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CtS 22 P4 1260 Infinity 11 LC

- Agilent 1260 Infinity Ill Binary HZ
(G7112B)

- O S oLl s 23 HA4(G71304),
100uL 24 S1= S 100pL A2 2
(712 74)E ZH#E Agilent 1260 Infinity
[l Vialsampler(G7129A)

- E=0100pL 24 9= 100uL Al=
FEnolE 7d) %W =T EEZEE 2
ZH HA|(G7116A)S 2= Agilent
1260 Infinity [l Multisampler(G7167A)

- 10mm EE S22 4L, 4
#018)0| Z£H=l Agilent 1260 Infinity 1
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— Agilent InfinityLab Poroshell 12

EC-C18,2.1 x 50mm, 2.7um(&8= #H=
699975-902)

- Agilent AdvanceBio AAA LC Z&,
3.0x100mm, 2.7um(&5 H=
695975-322); Agilent AdvanceBio AAA
7tE A 3.0 x 5mm, 2.7um(ES Hs
823750-946) ZH%t

oletEH

LCE& Agilent InfinityLab JCIHE S&

OLMELIEZ(ES ¥ 5191-5100%) U

LCE Agilent InfinityLab J2|CIHE S5

HELZ(ES H= 5191-5110%)2 2 &

A0 AFBSLICEH £a=2= 0.22um

=22l Point-of-Use ZHEZ|X|(Millipak,
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Merck-Millipore, Billerica, MA, USA)E
RO Milli-Q Integral Al ARO[ A
AAELICE Sodium phosphate dibasic
(Na,HPO,) %! disodium tetraborate
decahydrate(Na,B,0, « 10H,0)2
Sigma-Aldrich(Steinheim, Germany)0i| A{
TAZMELICE Hydrochloric acid(HCI)
(37%)%t ortho-phosphoric acid(85%)=
Merck(Darmstadt, Germany)Oi| A]
TARESLICH
L2 g Zaot BESEM S TASH Alef2
OHEHEO|M LRASLICE
- 22 Zgotoit BE 71E
=5 #S 5062-2478): L-asparagine,
L-glutamine, L-tryptophan,
L-4-hydroxyproline, L-norvaline %
sarcosine(Z 1g)

- Oof0|:At EE=E, 100pmol/pL(E=
#H< 5061-3332)

— Borate 2= 0.4N =84 pH 10.2,
100mL(E= #3 5061-3339)

- FMOC Al2f, 2.5mg/mL
9-fluorenylmethylchloroformate
acetonitrile 24, 10 x TmML(ES H=
5061-3337)

- OPA A9, 2tZF 10mg/mL
o-phthalaldehyde 5!
3-mercaptopropionic acid2| 0.4M
borate &t&EH, 6xTmML(ES H=
5061-3335)

- Caffeine BZ==% 7|E, 125pg/mL
(Z=2 ¥ 8500-6762)
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0|54 B: Acetonitrile:methanol: =
45:45:10(v:v.v)

F¢ 3|Mol: 0|5 A A T0ML +
orthophosphoric acid 200uL(85%)
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Injecter Program

Select Workflow

O Dilution Series

O Dilution Series from Stock
O OPAFMOC-protocol for AAA

O Sample Spiking for direct injection

O Mixing/Spiking in sample vial

agl . ot 9322
OlE{H|O| A

Workflow
UP&.‘rMUPpmtmrﬂ {n.l AAﬂA.

Parameters

Sample Volume: 1.00 &
Borate Buffer Volurme: 500 3
From Location: D1F-A1
OPA Reagent Vialume: 1.00 5
From Location: D1F-A2
FMOC Reagent Volume: 0.40 3
From Location: D1F-A3
Injection Diluent Volume: 32,00 5
From Location: D1F-A4
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Select Workflow

Mix 1 Volume:

Repetitions:

Mix 2 Volume:

Repetitions:

Mix 3 Volume:

Repatitions:
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Function Parameter
v Comm.. =+ Commant: Workflow derived from template: OPA/FMOC-protocol for AAA
Draw » Draw 5.00 pl from location "D1F-A1" with default speed wsing defaull offset
Wash » Wash noedle as defined in method
Diraw » Draw 1.00 pl from sample with default speed using default offset
Wash » Wash needle as defined in method
Draw + Draw 1.00 pl from location "D1F-AZ" with default speed wsing defaull offset
Wash » Wash needle as defined in mathod
Mix » Mix 7.00 pL from air with default speed for 10 times
Draw + Draw 0.40 pl from location "D1F-A3" with default speed wsing default offset
Wash + Wash noedle as defined in method
Mix w Mix 7.40 pl from air with defaull speed for 10 limes
Draw » Draw 32.00 pl from location "D1F-A4™ with maximum speed using default offset
Wash » Wash needle as defined in method
Mix w Mix 20,00 pl from air with maximum speed for 5 imes
Inject * Inject
7 3. of0 - Ake] 2|2 OPA/FMOC R MRS flet 27| 2 E2Lt i P BoF= 18 B
workflow
[Dilution Series | select viorkiow
Parameters
Draw Sample FromLocation:  [Location - [DiF-22 Sample Volume ul
Draw Dilution Solvent From Location: Dilution Factor 1
Diluent Volume: 7200 pl
Dilute Target Location Sample Volume in Target [uL] Mix Mode: |-r‘” bubble hd
b DIF-ET 12.00
DIF-B2 260 Repetitians:
DiF-E2 072 .
D1F-B4 o1s T
D1F-B5 0.03 S
Add Remove

Function

p Comment
Draw
\Wash
Eject
WWash
Draw
‘tash
Eject
Repeat
Draw
Eject
End Repeat

Parameter
» Comment: Workflow derived from template: Dilution Series
~ | Draw 72.00 pL from location "D1F-A17 with default speed using default offzet
«  Wash needle as defined in method
»  Eject maximum volume to location "D1F-B17 with default speed using default offset
+ ‘Wash nesdle 2= defined in method
+ : Draw 18.00 pL from location "D1F-A27 with default speed using default offset
« : Wash needle as defined in method
»  Eject maximum volume to location "D1F-B17 with default speed using default offset
»  Repeat 10 timel(s)
+ : Draw maximum volume from air with default speed
» | Eject maximum volume to location "D1F-B17 with default speed using default offset
»  End Repeat
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5424 Agilent AdvanceBio AAA LC Z&, 3.0 x 100mm, 2.7pm;
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20 A) 10mM Na,HPO, % 10mM Na,B,0,, pH: 8.2
B) Acetonitrile/Methanol/2(45:45:10; v:v.v)
MZHE) %A %B
0 98 2
0.40 98 2
JC[HE 13.60 43 57
14 0 100
R AZk17=
At AIZh 38
S5 0.600mL/min
25 40°C
FLD: 047|: 345nm; & Z: 455nm
. 13:00&% =: 017| #3: 265nm; Y& HF: 315nm
a= PMT #[2l: 10
I3 Z: > 0.0252(18.52Hz)
100pL 24 si|=2F 100pL X E ZHE Agilent 1260 Infinity 11l Vialsampler
- &Y ST 1L
- LIS MIA: Acetonitrile2 0|83l 32: 0.1M HCI(50:50; v:v)
- MZE & %F| £ 200uL/min; BHZE £ X: 400uL/min
- LIS =0| *IX]: 241 0.0mm
- A& R2kE:8°C
=¢
100pL 24 8| =2} 100pL FZE ZHE Agilent 1260 Infinity 1l Multisampler
- & 2O 1L
- LS MA: Acetonitrile2 0|83l 32: 0.1M HCI(50:50; v:v)
- ME™ A 3 S5 200uL/min; BiE £5: 400uL/min
- LIS =0| 2IX|: HIO| & HFEH ZHX] AFE, QA 0.0mm
- A& 2k:8°C
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ni2tojE o
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0 95 5
3.00 50 50
eCiE 3.1 10 90
B A2k 482
At AIZh 38
S5 0.500mL/min
25 40°C
a4 VWD: 273nm, 20Hz
100pL 24 §|=2} 100pL I E ZHE Agilent 1260 Infinity 11l Vialsampler
- FY 20 500
- LIE MIA: Acetonitrile:Z(50:50; v:v) 2 3%
- MZ2 & xF| £ 200uL/min; BHZE £ =: 400uL/min
- LIS =0| 2IX]: 241 0.0mm
- A& R2kE:8°C
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x102 — Em=455nm
1.2 L-Aspartic acid 9. L-Arginine 17.L-Phenylalanine

1. -
11/ 2.L-Glutamicacid  10. L-Alanine 18.L-Isoleucine — Em=315nm
’ 3. L-Asparagine 11. L-Tyrosine 19.L-Leucine
1.01 4. L-Serine 12. L-Cystine 20.L-Lysine
0.9{ 5.L-Glutamine 13. L-Valine 21.Sarcosine
5 08] 6 L-Histidine 14. L-Methionine 22.L-Proline
= __| 7.Glycine 15. L-Norvaline 15 21
o 071 8.L-Threonine 16. L-Tryptophan
2 06
% 0.5
x 04 2 34 5 74 13 14 61718 19
0.3 6
0.2 1 22
0.1 /\ /\
0.0
05 10 15 20 25 30 35 40 45 . 5. . . . . 10.0 10.5 11.0 11.5 120 125 13.0

Retention time (min)

6. 22.5pmol/pL Ot0| = At =82 1 50pmol/pL ISTDS EA{8t0] A2 I 20tE DR,

H 3. Agilent 1260 Infinity Il Multisampler®il A 27| /222 E AFESI0] Ot0| . AtS EARS mo] Hak My, U
S =M 2E o] o itof] EHsl £[E s =7t 22.5pmol/uLe! ot it EBfE S 102 A& FRSHL ISTDE 50pmol/pLE
A

M0 AT EETAHRSD)E AlMtAELICE A= SHA(LOD)= Al= i &2H[(S/N) 242l 3t LAz AFE5H

AFAUSLICH
hiE] RT RTRSD | HZX RSD LOD A el
Hz steE (= (%) (%) (pmol/pL) (pmol/pL) ¥ /Y R2
1 L-Aspartic acid 1.07 0.61 0.34 0.227 0.45-90 fakE] 0.99999
2 L-Glutamic acid 1.56 0.60 0.36 0.117 0.45-90 k| 0.99997
3 L-Asparagine 3.47 0.07 0.25 0.112 0.45-90 Y 0.99990
4 L-Serine 3.68 0.06 0.29 0.068 0.45-90 M 0.99992
5 L-Glutamine 4.20 0.04 0.23 0.121 0.45-90 Y 0.99986
6 L-Histidine 4.38 0.03 0.98 0.143 0.45-90 2%} 0.99999
7 Glycine 4.62 0.03 0.32 0.090 0.45-90 M 0.99997
8 L-Threonine 4.77 0.03 0.20 0.122 0.45-90 Rk 0.99997
9 L-Arginine 5.38 0.02 0.21 0.107 0.45-90 MY 0.99998
10 L-Alanine 5.72 0.02 0.21 0.110 0.45-90 ok 0.99998
11 L-Tyrosine 6.69 0.02 0.30 0.110 0.45-90 M 0.99998
12 L-Cysteine 7.76 0.04 1.71 1.399 2.25-90 2%} 0.99994
13 L-Valine 8.11 0.03 0.23 0.109 0.45-90 ks 0.99997
14 L-Methionine 8.28 0.03 0.91 0.142 0.45-90 M 0.99998
15 L-Norvaline* 8.54 0.03 0.36 NA NA NA NA
16 L-Tryptophan 8.96 0.03 0.49 0.133 0.45-90 My 0.99996
17 L-Phenylalanine | 9.24 0.02 0.21 0.126 0.45-90 My 0.99998
18 L-Isoleucine 9.39 0.02 0.33 0.116 0.45-90 M 0.99999
19 L-Leucine 9.90 0.02 0.34 0.121 0.45-90 A 0.99999
20 L-Lysine 10.30 0.02 232 0.39 0.45-90 2%t 0.99993
21 Sarcosine* 12.35 0.02 3.29 NA NA NA NA
22 L-Proline 12.84 0.02 3.18 1.606 2.25-90 2%t 0.99943

*|STD



H 4. Agilent 1260 Infinity Il Vialsamplerd| A 17| I EZE AHE 0] Ofﬂ\i”% %)‘
ol gh= N, 2t ofo| e Atof CHell A5 s =7t 22.5pmol/uLel oto| =it 2822 103 A
MM 5to] RSDE AlLAELICH LOD= S/N afe 3t AAIZ S ArE st 28 S |—|Ef
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el g iy, A
11 ISTDE 50pmol/pLE

W] RT RTRSD | HZ RSD LOD ke

HS stete ) (%) (%) (pmol/pL) (pmol/pL) AT /¥ R2

1 L-Aspartic acid 1.194 0.338 0.469 0.167 0.45-90 My 0.99994
2 L-Glutamic acid 1.808 0.456 0.632 0.267 0.45-90 My 0.99995
3 L-Asparagine 3.657 0.139 0.512 0.137 0.45-90 My 0.99980
4 L-Serine 3.875 0.110 0.563 0.137 0.45-90 M3 0.99997
5 L-Glutamine 4.389 0,081 0.623 0.141 0.45-90 My 0.99967
6 L-Histidine 4573 0.079 1.313 0.254 0.45-90 2%t 0.99972
7 Glycine 4.829 0.079 0.559 0.166 0.45-90 My 0.99996
8 L-Threonine 4.966 0.075 0.541 0.213 0.45-90 My 0.99984
9 L-Arginine 5.569 0.070 0.588 0.184 0.45-90 My 0.99998
10 L-Alanine 5.933 0.050 0.639 0.186 0.45-90 My 0.99997
11 L-Tyrosine 6.912 0.078 0.643 0.163 0.45-90 My 0.99998
12 L-Cysteine 7.991 0.048 1.181 0.886 0.90-90 2%t 0.99973
13 L-Valine 8.326 0.044 0.676 0.149 0.45-90 My 0.99998
14 L-Methionine 8.517 0.037 2.892 0.563 0.90-90 My 0.99962
15 L-Norvaline* 8.764 0.034 0.573 NA NA NA NA
16 L-Tryptophan 9.209 0.026 0.653 0.156 0.45-90 My 0.99981
17 L-Phenylalanine | 9.479 0.025 0.675 0.187 0.45-90 My 0.99999
18 L-Isoleucine 9.615 0.025 0.525 0.169 0.45-90 My 0.99997
19 L-Leucine 10.137 0.017 0.581 0.189 0.45-90 My 0.99997
20 L-Lysine 10.535 0.012 1.287 0.564 0.45-90 2%t 0.99999
21 Sarcosine* 12.578 0.016 3.521 NA NA NA NA
22 L-Proline 13.067 0.013 2.961 0.477 0.90-90 2%t 0.99965

*|STD
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Caffeine (VWD1A), 1.607 min
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