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£ (U The Evosep One combined with the Agilent 6495C represents a highly sensitive Boost in performance with Whisper Ultimate sensitivity for targeted proteomics in single cells
=) and robust high throughput platform for targeted proteomics applications.
L (Y) Reproducible quantification of HelLa proteins at concentrations down to 62 pg peptide load.
o) Assay quality check High sensitivity with Whisper Flow Technology
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Both the Whisper 40 SPD and the standard 60 SPD method provided excellent linear curves spanning three We challenged the assay by applying it to sorted single cells, where ultimate sensitivity is needed. HEK293 cells
orders of magnitude with Pearson correlations above 0.99. From the 51 succesful calibration curves, the Whisper were sorted in triplicates, harvested and digested using the cellenONE and peptides were transferred to the Evotip.
method provided the best overall linear performance and a median 4 fold gain in intensity compared to 60 SPD.
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We designed an assay targeting 59 peptides, covering 31 proteins utilizing 177 transitions in total. Retention I_FO_eITS IIn ; as‘Stahy  amon: eI?'et . I(I)n I z ¢ ~ Our selected protein targets include cell cycle markers and S100 proteins of clinical relevance. As these are
time stability was excellent with an average retention time standard deviation of 5-6 seconds with both clinical Feievanee, tus among Nistones, cefl ycle S 3 o s, detected E iove tg fina studi y be initiated f | P ber of sinale cells taking th
methods based on six BSA peptides. markers and S100 protelns. Furthermore, .the copy S 2 Highlightod orofoine etected, we believe interesting studies can be Initiated from a larger number of single cells taking the
number of the proteins selected representing a e 1 are Zﬁ or heterogeniety into account.
p 20 Peptide Std dev. (sec) wide range of abundance in Hela. 0 0 |
200 E® LGEYGFQNALIVR 5.1 sec Cell 1 Cell 2 Cell 3 | .. Blank w. CellT g Cell 2 o Cell 3 |
£ LVNELTEFAK 3.6 sec 1o ST | - T ool |
800 E % ‘é 10 HLVDEPQNLIK 3.0 sec ACTB (Copy number ~4E7) - DSYVGDEAQSK S100A4 (Copy number ~1E7) - TDEAAFQK S1PBP (Copy number ~6000) - EDGLSPNESK S I {I | ‘ 2 g o | “ g a0 |
@ o S 000000000000000000000000000000 . ) 8.0E6 2_ 1.2E5 : B E gjzzz £ am |
w g 5 ®ecccesccscessensccsccccsccess | YICDNQDTISSK 4.6 sec 3.0E6 | | © Whisper 40 SPD =l * Whisper 40 SPD M 1.0E5 | | oober40SPD i T et Lt : o el
500 L 000,000, 000000ss00ccnrenans, TCVADESHAGCEK 9.2 sec o ©60SPD - o 6.0E6 ® 60 SPD /,//’ - 8.0E5 ® 60 SPD //’/ Retention time Retention time Retention time Retention time |_ - _Reti\titﬂtirie o R_eten_tion_timi B _I-chr-\ti_on-tiné_ B _-Riténﬂbnjme_- B _I
F 0 Average retention time std. dev: 5.1 sec g 2 - O E6 g :LEJ . P )
S 500 g ————— x . x 4.0E6 e x 6.0E5 S100AG - LIQNLDANHDGR (Copy number ~1EB) GEMI - ENPSSQYWK
E = 9 amol - 200 fmol BSA (3 reps per load, n=30) &, 1 OE6 = ‘ & Sf 4 0E5 ///; . . |
® . . i . T . . . e Blank ell 1 ell 2 _ Cell 1 Cell 2
£ 400 - o Retention time stability across 30 replicate injections with 60 SPD. R2 = 0.9999 2.0E6 . Lo . oy bt
2 3 ==z T — o - REm099e, 2.0E5 |-~ R = 0.9985 :
200 0.0E0:( 5 i il 0.0E0Q |yt bl 0.0E0 L0t ... == = | SOl
| E 30 Peptide Std dev. (sec) 01 10 100 o1 10 100 o 1] 10 100 JA | oL e TRAA_
200 ﬁ - /E\ 25 000000000000000000000000000000 [gll\EAYEgFgﬁIIZ\{?VKR %g ggg __f_.»—"'// \‘\\ Peptlde load (ng) “_,»""/‘” \“\\ Peptide load (ng) "_.——""/“— \“\.\ Peptide load (ng) Retention rtimre Retentionmtime Retenti:::time Retention time | Retentibn Iime Re::-:tionzt?-i;e ;:M;Reti:-ritioffiim:;&4 25;:::ni‘:;r\26tim2:
. | | % 20 ©0000000000000000000,000000000 LVNELTEFAK 9.3 sec ) OE4 R2 = 0,998§/,’ 6000 R2 = 0.9991 200 R? = 0.9224
= E..”f = E .g 15 000000000000000000000000000000 HLVDEPQNLIK 7.5 sec g . 8 /” 8 ,,. RN115 - SLNGEDSTR (Copy number ~4,000) IEA4 - VLITTDLLAR
A | nys < < Z 4000 z
U 15 20 % 30 £ 10 | "efccceseceecescetossoctocete | YICDNQDTISSK 7256 g 104 e R = 0.994 3 e g 100 _R?=0.9146 g o O q O w, OOl : T U B S :
Retention Time & 5 | eeeescccccccccccccccccsscssess | TCVADESHAGCEK 3.9 sec = _099. a 2000 7 5_:_9;??_6. 0 e : 3. ill g A | g g o | g |
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Retention time stability across 30 replicate injections with Whisper 40 SPD. Calibration curves for Hela dilution series for proteins ACTB, S100A4 and S1PBP with 60 SPD and Whisper 40 SPD methods. Extracted XICs representing clinical relevant proteins in blank sample and single cells. Extracted XICs representing cell cycle markers in blank sample and single cells.
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