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Focused gradients are commonly used in purification workflows to quickly develop preparative conditions for a large diversity of
samples. To maximize efficiency, it is common to only consider single screening and preparative conditions.

NUrex

At Nurix, we use Analytical Studios Pro (Virscidian, Inc.), a chromatography and mass spectrometry analysis software
package, which allows analysts to interpret large data sets. We have customized this software to assist with preparative method
selection factoring in multiple stationary phases, mobile phases, sample properties, and requested product specifications. This
platform supports singleton and library workflows and has enabled a ten-fold increase in productivity per analyst.

Results

Figure 1. Focused Gradients at Nurix Therapeutics Figure 3. Decision Tree for Method Selection
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B. List of compounds in standard based on elution and is used to create 7 focused gradient bins for prep. Closely eluting impurities and/or high purity

requirement?
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6 Progesterone 35-75 Figure 3. By looking at the reaction scale and purity requirements of each sample, Nurix uses this
3-(4-tertbutylphenoxy)- customized decision tree to determine preparative methodology.
7 45-85
benzaldehyde _ _
2(-2H-benzotriazole-2yl)4- FI g ure 4. MEt h O d SCO r'n g
8 (1.1,3,3-tetramethylbuty)phenol °5-95
1710 ylbutyl)p oy PRIV & (3) PRA002025-02 ' W PRI
CPR-001989_TFA P CPR-001089_FA CPR-001989_FA
C. Example of a preparative method with a 10-minute focused S il o
gradient_ cid=2 UV254 DADIA, Sig=254040 Ref=off V254 21316 mAU | cid=2 UV254 DADIA, Sig=254040 Ref=of V25414806 mAL | cid=2 UVZ54 DADIA, Sig=254040 Ref=aff UV254[1282.1 mAU
i’ E f-: 7 #E e [w | 12En g T
1.79E03] - dud 1. 4604 Produbt R=DTIE Produd
; ’;LME s Eﬁ?ﬁ 1 WTER  ANTOg 87
- 1. 3403 P 196686 927E0] A 1% A=1TH5 raep] AR A=1686.50
5 a1 Ph=56.3% p e pn N z BRI £ A%=52 6% z
R G5E. i (48PN J0B 80 JBPM 398,30 v - v T | ee a0 v B 97ED 2’1 (+/BPM 36.80 o
i i ° 397D i
35-75 % ACN 445E0Dy § 3 06E0] Lg — E
LZ) N Load = E‘. N — 1) M %h e | 1m0 e i1 S .
<\£ Gradient D 02 04 06 u.:I i WOE 1D 2 22 2428 28 3 0 02 04 06 052 405 08 2 22 2 26 2 E 002 04 05 Y o Is 18 2 22 2426 S
S Wash cid=5 S TICE] NSD1, il Scan Rgnge=1500-20000 MSTIC(+) 7932685 counts ] | cid=5 MS TIC#) NSDY, Intial Sean REMge=180.0-2000.0 MSTIC(+) [4693191.0 counts ] | cd=5 1S TIC#) NSD1, Wfial Sean Range=160.0-20000 MSTIC+) 48895430 couns
Re-conditioning 1 B4EDE: : : 40TEDE: é : 420506 E
' T z ' T z ' E
204 g = % z E
1 16E061 B, 8 5 3 0BE06] B, 8 U 3 19E06] Bl -
i3 § i 3 ; 21 ;
T REDS ) L1008 ) L1608} d
_ | | | | | | 4 05E05] /L : \_// 11E06] 113606} : k%w-ﬂ
Time(min) 3 7= A RV AL S SRS == e RN (V'3 Pt M S e~ NN S RV V' /\E S e W= .
D 02 04 06 OF 1 12 14 16 18 2 22 24 26 28 3 0 02 04 06 08 1 12 14 16 18 2 22 24 26 28 3 D 02 04/ 06 08 1 12 14 16 18 2 22 24 26 28 3
T min 1 min 4 min
Figure 2. Data Analysis in Analytical Studio Pro S
Sample Aibutes Eupressions
A V|Sual repl‘esentation Of Screening data taken from VIrSCIdIan’S Analytlcal Studlos PI‘O (ASPI‘O) IV“ddIe SampleNeme | Barcode Column Name | Description MethodScore | Asymmetry | Height Retention Time | Tailing Resolufion | Solvent PeskWidth | UVImpurties | M5 Impurifies
' ' ' ENS000  FOABROS0  CSHCIR influoroncetdle 2992 43 30 100 45 03 00 48 25 00

Chromatograms (UV,TIC,XIC). Top left: Visualization of the screened plate. Left middle: Compound details, such as N T T S ey e e P T s PR 9
sample ID and molecular formula and Expression results. Bottom: Mass spectra (TIC). Right: MS Peak Components - N PSSR0 CSRR fmae 25 05 5w %13 w5 T 28
total ion chromatogram into individual ion intensity relative to time.

. « ” .. i i _
Chromatogram Figure 4. ASPro generates a “Method Score” for each condition based on resolution, asymmetry, impurities, UV and
CPRTTES TP + % X [Sonple ChrontogranView L e L1 x TSRk Corporets — MS. The condition with the highest Method Score is moved forward to the prep stage.
12 3 4 56 1 8 ﬁgég%g?ggggﬁi Peak (7, ELN1581020012424135210,  MSD1.ME@mponent 2
A ( 1 CSHC18 Source Aeafbs A 100 . t t
trifluoroacetate ;
a F 5. Prep Seq G
Plate cid=2 V254 DAD1A, Sig=254.0,40 Ref=off V254 2131 8 mAU ] obs: 7964 I g u r e " r e ar a I V e e u e n C e e n e r a I O n
] ) ] c | _ - Component | Time B0J T [M+HT [=C]
visualization - 1.7903 ] g 331149 R B 1 114 _ _ o o
: 134505 e s 7 . s |Carod @ A. Nurix organizes prep seguences to maximize efficiency.
] FiL SA%=33.7% =1956.36 §
F 93802 B i::ﬂBPM 39680 5.3% i L 73
4456023 b 39830 47122 1.140 "
] = 13 1140 LOCATION SAMPLE MAME TARGET MASS INJ WOL EMHANCED GRADIENT
'231EDD- ’I\ T T T L T T T T T T T T T
Substance Results « X 0 02 04 08 08 § 1 14 18 13 2 22 24 26 23 3 :iﬁi H‘;g . C1_4A2 FA_40ML_0s_EQUIL
min : : - i A i
Results v 8 [cid=0 rH]+ 1.0 (796.0-797.0) w=1.0 ESAPIHT96.0797.0) n T1EIG(+)[M+H]+ [348531.4 counts | e —— e D3F-B3 F548833075 800.4 500.00000 C1_AZ_FA_40ML_02-30_20MIN_AND
| | @Serswith O Cortins ] : . A 7 o | C3_A2_FA_5S0ML_D5_EQUIL
Compound peiveebodloy [CSHCID Twoncetie 26 v | : . o ' . L DIF-C1 FS48998460 10355 1250.00000 C3_A2_FA_5SOML_05-45_20MIN_AND_P3
Detalls Selectd Gradient [C1 AT_TFAMML OS5 200 v | o3 8 : iy § Components Rifmin): 1,067 - 1.267 D3F-C2 FS48558459 10215 1250.00000 C3_A2_FA_50ML_05-45_20MIN_AND_P3
S Ry raze ] RETELY 0 4 s D3F-C3 FS48998458 995.5 1250.00000 C3_A2_FA_50ML_05-45_20MIN_AND_P3
1.00E-02 3 . . . — ; ; ; . . . . . . . Ey o E D3F-C4 FS48598457 10236 1250.00000 C3 A7 FA BOML _15-B5 Z0MIN_AND P3
B 0 02 04 05 8 & 1 2 14 18 13 2 22 24 26 26 3 Fi\o- e e
Subsances | - : | min AN C2_AZ_FA_50ML_05_EQUIL
o Name Ve Gl | v MSDL I Sean RangesTo 020000 = S TICL 117922685 couris [z \ D3F-A5 FS48998423 10424 750.00000 C2_A2_FA 50ML_05-45_10MIN_AND
] = o ] g
v e Poact e T g z @ E | E D3F-B1 FS48737959 668 3 1250.00000 C2 A2 FA_SOML_05-45_10MIN_AND_LowUV
1 b 1-15E”5'; § = % © i} 3 D3F-Ad4 FS485985355 116584 450.00000 C2_A7 FA BOML_45-35 10MIN_AND
Results | Assignment Resolution ?'EZEDB_E B E u}_._______,_ I C1 A1 TFA 40ML 05 EQUIL
4 0BEDE 1 —
Expression Resuls 22 e AN B ~ N/‘/' D3F-B3 FS42893075 209.4 500.00000 C1_A1_TFA_40ML_05-45_20MIN_AND
A [Rark | Expression e Al 0 02 o e s E 1 12 14 18 182 22 24 28 283 6 D3F-B2 FS48833076 7814 600.00000 C1_A1_TFA_40ML_05-45_20MIN_AND
¢ FPreQC- Product Found Minimum Purity . o min
D3F-AG FS48598584 BRZ.2 550.00000 C1_A1_TFA_40ML_25-65_Z20MIM_AND
M5 PreaC- PrepOK Lok -1 x
6 Include in Sample List? Peak 7@1.177 min PR-002029-02 CPR-001889_TFA CSH-C18 trifluoraacetate 2198800 cnts] | D3F-Al F5482952045 11424 450.00000 C1_AT_TFA_40ML_35-75 20MIN_AND
7 Gradient Strategy (Original Method Selec. - A
2 Method Enhancement CZ2_ A1 _TFA_ROML_05_EQUIL
E ) 9 MethodScore obs. mz 398.3 L D3F-45 FS48508423 1042 4 750.00000 CZ2 A1 _TFA _SOML_15-55_10MIN_AND _LowlW _LowMS
- T [M42H2* [°C]
Xpression L ey 2xp.mz 3067 | D3F-A8 F548999006 5622 1650.00000 C2_A1_TFA_50ML_35-75_10MIN_AND
jon Contribution - Ht ELN-163-1020 obs. mz 796.4
Results 12 Method Seleciion Contribution - RT C4BHSTNTO4 em'z e D3F-A7 F548998981 662.2 950.00000 C2_A1_TFA_SOML_35-75_10MIN_AND_LowMS
13 Method Selection Contribution - Tailing 100 — 122 ELN-156-1020 . . . - .
14 Wethod Selection Contribufion - R - S0 D3F-42 FS48598543 11284 450.00000 C2 A1 _TFA_BOML_35-75_10MIM_AND
15 Method Selection Contrbution - DeltsRT 2
16 Method Selection Contribution - Solvent 80—
17 Method Selection Confribuion - Minknalo. s . EE . .
8 Vet SoekonConvton-fcial-. | 0 TR B3 -3 B. At Nurix, we have included method enhancements to reduce the number of
19 Method Selection Contribution - Achiral -.. 20— b ¥ o 5003 7 ii
2 Method Selection Siategy Name £ 3 Llﬂfl oo L N SampIeS not collected on prep.
[:| ------ wa = ™~ & T T TTIT TR ] ITRET T TR TR W T + i 1 PR i umy . L . L L T T T T T T T T T T T T T T
21 __ Resit Sale Frfeble Case v W B B 3 s 0 60 70 B g0 %0 1080 150 1250 1B0 1450 1560 g0 1780 180 1380 1067 1417 1167 1217 1267

MS Peak Components Enhancement Name [PreQC Trigger Conditions Agilent Settings [Output

Mass Spectra

High Molecular Weight Target Mass > 1200 Charge 2 _HiMwW

B. The isotopic fingerprint is used by ASPro for peak identification.
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