DIA

scaffold

DIA EE707A— LB/ b0 7

Scaffold DIA

" MATRIX
SCIENCE K.K.

- P.34

Volcano plot B R

BHAZEYZ17IVDZHR—T
XWIET DRI RES

ATIREBES—> 1 1

‘DIAT—5DYVINVBDREE. E
IRZENT R ARBDIRFERITH G

- FASTA
- BLIB(DDA-Z173Y),

(prosit>1 75, BEeFIN SEERDDAS A TS ERR)
- ELIB (DIABTRERS1T35Y)

BRI/ REET TTRT

Scaffold DIA AN TEZH M

ViewerlICKDERI71ILDIT7

r— =3

NEE




> P.13
WinJA—< vk :ProteoWizard Msconvert Z{#E>TUL\3

BHA—D—DT77ANT =2y | [HFHABLGEDR L CHEREINTLEHD]

*wiff (wiff.scanbBE L7 # 1L 4&
ICEB<E)

Agilent *d(F4L27K)
Thermo * raw

SCIEX

F—T T H—<v b (EENICEMIML 74—y Ao TWRIET — 2 0%
HUPO Proteomics Standards Initiative mzML *.mzML

* MzMLIKIRIFIT AR TDOAX—H—TCEHA[RER T A —<T W

- P.50

Samples Eim

M scaffold DIA - Demoz_Hela_insulin_6_files_30_proteins.sdia - [u] X
file Edit View Experiment Export Tools Help
B =0 B Summarization: | Treatment | hll ProteinFDR | 10%FDR | Min#Peptides| 2 O MW @
RESNEIVIoED || =
=] /E (e - J [V] Show Hidden <7/ 4 /el | Vo P praliefitery GOTem~v @ [
BV e BEE GOlE#®  w=fE
N O Py ==y ] ; . H =B
Display Type: | Exclusive Intensity ~ | [¥/] Normalized [ | Log Intensities Color Options.
FUHETEIVINIE
J Color Legend (Displayed Value) Biological Process  Cellular Component Molecular ..
DEHEFHRNEKT ; i :
1.22E8 5 I g
B I~ S R AENHEE 5 E
# s 4 o 8522 2| z 8 &
g = | F z HEFEEE £ £|e
Samples. 3 & R £ E] g
<, P 85| 2 £ A E Y P
s < 2 2 F g 22 2 = s\ 8 %8s o[£ 5 ] £
- _J i s £ b O e T - <
5 ] % 5 ] 15 2 HEEHEE £l s S| 8/28 2 £ F
& Protein Name < E & 2 i zd & HEER I EEEHEEEEE 8 £
va) >3] 5p|P49792|RBP2_HUMAN E3 SUMO-protein ligase Ra... sp|P4... 358 kDa 1 54 ®100% 026 Homo sapiens ) ) o e o e 24568 2.24E8
[ [/=] [=1ivy Proteins 3p[P15324|DESP_HUMAN Desmoplakin OS=Homo sa... splP1... 332kDa 1 s @0 04 Homosspiens O @ @ @ @ ©0O0@@® O O 13268 1.39E8
<pI043707IACTNA_HUMAN Alpha-actinin-3 OS=Hom... sp|Od... 105 kDa 1 By Homosapiens @ @ e o e o ems [ seiEs |
a 5J: Z\\I{$ t 7'\ 5EIIE sp|QST4S7|UBRA_ HUMAN E3 ubiquitin-protein ligase .. sp|Q5.. 574 kDa 1 49 ®100% Homo sapiens ) e O eeoe oOe 8.93E7 B.06E7
d‘ 5p|P11366]TOP2A_HUMAN DNA topoisomerase 2-alp... splP1... 174 kDa 1 “  ®100% Homo sapiens LXK [¢) @ O® | 4w | | 448
p[P18206|VINC_HUMAN Vinculin OS=Homo sapiens .. splP1... 124kDa 1 B @0 Homosapiens O @ @ @ @ © 0 0 @ O @ [IITEsEERII [ s
Visualize 5pP12814/ACTN1_HUMAN Alpha-actinin-1 OS=Hom... sp|P1... 103kDa 1 45 Ae% Homosapiens O @ @ @ @ OO @ o 17768 1.68E6
'<p|QaNR30|DDX21_HUMAN Nucleolar RNA helicase 2... sp|Q9... 87 kDa 1 N @00% Homo sapiens LN O ee oo |[NNSTENN NssiEE
5p|Q3P2ESIRRBP1_HUMAN Ribosome-binding protei. 1 4 ®100% Homo sapiens 00 L) o L) ® 0 1.2268 1.04E8
'5p|QBBUP2|KTN1_HUMAN Kinectin OS=Homo sapien. 1 i 100% Homo sapiens e o e e} 1.24E8 1.00E8
5p|075533(5F381_ HUMAN Splicing factor 38 subunit. 1 0 ®00% Homosapiens @ @ ® o 2.6688 24268
Analysis <p|P24932|HSP74_ HUMAN Hest shock 70 kDa protein. 1 3 @100% Homo sapiens ° e 00 e o | seEs | sssEs
5p|P26839|SYTC_HUMAN Threonine--tRNA ligase, cyt. 1 38 @100% Homo sapiens ® (o)) 0@ | amEe || o
sp|QI4152/EIF3A_HUMAN Eukaryotic translation initi... 1 2 @100% Homo sapiens oe O @@ O O NiEssi sz
spIP22102[PUR2_ HUMAN Trifunctional purine biosyn... 1 37 @100% Homo sapiens LX) [ X) ©® @ | seke | | sacke
5pIPS0390[TCPQ_HUMAN T-complex protein 1 subun. 1 % ®00% Homosapiens @ @ e 00 e oo |NNNEENN NEEE
Publish spIP78371[TCPB_HUMAN T-complex protein 1 subuniu. 1 35 @100% Homo sapiens LX) ® 00 ) I 7see | sedEs
5plQ04637]IF4G1_HUMAN Eukaryotic translation initi... 1 34 Homo sapiens. ) o ee o | asses | 4798
10.0% FOR (sttsined) sp|P14625[ENPL_HUMAN Endoplasmin OS=Homo sa. 1 M @00% Homo sapiens LX) oo0ee o N X = H R A v/ - T
“BT'F“ spIP0B7282C7_HUMAN Keratin, type Il cytoskeletal 1 3 @100% Homo sapiens. e e o0 e o o zmes | 288
’ plPOOSSEPGKT HUMAN 1 1 0 @100 Homosapiens @ @ @ XX ] O @  [aseEs U [amEs
pIPOGT33(ENOA_HUMAN Alpha-enolase OS=Homo.... 1 0 @00 Homosapiens @ @ cocee oo [NNTGENNN NENSGEGN
10.0% FOR (attainec) 5p|QSUIPORIFT_HUMAN Telomere- associated protein. 1 2% @100% Homo sapiens LX) e ee o 20767 I X 2 A
s30T e — B = = = P = s
0 Decoys

IN




B

MATRIX
SCIENCE K.K.

—\\

5 —

YEXY) 1A A

LUTFTOWITNH DIREZENRE
- XZ1—®OMFile -> New
- Ctrl + N
- XZ1—/\—TFICHD7A4A 2 =01)vo

[£] Load Data

______ Search! v Analysis v Advanced
Please choose a workflow &) Help me choose
(®) Search against a FASTA database or existing reference library

() Create a reference library and search against it

Experimental Data Search Parameters

w Load Workflow From File--* Save Workflow As---

Click to expand |

Some required fields are missing

Load Data

Cancel
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@ workflow : elibfER & EENU T 2R R RN ZFNUAD
Search a reference library : BS54 73— &R EEH

Create a chromatogram library and search against it :
2 PSR R

@ 1TV FVINOEEFIDIEE

EFRERENEET ST 71 (elib, dlib, blib, fasta)&. E1IC
WY BEFIT—IR—Z (fasta) ZEiR

@ parameter

Fragmentation :

CID/HCD/ETDM5#ER, ZEE T D14V —X

Precursor / Fragment / Library Fragment Tolerance :
IEREE AR NV T —9 E DR EEHFH

Digestion Enzyme : RTFRYIEFAE

Peptide Length : BRENRETEIRTFRORT
Peptide Charge :RBREWNRETEIRTFROER

Max Missed Cleavages :

HSRAR T T RMEDIR, YIMNRO 7 S /B AEERR UL
RTFREERT DD DERE

Modifications: ZEJ 21&Ef

8] Load Data

¥ Search |« Analysis | Advanced

Please choose a workflow @) Help me choose

@) Search a reference library

Create a chromatogram library and search against it

Save DIA Filesin...  Choose.

v Experimental Data Search Parameters

> 251K13

> P.14

Click to collapse T

Experimental Data Search Parameters
V Reference Library v saccharomyces_cerevisiae_prosit_generated_library.diib

v Protein Sequence Database |+ saccharomyces_cerevisiae_reviewed_uniprot. fasta

¥ 1 Experimental Data File | Add Remove

> XAT1R11

v Fragmentation HCD Higher-energy collision dissociation
v Precursor Tolerance w0 2 [ppm  ~
v Fragment Tolerance 10 3 ppm v
v Library Fragment Tolerance 10 | ppm v
+ Digestion Enzyme | Trypsin v
v Peptide Length & S amino acids
v Peptide Charge | 2 ok
¥ Max Missed Cleavages 18
Modifications

Please click the Edit button and edit the medification details for proper annotation
Edit...

Name Mass Neutral Loss AA Terminus

Carbamidom...  57.021484 o c None Fixed

These modifications were detected in the library and will be used for peptide identification.

v Peptide FDR Threshold | 0.01
Data Acquisition Type
@) Non-overlapping Windows

Overlapping Margins Da
Staggered Windows

Precursor Window Size

®) Determine from raw file

Precursor window of

@ | Load Workflow From File. Save Workflow As...

Load Data Cancel

@ Peptide FDR Threshold :
RTIFROEIEEEE(E, FDRDIE

® Data Acquisition Type
DIADBIE TDPrecursor Isolation Window -1 [CDWLT
DROR% 251 RICHEEREAR ]
- Non-overlapping Windows :
RO 7 — /=S TR
- Overlapping Margins :
WHEDA—N\—Zv SHEEh 525 (EEIEE)
- Staggered Windows :
windowfBiEH 29 DI NIZAIEEENE

® Precursor Window Size

DIADBIEWIndow [CXd BERE BEILraw I 7-1)VIC
EMNEBREZDEFFA

@ Experimental Data File
BRENREBBraw I 71 IV EER

8] Load Data

v Search | v Analysis | v Advanced
Please choose a workflow ) Help me choose

@) Search a reference library

(Create a chremategram library and search against it
Save DIA Filesin..  Choose,
v Experimental Data Search Parameters
Experimental Data Search Parameters
¥ Reference Library ¥ saccharemyces_cerevisias_prosit_generated_library.diib
¥ Protein Sequence Database |+ saccharomyces_cerevisiae_reviewed_uniprot. fasta

v Fragmentation HCD Higher-energy collision dissociation
v Precursor Tolerance w0 & ppm v
v Fragment Tolerance 10 3 ppm v
v Library Fragment Tolerance 10 | ppm v
+ Digestion Enzyme | Trypsin v
v Peptide Length & - 30 amino acids
v Peptide Charge | 2 ok
¥ Max Missed Cleavages 1¢
Modifications

These modifications were detected in the library and will be used for peptide identification.
Please click the Edit button and edit the modification details for proper annotation.

Edit...

Name Mass Neutral Loss AA Terminus

Carbamidom...  57.021454 o c None Fixed

+ Peptide FDR Threshold 0.01
ita Acquisiion Type
®) Non-overlapping Windows
Overlapping Margins Da
Staggered Windows

> X511k

Precursor Window Size
®) Determine from raw file

Precursor window of

@ | Load Workflow From File. Save Workflow As...
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Click to collapse |

¥ 1 Experimental Data File | Add Remove

File
S0min_DDA_HEK293_200ng_T.raw

@

9,10

Load Data Cancel 8
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>sp | AZBOBO| ACTG XENLA Actin, cytOD\aSm 2 03=Xenopus laevis GN=ac T
MEEE 1ALV DNGSGNCKAGF AGDDAPRAVFPS T VGRPRHOGYMYGHGCKDSYVEDEAGSKRG IL 1

DMEK 1 WHHTF YNELRYVAPEEHPYLL TEAPLNPKANREKMTO IMFE TENTPAMYVAT QAVLSL YASC

HTVP 1 YEGYALPHAILRLDL AGRDL TDYLMK [LTERGYSF TTTAERE I VRD [KEKLCYVALDFECE -
ELPDGQY I TIGNERFRCPEALFOPSFLGMESCG IHE TTFNS IMKCDVD IRKDLYANTVLSGGTTMY
APSTMKIK [ [APPERKYSVWIGGS ILASLSTFOOMNISKOEYDESGPS 1 YHRKCE

>sp |A20070|EF1AT HORSE Elongation factor 1-alpha 1 0S=Equus cabal |
MGKEKTHINI YV 1GHVOSGKSTTTGHL I YKCGG 1 DKRT IEKFEKEAAEMGKGSFK YANVLDKL KAE
ETSKYYVT [ 1DAPGHRDF IKNMITGTSOADCAVL [ VAAGYGEFEAG I SKNGOTREHALLAYTLGVE
PYSOKRYEE [VKEVSTY IKK IGYNPDTYAF VP TSGANGDNMLEPS ANMPWFKGHKVTRKDGNASG
PTOKPLRLPLODYYK GG IGTYPYGRYE TGYLKPGMVYTFAPYNYTTEVKSYEMHHEAL SEALPGL
RRGNVAGDSKNDPPVEAAGF TAQY 1 ILNHPGQTSAGYAPYPDCHTAH | ACKF AELKEK IDRRSGKK
TVOMYPGKPMCVESTSDYPPLGRF AVRDVRATVAVGY IKAVDKK AAGAGKYTKSACKACKAK

s

. 3
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Retention Time (min)
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% of base peak
¥ 8

ELIB
DIA) RT +

FASTA

* BT P 1)L
m/zDE—=D(i&

NAZND FU
E-2UX

*BIN SRR EEER
UTERHESNEANRD B

T—4 (DLIB) Bf#EATED, DLIBDY # —V v FFELIBERE

G

&ifA : Prosit CEREN7Z517 5. DLIB

Library Creation Parameters https://support.proteomesoftware.com/hc/en-
_ . o o us/articles/360035151172-Prosit-Derived-Spectral-Libraries-for-
T S T S T T T ESS S S 5 e s T S g Uy ey ey

o ’ ! o e ' Scaffold-DIA-Searches

your settings please contact us.

Parameter Setting
Charge Range 2-3
Maximum Missed Cleavages 1
m/z Range 396.4-1002.7
Default NCE 33
Default Charge 3

Featured Libraries

Goronavirus reference
Download Goronavirus only DLIB (1.9 MB)

Download Goronavirus plus Human (pan human) DLIB (259 15)
Download Goronavirus only FASTA - 13 entries

Download Goronavirus plus Human FASTA - 20,350 entries

Available Libraries

Arabidopsis thaiiana
Download Arabidopsis thaliana DLIB (1.2 GB)
Download FASTA file accessed 10/22119 - 15,896 entries

Caenorhabditis elegans
Download Caenorhabditis elegans DLIB (380 MB)
Download FASTA file accessed 10/23/19 - 4,089 entries

Danio rerio
Download Danie rerio DLIB (250 MB)
Download FASTA file accessed 10/22/19 - 3,125 entries

Drosophila melanogaster
Download Drosophila melanogaster DLIB (365 MB)
Download FASTA file accessed 10/22/19 - 3,586 entries

i (Strain K-12)
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The Combined Workflow

For the highest quality identifications, Scaffold DIA can create a
library. A pooled sample is searched with XCorDIA and the
resulting ELIB is used to extract and quantify peptides from

experimental samples.

N samples
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Analysis¥ 7. Advanced % 7. BR\);AABEE

¥4 Load Data

| £ Load Data

Search [V Bnalysis| v Advanced

Shared Evidence Clustering

Perfect shared evidence protein groups
[[] Moderate shared evidence clusters

7] Any shared evidence clusters

¥ Tareet Protein FDR 105 FDR

¥ Minimum Number of Peptides i

(7] Load Workflow From File==* Save Workflow Hg e+

Analysis
- P.18

¥ Search ¥ Analysis ¥ Advanced

Processin g Directory

9 Help

®) Create a subfolder for intermediate files and remove it upon ¢

v C¥temp

Create a subfolder for intermediate files and retain it
Write intermediate files directly to this location
¥ Minimum Number Of Quant lons | 3

v Maximum Number Of Quant lons | 5

¥ Percolator Training Set Threshold | 0.001

¥ Filter RT

ompletion

min

Advanced
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Some required fiekis are missil a' N 't GDIE E Ei@&) T 7:)\ 15 [ Loa d

Load Data Cancel

Datalh9y %7

Conce
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Normalization

Sample 1 (188 values) Sample 2 (202 values) Sample 3 (543 values)
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