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1. ACQUITY™ Premier %= &% L 7= BioAccord™LC-MS > X T Lsld. ACQUITY RDa™ {e X E et 1
VSAVTESINFa—FTILuviEEE (TuV) Z=#EX 7= ACQUITY Premier N1 1) — UPLC™ &
L TR I N, waters_connect 1> T AT A IR TS5v A R—LTEBIEZITVWE T,

RERTT A
WEWME LV > FILEINIE
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F BRI Thermo Fisher Scientific " SBAL & L7 mBRD mAb TH2 5V X7 (Genentech) « 1> 7UF%>
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Medical (www.besse.com <http://www.besse.com/>) HSHANL £ L7 mAb IFT AT -80°C THRE L =%,
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‘ K57 ‘ oE ‘ 85 A ‘ #6% B ‘ -
S (mL/43) (%) )

1 0.00 0.40 95.0 5.0 WHASAT

2 1.00 0.40 15.0 85.0 6

3 1.20 0.40 50 95.0 6

4 1.50 0.40 95.0 5.0 6

5 2.50 0.40 95.0 5.0 6
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NI L ACQUITY Premier Protein BEHC4 15
Ly, 300A. 1.7 um. 2.1 mm X 50
mm (Waters #mES = 186010326)

NI LORE: 80°C

BEE A: 0.1% FERKAR

% E)1E B 0.1% FE7t b= FUILARK
TUV 28 UV 280 nm

AMICAWVWB LCI STV R T—=TI

‘ R ’ oE ‘ A l 18 B ‘ "
S (mL/3) %) %)
1 0.00 0.40 80.0 20.0 FHASAF
2 0.25 0.40 75.0 25.0 6
3 1.75 0.40 60.0 40.0 6
4 2.00 0.40 5.0 95.0 6
5 225 0.40 80.0 20.0 6
6 3.00 0.40 80.0 20.0 6
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(#) INTACT Mass

Welcome to INTACT Mass

Use LC/MS with powerful deconvolution algorithms to perform identity and purity checks on samples

Create new processing methods and analyses Open, delete or copy existing files

START NEW WORK OPEN EXISTING WORK

(X Process data Z| Browse analyses

Create a new process-only analysis by

Browse your existing INTACT Mass analyses
processing existing data with INTACT Mass

(&) Browse methods
@ Acql'"re and Process data Browse your existing INTACT Mass processing

Create a new analysis by acquiring new data and methods
processing with INTACT Mass

Create a new INTACT Mass processing
method

[ (® Create new method ]
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T2y MR—LOEDOIERMAIEEICRD £9, fle LT, &FEXH X ~I. TLC-MS Analysis of Single Guide
RNA Impurities Using the BioAccord System with ACQUITY Premier and Automated waters_connect INTACT
Mass Application] (ACQUITY Premier Z & L 7= BioAccord > X 7 L $H K ' EEIL waters_connect INTACT Mass
TIVIr—> 3 EBWIEEA 1 K RNA RO LC-MS 34f) @93 INTACT Mass 77U —> 3 > EFERL
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(7 INTACT Mass € @

Define peak deconvolution parameters

Mass information Deconvolution settings A
Specify parameters for obtaining mass information and the number Choose the type of biomolecule to be deconvolved.
of peaks to decorvolve. T e
Protein
Auto g
Oligonucleotide

& Phosphorothicate
TIC chromatogram - B
Glycan
¥ Custom
W Acvanced
k13 algorithm T S —
Bayesspray . Average

titication
antitation
Mongisatopic

MaxEnt1 -

& e B Hep Feedback @) wate

Select modifiers

Select modifiers t: v s to identify masses that man
Available modifiers Q g Selected modifiers Q ® B
=l . Maximum numzer of modifiers: &

06 Glycosylation GOF N 1,445 333080
stadifier name Maximum Group Impurity
17 Glycosylation GOF-GlcNAz M 1,242.140560 — ey
1 Ghyosylation GOF N 2 A O
Glycosylation G1 N 1,461.332480
il 2 Clycosylation GIFN 2 A ]|
18 Glycosylation GIFN 1,607.473680 )
3 Glycosylation G2F N 2 A ]
10 Glycosylation G1F-GleNAc M 1,604 281160
3 Pyreglutamic Acid 0 N 2 2 A O
1 Glycosylation G1F+3A N 1,608, 728260
1z Glycasylation GZ N 1,623.473 Preview of possible
Slycosylation G2 N (623 473080 i P 10 Q s ¥
modifications: =
113 Glycosylation G2F N 1,769.614280
Modification n. Average mass
14 Glycosylation GZF+254 N
Glyrasylation GOF N.Pyraghitamic Acid 0 N-TERM(2) 1.411.272040
15 Glycosylation G2F+SA N 2,060.668860
3 Glycosylation G1F N,Pyroglutamic Acid § N-TERM(2) 1,573.41 2640
116 Glycosylation Mzns N

Glycosylation GZF N.Pyrogiutamic Ackd Q N-TERM(2)

17 Glycosylation Mané N 379.228640

5 Glycosylation GO Ni(2),Pyroglutamic Acid G M-TER... 2,8%6.605120

18 Glycosylation D-GlcMAC ST 203182520 )
& Glycosylation GOF N,Ghycosylation G1F NPyrogluta... 3,016.745720

240 Pyroglutamic Acid E N-TERM -18.0152580

N 5. NS A—FZ—DFIR, COT7F)TIE. 7—F2F7AVR)a2—>3 VICHWVWT BayesSpray 7L XL E
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Ja—23aViEAARY MLOBEHEES LIV ZOMOTIVA) 2 —2a Y 0OREZ. T—2BMOBICAI>TUD
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DT DRT
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@ reip G recdback ) weners convent A
< Intact Mass bR ®
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20220105_mab_HYS_105
Fe——— ) e 250 1 | it mib mebodo TR mtne. - P —
sapieanz W Unknonun, = itact kb meitiod mins cione >
Sample 203 L] Unknown  + 200 A3 1 021121 7_HTP_HYS_ 001 . 250  HYs Inact mAb methar 14E036.5 Fres L
Sample204 W Unknawn 200 A4 1 foruniaaveon v 250 wrs | intacem n Fros
swnpie2ns N Unknowa + 200 s 1 fze e 250 s 148035 prone "
saplea6 N Urnknain = 0 A 1 o wsom 250 wrs | wctran o6 P
Sample 207 L Unknawn = 2400 AT 1 321121 7_HTR_HVE 001 - 250 HYS Inact mAb maths 148036, Fromw e
swpe28 M Unknown + 20 was 1 e ason - 250 s | isctma matnoa 0r08S mins Clone v ess  peen v | Nen
Sunplez09 T Unknowa, + 20 81 1 oz s o 250 wrs | intact mAb method 07085 mins Cone v 10565 preein v | hon
Sample 210 ¥ Unknown  ~ 100 B2 1 9211217 _HTP_HYS_ D01 v 250 HYS Intact TAb methed 0.7-0.85 mins Clone. v 148056, Frooein v I Non
Sampla 211 T Urknawn + 40 B3 1 JPA2TI2TT_MTR_WVE 001 - 250  MYS Intact b methad 0.7-0.85 mins Cone. - 14BD56.5 Frewin v Nor
sampe2iz T Unknown « w0 e ases o I’
Sampledny T Unknown = osis  bron
Sample 214 5 Unknown  + 200 ¥B6 14EDSE.S Proae L
ampls T Unoow " e 14s0sa proe

.

6. Y2 FILV R FDEDRAAE L VEfo KEDXT L BDIAHXY v B BIFAY v FZ@EYICERIRTIEY
o THIC. BEIILTYH Y FILEEOBERZEMTZET. YU TNITeDAYTII Ty FREDIAHK D
AIEEICRD T,

DHEBEBRITDE. BHT—IWMORAACBADPRBINET T, ROT—FWMDAZEATLTT —2ERDITHON.
12U EDH Y TIDES/RAS 2OE—7DF AR a—2 a3 VA ABICRONET, ERZUTILE 1 LTHERL
T BDAHBITOHE. HBVIXV Y ROBUNBENE S D ZRETTE I,
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n\lZl%@l/t:L ?DJ:U%E

AYZI b mAb ROV —ZVJRBOGERDA v amR—RFEa— (M7) IZId. 48EEFEANLLETL—FOERDE
EHOENTVEY, 6 BEEDHIAZ IRERGE OHRABOICHARL. 1EHLD 8EZDIELY TILTHHLTYL
9o BFAY Y RTIE. BREICOVWT, BYBFYZ—7 Y FEEBICH L TRENMTODNE T,

HOTILNTL—hIRRFTNTVBBHEI TSI LYY TINDRAT—2RZRBLTED, 2—F v NEE
MRBINLHESH. BLVHRBOMEAKROVWINDZEBBL TVWEHESHDIRMEINET, ChE5DRERTIE
 AEREIEEINTLEEA.

Dashboard
sample list
@ i ) wain e @ Qo @ @ .
@ s Qi S rrmary 3 ey
@ sevpktot W adrinslsator ] 1480365 Unkaon 00 1Al 11 UIHTAH. ol
@ semperoz N ws N ases e %
1 2 3 4 5 & 7 8
Q0000000 Qi : PR N SR
‘00000000 ® s s u s —_—
‘90000000 o v v ew . "o
' Q0000Q0Q ~ °v v v W k
Q0000009 s . s o
Sample 108 W Hrs n 148035.5 Unknown 20 TAs R
90000000

Sample 103 T HYS i 1480355 Unknewn 200 1B 11 2ZNTHTPHL Il

sampk 119 T Hrs T 1480565 unkngam 20 B2 W

sample 111 T HYS T 1480555 Unknown 200 B3 W1 HINBTHTRHL

sample 112 7 s T 1480565 Unkicean 200 B4 WARNTHTAH. i

sample 115 T HIS T 1480565 Unksnewn PRI ] Wl 22T HTR Ha Il

Sample 118 T Hrs T 1480565 Unkncwn 200 188 W OEZMZITHPH. I

Samphe 117 1 HrE 1485125 Unknesam 200 LA 1 NI HTAH. i

i
f |
0000000000
PO

M7 4y aR-—RFOBRE 21—, BRIF. 6 BROMEDSEEDRLIEN (F5H48E) ZAWVTYET b
mAb 27V —Z 2V JRBHSRBOENLHDTYT, YO TINTL—bDAS—T—RIE. DLV TILOERIT
—2RERMLTVWET, YO FILVRMAZIU Y I TR BROY Y TINOERDFMEEIETITET,

ZBIF. F—T Y MNEEBIIVYFIELEERES LU TV FIILOFRMAEZ. ALy aR—ILRBEICERS LTH
ELIBEIC. YO TIUDERTHBZ 2Rl ET, AL VGBI BEREN ALYy aR—ILRZEBITVLSD
U UTILOEENFRELDBMUDDOVITIADNICEID, EEVEESNLILZTRLET, FBIF. =TV MEE
ICBS LTAESNICEERBEN RS ITZIN—HBLEBV. BLUV/FLBAENRL v aR—)LRZTE>TWS
crZERLET,
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Dashboard > Sample 105

<Sample 105 Sampla raport

@ INTACT Mass

Verskon, 1350
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injection volume: 2 Malscule type: Protein
Reglicates: 1 Reduction state: Mene
Aequisition method:  20211217_HTP_HYS_DD1 Enzymatic trestment:  None
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