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Our Agenda...

« Start with the Agilent R&D History

» Examine product goals and specifications.

» Learn about Agilent Jet Stream Technology

» Discover a new level of QTOF performance in the 6530 QTOF

* Find out how software innovation makes old workflows better
and new workflows possible
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Agilent’s 35+ Years in Mass Spectrometry
Nearly 40,000 systems — Applied to Chromatographic Analysis
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Cutting Edge 6530 Q-TOF Performance

With...
Aglient Jet Stream Technology
True Hi-Def TOF Technology

Unmatched sensitivity, speed
and mass accuracy

Unique data mining tools for
faster compound ID

M Mass accuracy — approaching FTMS mass accuracy
M Sensitivity- high femtogram level detection Leads the industry
I Increased resolving power — 20,000 in all dimensions*

M Extended dynamic range — approaching 5 Decades in-Scan
M Acquisition speed — approaching 10 MS/MS per second

* For systems less than 0.5 Ton and 9 feet in height
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Agilent QTOF Product Specifications

< 5ppm- MS/MS

< 5ppm- MS/MS

6510 6520 6530
Sensitivity in MS mode; | 5 pg; 10:1 S/N 5 pg; 10:1 S/ 5X 1pg; 10:1 SIN
reserpine 1XRMS 1IXRMS 1XxRMS
Sensitivity in MS/MS | 5 pg; 50:1 S/N 5 pg; 50:1 S/ 1pg; 50:1 S/N
mode; reserpine 1xRMS 1xRMS 1IxRMS
Mass accuracy <2 ppm- MS < 2ppm- MS <2 ppm- MS

<5 ppm MS/MS

Mass resolution

5,000 @ 118 m/z
12,000 @ 1522 m/z

10,000 @ 118 m/z
18000 @ 1522 m/z

10,000 @ 118 m/z
20,000 @ 1522 m/z

Dynamic range 3.5 orders 5.0 orders 5.0 orders
Mass range 13,000 m/z TOF 4,000 m/z quad 8,000 m/z quad
20,000 m/z TOF (opt)
20,000 m/z TOF

Acquisition speed
scan/sec MS

Up to 20 scan/sec

Up to 20 scan/sec

Up to 20 scan/sec

Acquisition speed
scan/sec MS/MS

Up to 9 scan/sec

Up to 9 scan/sec

Up to 9 scan/sec
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6530 QTOF Sensitivity with Agilent Jet Stream
1 pg Reserpine, MS S/N 10:1

Noigg 4RMS) = 58.17; SNR (0.429min) = 9.5

Noise (FIMS) = 83.74; SNR (0.392min) = 50.8
x10%
0.392

N Agilent Jet Stream

x10 3 * Scan (0.364-0.477 min, 8 scans) res_MSsens..

14

08
0.6
0.4

0.2

x103
14

12

1
0.8
06
0.4

0.2

606 607
Counts vs. Mass-to-Charge (m/z)
+ Scan (0.376-0.456 min, 6 scans) res_MSsens...

609.27726

608 609 610 611 612 613

609.28163

610.28381

606 607 608 609 610 611 612 613
Counts vs. Mass-to-Charge (m/z)

01 02 03 04 05 06 07 08 09 1
Counts vs. Acquisition Time (min)
These data were acquired with 75/25 MeOH/water on a 2.1x30mm 3.5um column. Final specs will use
ACN/water and a 1.8um column and be common with the 6460 QQQ checkout
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6530 QTOF Sensitivity with Agilent Jet Stream
1 pg Reserpine, MS/MS

x10 2 |+ Product lon (0.357-0.455 min, 7 scans) (609.2800[z=1] -> **) res_MSMSsens001pg-r002.d Subtract (1)  x103 |+ EIC Product lon (609.2800[z=1] -> 174.0..
1
2.25
2] 09 Sum of MS/IMS
08 i
ions 174, 195,
1.75 ESl 07
397, 448 at +/-
159 08 20ppm window
1.25 058
14 0.4
0.3
0.75 195.0623 02
0.5+ 124.9990 397.2177 609.2 )
0251 ‘ 5389093 e 40.1095” ) \
. ‘ o
Py ITIRTSRRI IYOORIIN TR (PR I AP TR (YR | I | L 02 04 06 08 1 12 14
x10 2 |+ Product lon (0.357-0.455 min, 7 scans) (609.2800[z=1] -> **) res_MSMSsens001pg-r002. act (1) x103 |+ EIC Product lon (609.2800[z=1] -> 174.0..
2254 195.0656 !
0.9
24 .
08
175 Agilent Jet Stream sum of MS/MS
) 3972138 609.2803 o7 ions 174, 195,
159 . 06 397, 448 at +/-
1254 89,0601 0e 20ppm window
14
0.75+ 288.9238
051 494.2355
bbb bbb |
o um‘\‘h\ L bl M\mn\“u T LT \Inl‘mmm\.um\ b b i sl it \‘\ b0 i ol w02, 04106408, 0 12 14

5 100 150 200 250 300 350 400 450 500 550 600 650 700 750 800 °8EG>"°BEH 886" 1000
Counts vs. Mass-to-Charge (m/z)
These data were acquired with 75/25 MeOH/water on a 2.1x30mm 3.5um column. Final specs will use
ACN/water and a 1.8um column and be common with the 6460 QQQ checkout
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Our Agenda...

« Start with the Agilent R&D History

* New product specifications. They’re fantastic!

» Learn about Agilent Jet Stream Technology

* Discover a new level of QTOF performance in the 6530 QTOF

¢ Find out how software innovation makes old workflows better
and new workflows possible
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Agilent’s LC/MS Systems — Innovation Inside

6100 Series SQ
| J Quad Mass Filta\Q1) New Collision Cell Incorporates
™ Jocioro: N Axial Acceleration for High Speed

D;P;Yo, MS/MS Analysis
L~ 6410 QQQ 6510 Q-TOF

=/\E
Over 10 Years in LC/MS ™™
Atmospheric Sampling | |
and Patented I.—é_-LEmr =
Orthogonal Geometry - o
Result in Industry Nt e Pulser
Leading Sensitivity and > et 1{1}

Robustness pump 1

+i.~ Agilent Technologies LCMS - ASMS 2008
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Agilent Jet Stream lon Generation
Gas Dynamics View

Enhanced efficiency nebulizer

Nozzle voltage \

The super-heated sheath gas
collimates the nebulizer spray and
creates a dramatically “brighter source”

Patent Pending

Resistive sampling
capillary

- Agilent Technologies LCMS - ASMS 2008
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Agilent Jet Stream lon Generation
Thermal Dynamics View

This plot is a simulation showing the thermal profile of the Agilent Jet Stream Source

Thermal energy is
focused to the nebulizer

spray

Super-heated N,
sheath gas

Nebulizer N, gas
, (near sonic velocity)

Thermal focusing
produces the most
efficient desolvation
and ion generation
possible!

Patent Pending

LCMS - ASMS 2008
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Agilent Jet Stream In Action
Observing Thermal Focusing

Less light scattering

shows increased droplet
desolvation and high ion
production.

8 :00 wminutes

Start temperature = 25 °C Stop temperature = 400 °C

LCMS - ASMS 2008
Agilent Restricted




Agilent Jet Stream Performance
Signal Enhancement — 6460 QQQ YW E— R
Pesticide [°C] Gain
12 Pesticides Alar 380 5.60
) . 3 ) Acephate 380 6.30
Re_latlve increase in signal of Oxamy] 250 =10
Agilent Jet Stream vs ESI = 5.8x Carbendazim 380 220
. Thiabendazole 380 7.20
x10
i, carbendazim Carbaryl 380 6.60
Imazalil 380 8.10
1
00 Methidathion 250 5.00
0'8 Chlorpyrifos-methyl 100 6.40
! ) Pirimiphos-methyl 380 5.50
0.7 thiabendazole
06 Chlorpyrifos 380 4.00
05 carbaryl Trans-permethrin 250 2.50
04| acephate Average 5.8x
0.3 Chlorpyrifos-methyl
imazalil Pirimiphos-methyl
02/ ala oxamyl methidaihiﬂycmorpyrifos Y
01 trans-permethrin
\ I !
1 2 3 4 5 6 7 8 9 10 1"

Agilent Technologies LCMS - ASMS 2008
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Agilent Jet Stream Performance
Effect of Matrix on Response — 6460 QQQ

Results show 4 therapeutics in analyzed in solvent and plasma

%105 |* MRM (306.20001 -> 159.09961) MATRIX EMVT 1800 - WITH Plasma 5 DMPK LP2-14 D.d
24/’ Plasma— "'
22 [
2 Solvent—
18 f
1.6 \‘
14
1.2

[Relative Response: 100.3 - 116.7% |

| Verapamil

Sertraline

038
06
04
02 220
0 AT
19 2 21 22 23 24 25 26 27 28 29 3 31 32 33 34 35 36 37 38 39 4 41 42 43 44 45
Counts vs. Acquisition Time (min)

Paroxetine 326 341 Fexofenadine

Agilent Technologies LCMS - ASMS 2008
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Agilent Jet Stream Performance
Ruggedness & Reproducibility — 6460 QQQ

500 Injections of Alprazolam in Spiked Human Plasma Extract, ~ 10hrs.

5 pg injections of Alprazolam in human plasma extract

300000 —4{Internal Standard = 1.45 % RSDI 14

250000 g} i ot e i PSS NS |

I ™ LV gy PO 30 I3 &“‘ fu
200000 -+ @
3 v — = #d 2
s IExternaI Standard = 3.76% RSDl T08 2
& 150000 ¢
o [
g tosd
z k|
< 100000 &

+ 04

50000 1 o2

0 T T T T T T T T T 0.0

0 50 100 150 200 250 300 350 400 450 500
Injection Number
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Agilent’s LC/MS Systems — Innovation Inside

6100 Series SQ

| J Quad Mass Filta\Q1) New Collision Cell Incorporates
n e Axial Acceleration for High Speed
e MS/MS Analysis

6410 QQQ

6510 Q-TOF

==

Over 10 Years in LC/MS pump
Atmospheric Sampling

and Patented S =
Orthogonal Geometry - ol
ReSU't in Industry Cdllision Cgil DC Quad Pulser
Leading Sensitivity and T{b}

Robustness

Agilent Technologies LCMS - ASMS 2008
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Axial Acceleration Collision Cell
Designed for QQQ and QTOF Mass Spectrometers

Ventrance

Vesit = Ventrance = 1 - 10 VDC
V,; =100 - 600 Vp_p

Resistive Hexapole Rod Array

1st Quadrupole

RF Pre-Filter - d |
RF Post-Filter Quadrupole

Shown is the Agilent 6410 Triple Quad

7 Agilent Technologies LCMS - ASMS 2008
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Axial Acceleration Collision Cell
Sub-millisecond ion transport times

Axial acceleration overcomes
memory or cross-talk effects

Wide mass range small g Beam Turn-off Characteristics
hexapole design maximizes
SenSitiVity 100000
Single accelerating L] o )
potentia| is easy to 10000 A A Sub millisecond ion
operate. ” transport

£

=} 1000 -

<

<

100 4 600usec
I B etV e e AV Yt
350use:r/W
10 T T T T
-500 0 500 1000 1500 2000

microseconds

Agilent Technologies LCMS - ASMS 2008
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Agilent’s LC/MS Systems — Innovation Inside

6100 Series SQ
| J Quad Mass Filta\Q1) New Collision Cell Incorporates
™ Jocioro: N Axial Acceleration for High Speed

D;?;Yo, MS/MS Analysis

Quad Mass FilteNQ / Ngua mass Fiter @3 = /\
[

[
\ e
_Moctopote 1\ :

Detector|

Over 10 Years in LC/MS pump
Atmospheric Sampling

and Patented h—é_-L-Emr —
Orthogonal Geometry - -
Result in Industry oGt o quad Pulser
Leading Sensitivity and s> - T{Zb}

1

Robustness pump 1
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New Ultra High Speed Acquisition

Matching TOF/QTOF Analyzers and Electronics Performance

Two New Modes: 4 GHz for Enhanced Resolving Power

2-Channel x 2 GHz Dual Gain for
Extended Dynamic Range

Dual Input Agilent
pre-amplifiers

« 4 GHz (8 bit) Analog-Digital-Converter
ADC

— Adapted from Agilent’s High Speed
Oscilloscope Systems

« Ultra High Speed FPGA process and
store transients in real time

— Up to 20,000 m/z depth

FPGAs 4 GHz Agilent ADC

- Agilent Technologies LCMS - ASMS 2008
Page 20 $ Adgilent Restricted
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Mass Accuracy: Terfenadin

TDC AGILENT ADC TOF

£

& 20 20
k N N
= 15 ] 11 15
= L e g 10

Ly n | L]

E 5 ':'... " -'f"':""' "-l-:ﬁ 5
E 0 ‘ #’ “Ill l"l .. 0
: ‘5 l l.. ’ n '5
(%)

é” -10 -10

35% <+ 2 PPN 84 % <+ 2 PPN
70% <+ 5 PPIN 898 % <+ 5 PPN
98 % <+ 10 PPIN

-3+ Agilent Technologies LCMS - ASMS 2008
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Enhanced Resolving Power

High Mass Accuracy for Isobars over Wide Dynamic Range

o__0
o
OH Methyl 5-acetyl-salicylate (MAS) 0NN Butyl paraben (BP)
[M+H]* 195.065185 o [M+H]* 195.101571
o
Dilute MAS, keep BP constant Keep MAS constant, dilute BP

+0.5 ppm
0.0 ppm

+1.9 ppm +1.3 ppm

-0.2 ppm

‘{Zoom view | |
1128 dilution ‘ \ _
: \ Zoom view

128x dilution

+0.7 ppm ‘\\‘ ‘

-1.4 ppm

-4 Agilent Technologies LCMS - ASMS 2008
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Molecular Formula Generation from Isotopic Pattern

Sulfadimethoxine

HiC.
~o

o
LS

HsC. ‘ S,
oSN Y

Bl i D
8 ol 0]

| 4 GHz

Resolution 18256

- Agilent Technologies
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MS/MS Fragmentation Pathways

M, =311
M, = 311.0814 )\ NH,
M,, = 3113359 N N o

wel N

o N

\

M= 156
M_, = 1560773 )\ ﬁ“
M = 1561625 =
aw N/ N
)\)\ 415:3 ‘173
H,C
A T

specific to sulfadimethoxine

- Agilent Technologies
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S
+-
HaN™™ N\
3 o]
210 common to all sulfonamides
H,C T E

M, =173
M, = 1730385
M,,= 1732129

NH,

NH,

O\
\S
\\é+ M, = 156

M, = 156 0119

M,, = 156 1623

LCMS - ASMS 2008
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Sulfadimethoxine — MS/MS Fragmentation

m/z 156.0119 m/z 156.0773
HaCo_

NH, 0

o
A\
S\\\ ¥ HSC\ \ +
(0]

10" [+ Productfon (0.820:0.966 min, 10 scans) (311.08060(z=1] > ) sufas_10lg_4GHz016.d
o

15611226
Sast

15578 1568 15582 15564 15586 15588 1559 19502 19504 15596 1596 156 15502 156,04 156,06 15508 1561 15512 155.14 156,16 156,18 156.2 15622 156,24 156.26 156.28 1963 19032 15634
‘Counts (%) vs. Mass 1o-Charge (m'z)

Agilent Technologies LCMS - ASMS 2008
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High Output PMT Based TOF Detector

PMT delivers needed output current for wide dynamic range

— = | ton Mirror
Single
> mcp
€ e
e
Octopole 2 _,;_ Scintillator
I | gl Detector
— Optical
I_| EI lenses
DC Quatt
Photomultiplier

tube

Agilent Technologies LCMS - ASMS 2008
Page 26 Adgilent Restricted

13



New 4GHz Acquisition System
up to 5 Decades of In-Spectrum Dynamic Range

X108+ Scan (4 31-35, 5 scans) niscinami ide_erythromycind

Max Abd 2
3x107

b 9x106 cts

123055394

Erythromycin, 500 fg/pL

i w0 <cmimnf [M+H]* = 734.468518 m/z
u Niacinamide, 10 ng/pL 250 cts:= Error = +0.6 ppm

o [M+H]* = 123.055289 m/z 4

o Error = +0.8 ppm

. In-Scan Dynamic Range

= | This Example
3 ox108/250 = 3.6 x 104

i Maximum
ax107/250=1.2X 10°

207007856 320056151 425138434 922009798 1221901581 1521971969

T 1o o 2% 0 W A0 M0 0 0 oo 60 7 70 o0 0 w0 o o ko 1o k0 12 o oo o b0 o @0 10 160 160 170
‘Counts vs. Mass-to-Charge ()

Agilent Technologies LCMS - ASMS 2008
Adgilent Restricted

Agilent 6460 QQQ and 6530 QTOF

What Else is New ?
6460 QQQ

| lL A - 6530 QTOF
L Lo\l | e 0 =~ =
Y /g T N\ E

Lens 1and 2 con.smn Detector

1;15 J\,L {} 2"d Turbo
Rough Turbo 1 Turbo 1 Turbo 1 Turbo 2
Pump
Agilent Resistive |[Increased turbo stage 1

Jet Stream* ||Capillary* ||pumping conductance

Quad Mass Filter (Q1) Octopole 2

— llnl Lo\l | —

:
i v T (e t———

Lens 1and 2 Collision Cell DC Quad
*Patent Pendlng ; | || || |

Rough  Turbo 1 Turbo 1 Turbo 1 Turbo 2
Pump

Agilent Technologies LCMS - ASMS 2008
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Our Agenda...

« Start with the Agilent R&D History

* New product specifications. They’re fantastic!

» Learn about Agilent Jet Stream Technology

Agilent Technologies

 Discover a new level of QTOF performance in the 6530 QTOF

¢ Find out how software innovation makes old workflows better
and new workflows possible

LCMS - ASMS 2008

Adgilent Restricted

[+ 71G Scan BSA-dgestomta
I

TIC Agilent jet stream
TIC ESI

228.3:33hc8z5353

g3z @

Agilent 6530 QTOF Performance
Agilent Jet Stream vs. ESI For 1 pmol BSA Digest —
MS Mode Peptide Map

Ratio of
response for
four peptides

EIC Agilent 4.4

Jet Stream

EICESI

5.8

5.5

- Agilent Technologies

LCMS - ASMS 2008
Adgilent Restricted

15



Protein Identification Summary
Sum Of Two Injections Per Condition, AutoMS/MS Mode

Significant gains at low concentrations

Sequence

Amount | # unique peptides | Protein Score Coverage (%)
Injected | gg EsI ESI

100 9 111 15 Q;Q

fmol

200 17 209 31

fmol

500 26 374 44

fmol

1000 33 494 59

fmol

-4 Agilent Technologies el = Al 200
Page 31 $ Adgilent Restricted

Agilent QTOF — Accelerating Data Dependent MS/MS

The intensity .
of the ‘
precursorion
is used to set

Total = 2.26 s

the number Ave = 188 ms
of MS/MS 0,22s
transients

| — 1 1
MS/MS scans

6057 6058 6059 G606 6061 6052 6063 G064 G065 G066 6067 G068 6069 607

6035 6039 604 6011 6042 6043 G044 6045 6046 G047 6048 6049 605 6051 6052 G053 6054 6055 G056
‘Counts va. Acquisison Time (sec)

+i.~ Agilent Technologies LCMS - ASMS 2008
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Agilent QTOF — Accelerating Data Dependent MS/MS

Initial 12 MS/MS 12 MS/MS 12 MS/MS
8 Hz MS 3.7s 39s 38s
3 Hz MS/MS

Accelerated

8Hz MS

4.6 Hz MS/MS 12 MS/MS 11 MS/MS 12 MS/MS 12 MS/MS
26s 23s 2.7s 25s

Auto MS/MS Parameter Initial Faster Accelerated
MS/MS acquisition rate (spectra/s) 3 4 4.6
Excluded after __ spectra 2 1 1
Released after __ min 0.30 0.15 0.15
Valid ID’s in a 20 min LC/MS/MS 693 1069

run of trypsin-digested E. coli proteins 179 234

-3+ Agilent Technologies LCMS - ASMS 2008
S Agilent Restricted
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Triazines Spiked Into Tomato Matrix, 500 ppt

6530 QTOF, MS Mode, Extended Dynamic Range
2GHz Extended Dynamic range

TIC . /§éectrum at 5.018 min
Notice 4x1076 sigha
e X

o 34625850
3 4
2] s
25 25
- 2
18 15
125
om !
0.5 05
o o aep— s’

¢ 1 2 3 4 ] EMJ‘N“‘L‘““("M’ 10 n 12 13 " 15 o

EICs Zoom view !
0"

) 3fu Prometon Compound |% RSD Atrezine
bt Prometryn 3inj.) |

& -1.1ppm
55 Ametryn 232 [Simazine 0.3 5

N 5007 21610129
- Terbutryn Pmmgton 1.6 CBH15CING

“ IAtrazine 0.3
!'z Simazine Prop‘asz.e IAmetryn 2.2
25 af septrazine Propazine 2.6
1 Prometryn 2.6
o8 Terbutryn 2.2

sm'lm““um““(;m 10 n 12 13 " 1. 14 zbswm“z’}':'bc,zu%. 219
Note: on-column amount is 5 pg (10 pL x 500 ppt).
Identification done by database searching

6530 QTOliAd],&IEa_‘I(K\% ,a\/ervwew

S 2008

-~ Agilent Technologies
AgilentRestrioted
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Triazines Spiked Into Tomato Matrix, 100 ppt
6530 QTOF, Targeted MS/MS Mode

On-column amount is 1 pg (10 pL x 100 ppt)

o Product lon EICs

Compound | Precursor Product lon(s) Collision [% I_?Sp 2: Prometon Terbutryn
energy, V | (3inj.)
Simazine |[202.0849 |124.0868+132.0317 20 13.2 | 1 Prometryn
Prometon |226.1662 [142.0717+184.1189 20 15 [ *
Atrazine 216.1010 [174.0539 20 16.0 | *
Ametryn | 228.1277 | 186.0803 20 101 | “ Ametryn
Propazine |242.1435 [158.0487+200.0962 20 17.2 | o, Propazine
Prometryn | 230.1177 [146.0226+188.0692 25 14.2 | off SIMazine Atrazine
Terbutryn |242.1435 |186.0803 20 126 | o
o:

T578 5 32343638 1 A2iAdsdg L vz SARe AR €2 G4 66 68 7 72747678 8 82 4

x10 2 * Product lon (4.985-5.054 min, 4 scans) (228.12775[z=1] > **) tom-000100tMS...

108
N 186.08089 2
CBH12NSS -
=2 Blanks (triplicates)
7
6 14
s Iy
22812735 1
COH1BNSS
+ Ametryn . E
3
o
2 o
1 84.95872 163.11811 o
o) et b Lk Lot A o
J 80 100 130 140 160 180 200 220 240 ) AR A Pasluctthe
Counts vs. Mass-to-Charge (m/z) Z6ds 3 sz 43638 4 AZAA A0 483 220 e e 2 G4 A6 68 7 1274 76 78 8 B2 84

6530 QTOF Applications Overview
LCMS™ ASMS 2008

AgilentRestricosd

Agilent Technologies

Ritonavir Microsomal Incubation Minor Metabolites
Effect Of Agilent jet stream Sheath Gas Temperature

Demethyl hydroxy metabolites Dihydroxy metabolites
S/\N
x10°, x10°
EIC 723.30370 EIC 753.30820 J:/
o 1 o o
A,A 400 °C 400 °C 0:<
A " PN NH
4 le]
/\J 300 °C 300 °C

x0

N

o N ol
|
A

x10}

150 °C 150 °C

|

cwmwasm T ounern Townwaia Pounvaa B

ESI ESI
T 45 6 65 6_6b 7 75 § 86 5 96 W0 1B 01 T 45 b 85 6_66 7 78 & 88 % 95 W 18 1
Couneve. Acgstion Tima () Cobini v, Accstin Tima (in)

10 pL injection for all samples

6530 QTOTA&),&IEa}IGAng ,a\/erwew

S 2008

Agilent Technologies
AgilentRestrioted




Ritonavir Microsomal Incubation Minor Metabolites
Metabolite ID Results

EIC Co. | Mae D | fsotoese | Fragme

Hame AT | Ma Gusiied | Relevonce | Unes Gual | Duafied | Dusiied | Duaied | Oualied

I 1= 5 E
Mntirne b Kt 11366 THI06 [
Mtders by Ko 12EEE TR0 []
Hysbuaplation and Kietore Fomston L6 7502850 O
Hicheugltion ard Dihycttion 00 TG [
Hidheoplation arvd Dietypdbation L6082 301551 -
Hychaugiation and Defycation 11613 TILATT TiaMe O
Hpcaghatin jeof Dt yciion 12708 TIRZE! TI0 0004 [
Hihoaplotion 7830 TR E 60|

[T X0 TEWET 1A

0990 T W15
00 7363050

Agilent
jet stream

These are the minor metabolites
shown on the previous slide

B615 M2 a0 377150 B

Note! The literature reference shows
11 metabolites using 2X the injection
volume and 3X the gradient length.

EIC Co. | Maes .| lastopie | Fiagra
ESI | Hem o . | Droaiod | Ghaalied | Dhoclied | Guoaiied
Fisnra

No other minor
metabolites detected

6530 QTOF Applications Overview
LCMS™ ASMS 2008
AgilentRestrcted

Agilent Technologies

Ritonavir Minor Metabolite—MFG Improvements

« Modified detector gain adjustment and optimized MFG scoring algorithm
« [A+1]/[A] ratio improved from 87% of theoretical to 99%

* MFG score improved from 87 to 98

« MFG ranking improved from 8t place to 1%t place on hit list

Old detector gain adjustment New detector gain adjustment

L T
L1} Ll Ll L]

756 757

751 752 756 757 751 752

753 754 755 753 754 755
Counts vs. Mass-to-Charge (m/z) Counts vs. Mass-to-Charge (m/z)

6530 QTOT_Ad]V&IIEa»"GAné ’a\gr\/\ew

2008

Agilent Technologies
AgilentRestrcted
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Diclofenac Microsomal Incubation
Minor Metabolites Trapped With Glutathione

" EICs 581.1117 m/z e sotttize Spectra
.
2
- Agilent 15| Agilent
jet stream jet stream 58311056
0. 1 68211314
0. 0.5} 584.11006
o
x10° x103
2.5
1 4
1
1. 1.5
ESI JESI
o o] ssiis 583.11008
o N A A

58 88 9 82 84 580 681 682 583 584 585

52 64 68 68 7 72 74 70 73 8§
V. Counts vs. Mass-to-Charge (m/z)

2 74 52 &a
‘Couts vs. Accuistion Tirma (mir)

Metabolite ID results

BIC Co | Mema D | Fogbogme

. Agilent tiame AT (Mmoo | Quallied | Melevance | User Qual | Quaid | Qualied | Qualied
jet stream Hpdtsglation, N7 im0 R
. Ghaathions Conpgation, hpdosglation HO 7RI7 5821150 5810117
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Our Agenda...

« Start with the Agilent R&D History

* New product specifications. They're fantastic!

» Learn about Agilent Jet Stream Technology

* Discover a new level of QTOF performance in the 6530 QTOF

* Find out how software innovation makes old workflows better
and new workflows possible
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BioConfirm B.02.00 — Integrated into Mass Hunter

Sample: BSA digest, 6530 Accurate Mass QTOF
2.1mm,1.8um Column
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Introducing Molecular Feature Extractor for Intact

Proteins
{ [57 MethodE ditor: Find Compounds by Molecular Feature x *This algorithm is completely Unique to
{9 - 0| methog tems - | (2 (g Agilent
| Mass Filters | Mass Defect | Resuits |
Ewiaction | lonSpecies |  ChaigeStste | CompoundFiters |
——— * LC/MS-based method vs. mass
Teiget datatype | Small molecules [chiomatographic) & spectrum-based method for deconvolution

Small molecules (nusion)
Input deta range P | ——

]
[ Restiict retention time 1o

e »10-50x faster than Maximum Entr

[l Restictmiz o L ] m 0-50 aster than Maximu opy
= Deconvolution for complex LC/MS data

‘zak filters
) Use peaks with signalto-naise =

A *No previous knowledge of protein mass is
) Use peaks with height >= [100 caunts i

sl et i) requi red

¢ Works like “small molecule” MFE, but
instead of grouping co-eluting isotopes,
co-eluting charge states are grouped into
a compound
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Intact Protein MFE for Comprehensive Protein
Mining in Chromatographic Separations
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4 e. coli cytosolic proteins (intact)

Protein compound
EIC’s and TCC

Charge states for
protein compound

Protein masses in
compound list
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MFE Results of Keller Mix in Mass Profiler
Currently under development, supported in future release

[T

This should i
prove to be a 120
powerful tool for 100 |
analyzing batch
to batch
variations in the
production of
Biologics.

Mass (Da) (103}
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