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Experiment Setup I Sampling Plan I

Method Type | Gradient -i

Available Vanables Included Vanables v Activate Online Preparation
Gradient Curve Pump Flow Rate " Bulffer Concertiation
Gradient Slope Injection Volume é 3
Sample Concentration 4| »||Oven Temperature " Additive Concentration
Additive Concentiation Wavelength = pH
Additive Type Column Type
MName Units Type Amount
|Pump Flow Rate {mL/min | %51 | |Discrete Numeric 0.500
~State—————————
" Varniable
& Constant
Name Units Type Amount
|Irjection Volume JuL | 5| [Discrete Numeric | 30
~State————————
" Variable
& Constant
Buifer Selector . | pH Online Blending Mode | One Acid Base Pair -] I~ pKa of Primary Compound ||

pH Buffer Settings

No. of Levels: [5 -] 8

Buffer Buffer Name pH Level Acid Y% Base %
Acid Triflourcacetic Acid [(0.1%) 2.00 95.0 5.0
Base Ammeonium Acetate (20 mM) 2.52 70.0 30.0
2.89 65.0 35.0
3.59 &60.0 40.0
4.16 55.0 45.0
~ Pump Program Chart
100.0% ]

Solvent Types
Strong [l
weak [l

% Strong

Max Program Duration [minutes]

AT 5cm x 2.1 mm x 1.x ym QN L %=L

MARHDORI)—ZVIRBRICEITZ pH ELUVI TP IT Y B OEIR%ZR L TW3 Fusion QbD EH.
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NS DRIMICBERIRTOXY Y RBELUXY Yy REy MIMEREThE LT, oo BEBRAIRTOIVT
A2 AZVT[FEUXY Y RBLUOXYV Yy REY FBIERL T, TIVRAR—FLELT. COLSBREZHDOER
BOXY Yy RELUXY Y Ry FEFBTERTIDICETIRBLHNIN. SICERRICHD 2B %Z KIF
ICIMETE 370, CORRBBICEETY, INTOAREREAFEDEEATL 1250XY v E (5 LARILD G
XS5LARILDPpH X 5BDHTL) MBBICHKZZLE2EZDE. ZODOERFFEBICHENTHZ ZLhH
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Peak #1-3. | Peak #2-6.... || Peak #3-6.... || Peak#4-6.... || Peak #5-6... || Peak #6-6.... || Peak #7-6....
345.22 339.16 429 25 431j8 433.28 433237
4132
321.16) |
Y| ’
Apex Apex Apex Apex Apex Apex Apex
- 1 1.7ANEFO—)
) 27FY-FEERME E 45
0.251 3.7 TYZRIERME L
4TJFY=FIEY-B
0.201 577Y-RIEY—-A
- | 6.JFYZRERME G (TEXY—-1)
7 08 \ 7.7 7Y REEME ¢ (TEY—2)
0.10] 6
0.05 USP 7=U>% =210 ﬁf M
0.00 e Lu. T AR BOK
-0.051 . . . . : . . . i
2.94 3.36 3.78 420 462 504 5.46 5.88 6.30 6.72
)
ZEh4E : A PER=PIL
D : BFEE7 L EZD L/ NN ADEEEENY I 7 —
pH : 416
H3A:
BEH C1g. 1.7 ym. 2.1 X 50 mm
EiE : 0.350 mL/4>
R 40 °C
I55TUbh: 0~1.0 3 : 5% A HELU 95% D 7AVI57194

1.0~12 53 : 5~60% #RRZIZIb

M59MYRATLRIV—ZVIRETO TRHEINVE 7OV NI S L 33 BBODFICHS
) o

Empower TF—& %@ L7, &R% FusionQbD IC1 Y R— kL. T THEETFTILHBEFNICEEIN.
fRMTAER  #55 L T MBest Overall Answer (BOA)] ZFRILELTco TORIU—ZVJTERETEIRL 7 1%RE
BlE. E—J#HIZEDW BLUVE—IVHBERICEDSC LY RLRARYRTY, CORMTHERALILE—IEIC
HEOWCFLYRLRRYRIGE, (1) E—00##H. &0 (2) /OIS LTUSP DBEED 1.50 L ED
E—VDOHTL. E—VHEBRICEDKLRARYRIZDWVWTIE. TMax Peak #2 @ USP DBEE ) & T TMax
Peak #3 D USP 7— U >4 7702 — ZfERAL £ L7, Fusion QbD Ti&. Max Peak #1 IFEBINHZRADE—7
« Max Peak #2 ([3EBEHN 2 BHICATVWE—J B> TWET (ZOMERK) o COFITIE. EXRBEMRIH 2
B, TO5BD1BILAOIEY— (TTVYZR) ) THZ . TBRE—IN3EXHDELT, K6IF. B
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Select Responses

Channel:
PDA Chl 244nmi®4.8nm v

v Import Chromatogram Trace Data
v Import Prediction Chromatogram Data

~ Trend Responses

Add Delete Undo Changes | Restore Defaults |
Operator Value Response =

No.of Peasks v

5 | No.ofPeaks>= _| 150 USPResohtion  _

3 | No.ofPeaks>= _| 200 USPResoktion

P iwo. of Peaks <= 120 USPTaiing .

5 |@ E B

6 | B

Select All | Select None | = Incomplete
D = Duplicate

6.7ZRNY=RI)—=ZVTERBHISODBEI:A VR— bDDICEREBRE (F—4 Y FLRRVR) ZRET
% Fusion QbD B,



RD R 7w FTlE. Fusion QbD T?D TlExecuting Searchl Z{TWE Lo COXTY T TlE. V7 bT T T7IE.
BMESINELARYZAZFERL T, FVAOX M 274 —HBRICODVWTETILEZHABLET. TNHDETILICEK
b, TCumulative Desirability Resulty H'stEINE L. Thid. 05 1 DEEOEFET, I—H—HIEET
SUEEEEZION NI ST —KHINERTIIHEZRLET, COMRTIF. RELLEEBEZEZERT S
TcHODEHORBERBEAEDEIEF BEHCig BT L. PEMZMUJLAE, pH42, STV MR 12 9 TH
e ELT,

F7z. Fusion QbD EF /LI, Acceptable Performance Region (APR) ZR9/NT+—<X Ay TxiMHLF
Yo APRIF. DITENSBRIRE LRIV —Z VI MEBFEZ B INERX S BOABZOAVWIY 7 TRINE
Fo APRIZ. 7OV MCINTOMREBREEZEALLE. /I 7H0B[MIFTATLAVER (AVWIUT) TH
BZILIERLTLETV, CORAVEHIF. IRTOEENTVIHEBZEOHABRAZHI-INBRIIRED
HAEHLEERLTVET, fIZIE RITATRINTWVSELSIC, HEBE (LRRVR) AELERINTL
BV, AR—IALEHPBENTY, RTB~TCOLSIC. HEEEFEZER I 3ICONT. INTOBEENMERT
N3ET. BNTOEBIDNELBO>TVEIFET,

BEORED, HEEBREHIEAL pH 435I MR OEH#ENEERL TVET.

7A 7 B Fusion ObD 757
4.00

400

230 3.80:

160 S50 |

No. of Peaks == 1.50 - USPResolution: 4|
3.40 3

340 Es,
o 320 o 320 3
T I
E 200 £ 300 5

280 2.80:

260 260

240 240 |

o P2 _Usprosottn: 7
220 220 Max Peak 2 - USPResolution: 15| it L] —
No. of Peaks >= 1.50 - USPResolution:
200 2.00:
5. 617 733 850 967 1083 50 62 73 85 97 108 120 50 62 73 85 87 108 120
HFTTHEM (51 HITTLREM (5) HITTLHEM (5

7.Fusion QbD R 1) —Z > &5 M. X7 U —Z Y RERFREERNTOENEIDOBRZTILTVLET,

2BBDR V1) —=>% (& pH)

BHIOSHS ZAF LRI —= VT RBIE. BHNAYO—BODEISER TS A TERICRIIL TLE T
HERMEREE IR TGER TSI TIEEATL . BIZIE. BRDESIC. —HOUEMER—R 51>
PEEINT . TAILETO-INOE—JIFIERIFT. T—U2I T 70 2—EMN 1.44~2.88 TLTc EDI=DH. 2
BEDRYU—=VIREEITV., BBBIOT NI S5 T1— 4T TSI SRZBENTRNESHERRBT B0
BENRHDF LT giRLIESIC. pHIZZAOXR RIS T4 —DEENTAXA—FZ—THOH. DBICKESHEELZS
ZET. TIT. BBBpHEHTC2EEDRI U —Z VI RBEFTVEL . HOERTRELERRDOHS
LZzfFRL. B pHEHT TRV —ZVJ LFLTce COXEETIE. BEHCig AT LZHEALT6.7~10.7 @ pH
BRI V-V LE L MOEHSSVERRBTAT, BUDRIY -V I ERTHERALEREDEET



TWELT, CORBROER. B pH OBBEZFEALIBE. 74LETO-LOE—IERDIELIRESTN
BIEDADDEL HIZIE. 7FILETO-INDOE—IDT—U 2T 15EfToc@pH RO V-V 05
HDSE5D 10[ET 1.3KET LT

RIZ. TNEDRV ) —Z> T DEER% Fusion QbD THEMT L. BOAB LUV APRB DD FL7e TOHRETER
ELTERMERIZEE. LBRLEDHIDDE—TDOR—IASAUDEYE. 7AILETFO—ILE—IDE—4 v ~
T—1)>J 12Tl RMBICAEBNBZ&LSIC. pHAER TR, 7HIILETO-INDT—UVINERTEC
EDDHMD F LT BOADIRETIE. BEHCi1g DT LZFERAT 5155, pH8.76. ik 12 AW &GO &iEL
KROTLODRBEZGHTHDZCHERINE LT



- 533

Fuson QbD 457 I

No. of Peaks <= 1.20 - USPTailing: 1

9.73

Acceptable
Performance
Region (APR)

Max Peak 3 - USPTaiInM{

MNo. of Peaks == 1.50 - USPResolution: 4

8.73

pH (")

6.73 e
700 783 867 950 1033 1117 1200

3TNl (53)

L AN AERTE

Lower Upper Pointer
¥ |No. of Peaks Maximize ¥ 6.0 -
¥ |no. of Peaks >= 1.50 - USPResolution|Maximize + 4.0
¥ [Max Peak 3 - USPTailing Target v 1.00 1.40 1.387
) |[Max Peak 1 - USPResolution - - .- -
¥ |Max Peak 2 - USPResolution Maximize v 1.40 1.664| |
=l [Mo. of Peaks >= 2.00 - USPResolution - —we g e
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Empower3 AN NI ST 4 —F—42Y 7 b 7 <https://www.waters.com/10190669>
ACQUITY UPLC H-Class PLUS & X 7 L\ <https://www.waters.com/10138533>
ACQUITY UPLC PDA %28 <https://www.waters.com/514225>

ACQUITY QDa 1%t 28 <https://www.waters.com/134761404>
TS A4TEBNARE
ACQUITY UPLC BEH C18 /15 L. 130A. 1.7 pm. 2.1 mm X 100 mm. 1/pkg<

https://www.waters.com/waters/partDetail.htm?partNumber=186002352>

ACQUITY UPLC BEH Shield RP18 775 L. 130A. 1.7 um. 2.1 mm X 100 mm. 1/pkg<
https://www.waters.com/waters/partDetail.htm?partNumber=186002854>

CORTECS UPLC T3 5 4s. 120A. 1.6 um. 2.1 mm X 100 mm. 1/pkg <
https://www.waters.com/waters/partDetail.htm?partNumber=186008499>

ACQUITY UPLC HSS PFP 715 4». 100A. 1.8 um. 2.1 mmXx100 mm. 1/pkg<

https://www.waters.com/waters/partDetail.htm?partNumber=186005967>
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