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lonization Methods
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lonization Methods - ESI




lonization Methods - ESI

- Low transfer of ions I

- Soft ionisation technique s

- Adducts with mobile phase 9:":.

- lon suppression ) .':.

- Sensitivity dependent on structure



lon suppression study

- Online postcolumn injection STD

Samples
2 UL

1000 bar 50x 2.1 mm

0.5 ml/min

40 C

10 pL/min

- Ratio Sample/STD

| . -1
lon suppression % = {1— d Inhlank b'a”k}xlOO

I std in MeOH



Stanoveni TKI LC-MS/MS

Plasma - deproteinace MeOH 1:10, ACQUITY UPLC®BEH C18 (Waters) 1.7 um, 2.1 x 50 mm
MF: A) NH,COOH, B) MeOH; 83 % A (1.0 min) => 50 % A (2.1 min); 40 °C, 0.5 ml/min,

350 => 450 bar, MS: ESI+, LOD: 1.2 ng/ml, celkovy ¢as: 3,2 min
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Stanoveni ribosidii PDNS LC-MS/MS

Moc¢ naredéna MF na 0,5 mM kreatinin; Kinetex C18 (Phenomenex); 2.6 um, 2.1 x 150 mm
MF: A) NH4FA (20mM, pH 3.5), B) MeOH; 100 % A (1.0 min) => 50 % A (5.0 min)
40 °C, 0.15 ml/min, 150 => 200 bar; MS: ESI+, 4500 V, 500 °C, 50 ms
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Stanoveni TKI FIA-MS/MS

Plasma - deproteinace (MeOH+D8IMA), sonifikace, vortex, zamrazeni, centrifugace
MF: MeOH + FA, 300/30 ul/min, 80/10 bar; celkovy ¢as analyzy: 45 s
MS: ESI+, 4500 V, 300 °C, 200 ms; LOD: 9.2 ng/ml
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Stanoveni AMK a AK FIA-MS/MS

DBS - deproteinace (MeOH+IS), vortex, centrifugace

MF: MeOH + FA, 300/30 ul/min, 80/10 bar; celkovy ¢as analyzy: 55 s

MS: ESI+, 4500 V, 300 °C, 70 ms; LOD: 5 nM/L ;0010 uM/L
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Kapilara
(4500 V, N2)

vstup z LC
Zhavici
valec Q Q2 (N2) Qs fotonasobic
(750 °C, N2) fokusace analyzator Kolizni cela analyzator
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MRM = multiple-reaction monitoring

- Rozliseni
- Dwell time = ¢as méreni prechodu // pocet prechodl (analytl) // pocet bod(l na peak

- Lower sensitivity for small Mw

" MRM prechod

D
Ql Q2 Q3
Vybér prekurzorového Fragmentace Vybér produktového iontu

iontu



Stanoveni nukleotidd (LC-MS/MS)

Fibroblasty - deproteinace (MeOH), Luna NH2 - ANP, (Phenomenex) 3.0 um, 1.0 x 150 mm

MF: A) NH,Ac, B) MeOH; 0 % A (1 min) => 95 % A (30 min); 30 °C, 50 pl/min, 200 bar

MS: ESI-, -4500 V, 500 °C, LOD: < 0.1 uM, celkovy ¢as analyzy: 35 min
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305.5/96.5 Da ID: ST293 - dCMP From
322.8/96.9 Da ID: ST140 - UMP from 5
346,9/96,9 Da ID: 5T265 - IMP from 5
402,0/158.,7 Da ID: ST267 - COP from
425,9/158,8 Da ID: ST280 - dGOP from
466,8/158,5 Da ID: ST282 - dUTP from
489.8/155.7 Da ID: 5TO71 - JATP From
506.5/159.0 Da ID: ST266 - ITP from £
578.9/402.9 Da ID: 5T289 - UDP-glucy
612,9{321.8 Da ID: 5T301 - CMP-N-ao
743.8/407.9 Da ID: 5T290 - MADPH Fro
306.8/96.8 Da ID: ST281 - dUMP From
329.9/194.6 Da ID: ST279 - dAMP fron
361.9/96,7 Da ID: ST262 - GMP from 5
403.0{158.6 Da ID: 5T274 - UDP fram
426.9/155.9 Da ID: 5T264 - IDP from <
4580.5/158.5 Da ID: 5T100 - dTTP from
490,9/153.6 Da ID: 57299 - dITF from
521.9/158.7 Da ID: 5T263 - GTP from !
587.9/158.7 Da ID: 5T297 - GDP-L-fuc
662,9/540.2 Da ID: 5T271 - MAD Fror
7584.0{345.8 Da ID: 5T292 - FAD from
320,8/96,9 Da ID: STO99 - dTMP From
345,9/96,9 D3 ID: STOS2 - dGMP From
385.8/158.7 Da ID: 5T298 - dCOP From
409,8/158.7 Da ID: ST275 - JADP fron
441,9/149.2 Da ID: 5T261 - GDP from
481.8/158.8 Da ID: ST257 - CTP from !
505.8/158.7 Da ID: STO7Z - dGTP From
564.9/322.8 Da IDt 5T275 - UDP-gluco
603.9/424.0 Da ID: 5T291 - GDP-manr
663,9/407.7 Da ID: ST149 - MADH Fror
321.8/96.8 Da ID: 5T288 - CMP from 5
345.9/96,7 Da ID: ST135 - AMP from 5
400.9/158.6 Da ID: 5T095 - ITDP From
425.5/158.8 Da ID: 5T234 - ADP from
465.5/155.9 Da ID: 5T031 - dCTP From
482.8/158.8 Da ID: 5T276 - UTP from
505.9/158.7 Da ID: 5T106 - ATP from !
564,9/96,5 Da ID: 5T295 - UDP-D-gala
605,9/354.8 Da ID: ST300 - UDP-M-ace

742,9/620,8 Da 1D 5T272 - NADP+ fre
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Stanoveni TKI LC-MS/MS

Plasma - deproteinace MeOH 1:10, ACQUITY UPLC®BEH C18 (Waters) 1.7 um, 2.1 x 50 mm

MF: A) NH,COOH, B) MeOH; 83 % A (1.0 min) => 50 % A (2.1 min); 40 °C, 0.5 ml/min, 1uM

Dwell time: 2 ms

, Dwell time: 100 ms
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