT U TINEBRETHEETEH LTHL

HE, ValidationFFIZF ) —A—/\—HEWNGZE(IZELTE,
STEIZEE-(LSOPIZRIFRDEEFHEZL THLZET
AMN—DEEEIZE %A RE
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Q83. IHEDIEEEZ%Z TS

number of responses @

op

0 5 10 15 20 25 30 35 40

Change of autosampler

Establish a new range of calibration
conc.

Inject in order of increasing conc. or .
sampling time

Inject a wash sample after a high conc. ‘
sample :

a

M1st w2nd wi3rd W4th HNA

Ranking of approach
<b;—BNRATPIZEL BRI ANIER >

OEEHEEFE=>QF — YU T5—ZH, SRERMTIARWashBRTEA
S>@OEEDOHIGELVEAIBAER
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Q85. RETERFEICHITATR) VAR DFHEEIZ DT

~
\ VI number of responses ‘
|
Quantitatively evaluation using the sample containing plasma or not 64
post column infusion 12
Not evaluated the matrix effect 2

Q86. Yr )V RADEENHAIGE (XM IRT7H3—hH 1
[ClEnlahoT-158), REIFEHAFEFI N

Others

3% 6% BIE R 714
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ZDth
- KEMNDEHAIE T, REITIEHENHLTNE
IEMBHDRREENZ LN =, TTTIRHELY
EHE—EIIEDOTRS
S —RINA—XR ;248
No*:When it have no influence on determined value

No**:When it is normalized by internal standard
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Q87. YN YOI ADEENHDHIGE, TDREAZEIZD
W THEEINE TSV oz

number of responses
10 15 20 25 30

o
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Cange of gradient method

Change of mobile phase

Change of pretreatment method 29
Change of analytical column 21
Others 1
No Experience 4
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number of responses
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Change of gradient method
Change of mobile phase

Change of pretreatment method
Change of analytical column

Others
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No Experience
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Number of responses
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W Set a target Set a criteron Not determined
<AAVRKY>
R EF ]

- k=2, 3-4, ¥=1I5EB 1 FHFED, (k; capacity factor)
- kEELLGVGE, AERBOFNZELRESNTNSELSITHT=,
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