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Simultaneous profiling of protein phosphorylation and glycosylation is very important to elucidate the bio-
functions of these proteins. However, simultaneous enrichment of glyco- and phosphopeptides is the
bottleneck in proteomics because of the low abundance of these species and ion suppression from
non-modified peptides in mass spectrometry (MS). In this study, Fe>* immobilized hydrophilic interaction
chromatography (HILIC) materials (termed polySD-SiO,, recently reported in our lab) and polySD-SiO; in
the HILIC mode were employed for the simultaneous enrichment and subsequent separation of glyco-
and phosphopeptides. The Fe** immobilized polySD-SiO, could selectively enrich glycopeptides and
phosphopeptides and the co-enriched peptides were further fractionated with polySD-SiO, in the HILIC
mode. With the established method, glyco- and phosphopeptides were well enriched and divided into
two fractions even from tryptic digests of a-casein, fetuin and BSA at a molar ratio of 1:2:400.
Application of the established method to Hela cell lysate resulted in a total of 1903 phosphopeptides
and 141 glycosylation sites. These results demonstrate that the established method could selectively and
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1. Introduction

Protein phosphorylation and glycosylation are two types of most
significant post-translational modification (PTM), which take
part in the regulation of many vital biological processes.'
Reversible protein phosphorylation modulates cellular
processes such as cell cycle and signaling.> Protein glycosylation
is related to tumor invasion and metastasis, cell adhesion, and
immune response.’ The terminals of glycans in glycoproteins
are often modified with sialic acids (SAs).** Increasing evidence
shows the increased expression of sialylated glycoproteins on
the surface of tumor cells.® Changes in the level of sialylation
interplay with alternation in phosphorylation.”® Therefore, to
further elucidate these biological processes of protein phos-
phorylation and glycosylation at the molecular level, it is very

“Department of Gastrointestinal Surgery, Union Hospital, Tongji Medical College,
Huazhong University of Science and Technology, Wuhan 430022, China
*Department of Breast and Thyroid Surgery, Union Hospital, Tongji Medical College,
Huazhong University of Science and Technology, Wuhan 430022, China. E-mail:
union.bzhang@aliyun.com

‘Department of Breast and Thyroid Surgery, Huangpi People's Hospital, Jianghan
University, Wuhan 430300, China
T Electronic  supplementary
10.1039/d0ra01048k

1 These authors contributed equally to this work.

information  (ESI) available. See DOI:

22176 | RSC Adv, 2020, 10, 22176-22182

simultaneously enrich and fractionate glyco- and phosphopeptides from complex peptide mixtures.

essential to simultaneously profile these two kinds of PTMs in
biological and clinical samples.

Mass spectrometry (MS) is the method of choice for profiling
protein phosphorylation and glycosylation. However, enrich-
ment of PTM-peptides is always required prior to MS analysis
owing to the low abundance of PTM-peptides in complex
samples and ion suppression effect resulting from non-
modified peptides in MS. Therefore, continuous efforts have
been endeavored to enrich individual subset of PTM-peptides in
order to reduce the complexity of samples. The commonly used
methods toward phosphopeptide enrichment include immo-
bilized metal ion affinity chromatography (IMAC),® metal oxide
affinity chromatography (representative with TiO, and
Zr0,),"** and hydrophilic interaction chromatography
(HILIC)."> Meanwhile, lectin affinity chromatography,"*'* TiO,
(ref. 15-17) and HILIC*** have been used for glycopeptide
enrichment. During the last decade, HILIC materials have made
tremendous progress and widely applied to enrich glycopep-
tides in the form of Carbon-based materials,* polymers*' and
ZIC-HILIC.*»*?

In recent years, several materials have been developed and
applied to simultaneous enrichment of phosphopeptides and
glycopeptides. These materials include metal oxide affinity
chromTiO,/TiO, (ref. 17, 24 and 25) derivatives, IMAC*** and
HILIC.*****° Even though these materials could be used to

This journal is © The Royal Society of Chemistry 2020
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simultaneously capture both phosphopeptides and glycopep-
tides, these two PTM-peptides are co-eluted from materials,
which are still very complex to be analysed with MS. To reduce
the complexity of the samples, the second dimensional sepa-
ration has been employed with HILIC columns or reverse phase
liquid chromatography. For example, phosphopeptides and
glycopeptides were enriched with TiO,; After the treatment of
PNGase F overnight, phosphopeptides and the deglycosylated
peptides were subsequently fractionated with HILIC.***
However, phosphopeptides and the deglycosylated peptides
could be found in each HILIC fraction. The sever overlap of
phosphopeptides and deglycosylated peptides in HILIC origi-
nates from the insufficient hydrophilicity differences between
PTMs peptides. Moreover, removal of glycans is carried out
under basic condition overnight, which leads to hydrolyze of co-
existing phosphopeptides. Thus, it will be ideal that phospho-
peptides are separated from intact glycopeptides before the
deglycosylation step.

In our previous study, we synthesized bioinspired polymers
Ser-Asp (SD) modified silica (denoted as polySD-SiO,) to enrich
glycopeptides.* In this article, we incorporated iron ions onto
polySD-SiO, materials and used Fe** immobilized polySD-SiO,
to simultaneously enrich phosphopeptides and glycopeptides.
Then the co-enriched PTM-peptides were further separated into
phosphopeptides and intact glycopeptides fractions with pol-
ySD-SiO, under HILIC mode (Scheme 1). This method was
validated with the tryptic digests of the phosphoprotein,
glycoprotein and non-modified protein and even HeLa S3 cell
lysate.

2. Experimental
2.1 Materials and reagents

Bovine fetuin, a-casein and bovine serum albumin (BSA),
ammonium bicarbonate (NH,HCO;), glycolic acid, guanidine
hydrochloride, dl-dithothreitol (DTT), iodoacetamide (IAA), and
peptide N-Glycosidase F (PNGase F) were obtained from Sigma-
Aldrich (St. Louis, MO, USA). Sequencing grade trypsin was

3
75% CH3CN|
in1% TFA

“ Glycopeptides

@ Ye3+ immobilized polySD-SiO2
W Phosphopeptides

& Unmoditied peptides T polysp-5i0:

Scheme 1 The process of simultaneous enrichment and subsequent
separation of phosphopeptides and glycopeptides with Fe** immo-
bilized polySD-SiO, and polySD-SiO..
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purchased from Promega (Madison, WI, USA). Trifluoroacetic
acid (TFA) was obtained from TEDIA (Fairfield, USA). Acetoni-
trile (ACN) was purchased from Merck (Darmstadt, Germany).
Acetic acid and formic acid (FA) was obtained from Acros
Organics (Geel, Belgium). Ammonium hydroxide was purchased
from Fluka (Buchs, Switzerland). GELoader tips were purchased
from Eppendorf (Madison, WI). Water was prepared with
a Milli-Q system (Millipore, Bedford, MA, USA).

2.2 Synthesis and characterization of Fe** immobilized
polySD-SiO,,

The previously prepared polySD-SiO, (500 mg) were suspended
in water and washed twice with 1 mL 50 mM EDTA in 1 M NaCL
After centrifugation, the supernatant was removed and the
remaining materials were incubated with 1 mL 0.1 M FeCl; in
0.1 M acetic acid. After incubation of 1 h, the suspension was
centrifuged and the pallet was subsequently washed with 1 mL
1 M NaC and 0.1 M acetic acid. After washing with water, the
materials were dried under 60 °C. X-ray photoelectron spec-
troscopy (XPS) was obtained with a VG Multilab 2000. Scanning
electron microscopy (SEM) spectra were recorded on a Hitachi
S-4800 SEM.

2.3 Trypsin digestion of proteins

Each standard protein (1 mg) was dissolved in 100 pL of 6 M
guanidine hydrochloride/50 mM ammonium bicarbonate. The
denatured protein solution was reduced with 5 pL of 200 mM
DTT/50 mM ammonium bicarbonate for 45 min at 56 °C. Free
sulfhydryl groups were alkylated with 20 puL of 200 mM IAA/
25 mM ammonium bicarbonate and followed by incubation for
30 min at room temperature in the dark. The solution was
diluted to 1 mL with 25 mM ammonium bicarbonate, mixed
with trypsin at an enzyme/protein ratio of 1:20 (w/w) and
incubated overnight at 37 °C. The digestion was stopped by
adding 10% formic acid at the final concentration of 1%.

2.4 Enrichment of phosphopeptides and glycopeptides with
Fe*" immobilized polySD-SiO,

Fe’" immobilized polySD-SiO, (2.0 mg) was slurried in 40 uL of
ACN and pushed into a GELoader tip. The micro-column was
equilibrated with 40 uL of loading buffer (80% CAN/5% TFA).
The tryptic peptide mixture was dried, redissolved in 40 pL
loading buffer and loaded onto the Fe*" immobilized polySD-
SiO, packed micro-column. The absorbed peptides were washed
twice with 40 uL of 80% ACN/5% TFA, and eluted with 40 uL of
1.0% ammonium hydroxide. The elution fraction was immedi-
ately acidified with 1% FA.

2.5 Separation of phosphopeptides and glycopeptides with
PolySD-Si0,

PolySD-SiO, packed micro-column was used to separate phos-
phopeptides from glycopeptides. Elution fraction from Fe**
immobilized polySD-SiO, was dried and redissolved in 40 pL of
80% ACN/5% TFA. For micro-column packing, 40 pL of ACN
slurry/the PolySD-SiO, (2.0 mg) was packed into the GELoader
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tip. After washing with 40 pL of 50% ACN/0.1% FA, the mirco-
column was equilibrated with 40 pL of 80% ACN/5% TFA.
Then, the peptides were loaded onto the column and the flow-
through was collected. The micro-column were rinsed twice
with 40 pL of 80% ACN/5% TFA and eluted with 40 puL of 50%
ACN/1% TFA. The phosphopeptides were obtained by pooling
the flow-through and eluant from 80% ACN/5% TFA. The
glycopeptides fraction resulting form 50% ACN/1% TFA was
dried and redissolved in 40 puL of 50 mM NH,HCO;. After
addition of 2 unit of PNGase F to glycopeptides solution, the
solution was incubated overnight at 37 °C.

HeLa cells culture, protein extraction and protein digestion
were carried out by using the reported methods.*” The phos-
phopeptides and glycopeptides were enriched with the above-
mentioned method.

2.6 Enrichment and separation of phosphopeptides and
glycopeptides with the reported method

For the simultaneous enrichment of phosphopeptides and
glycopeptides, TiO, based method was applied as described
previously.®* The eluates from TiO, were deglycosylated with 2
unit of PNGase F. After deglycosylation, the peptides were
desalted and subsequently subjected to HILIC mirco-column
packed with TSKGel Amide materials (3 pum particle size,
Tosoh Bioscience). The mirco-column were eluted with 40 uL of
75% ACN/0.1% TFA and eluted with 40 uL of 50% ACN/0.1%
TFA, respectively.

2.7 Validating the established method

To investigate the recovery of the established method, stable
isotope dimethyl labeling protocol was followed.** The standard
monophosphopeptide (peptide sequence: HpSPIAPSSPSPK, p:
phosphorylation site), diphosphopeptide (peptide sequence:
HpSPIApPSSPSPK, p: phosphorylation site) and a glycopeptide
(peptide sequence: KVANKT, N: glycosylation site) were used in
this experiments. Each standard peptide was dissolved in
sodium acetate buffer (0.1 M, pH 6) and mixed with formalde-
hyde (4% in water, 1 uL) and formaldehyde-D2 (4% in water, 1
uL), separately. After vortex for 5 min, the solution was then
mixed immediately with freshly prepared sodium cyanobor-
ohydride (260 mM, 1 pL). The mixture was vortexed again and
then allowed to react for 5 min. After the stable isotope dimethyl
labeling, the heavily labeled standard peptides were treated
with the established. Before the treated samples were injected
for MS analysis, the same amount of lightly labeled standard
peptides was mixed with the treated samples. The recovery was
calculated based on the intensity of lightly and heavily labeled
standard peptides.

2.8. MS analysis and data searching

The peptide fractions from digests of standard samples were
characterized with nano electrospray ionization (ESI)-
quadrupole time-of-flight (Q-TOF) tandem mass spectrometer
(Waters, Manchester, UK). Modified peptides from HeLa S3 cell
lysate were analyzed were analyzed by LTQ Orbitrap Velos
(Thermo, San Jose, CA) with Accela 600 HPLC system (Thermo,
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San Jose, CA). The peptides were loaded on a C18 capillary trap
column (150 pm i.d. x 4 cm) packed with C18 AQ beads (5 um,
120 A) by a void capillary as previous described. The peptides
were separated on analytical column (75 pm i.d. x15 cm)
packed with C18 AQ beads (3 um, 120 A). The mobile phases for
separation were 0.1% FA in water and 0.1% FA in ACN, the flow
rate was 200 nL min~' for LC-MS/MS analysis. The gradient
from 5 to 35% (v/v) ACN was performed in 150 min. The MS and
MS/MS spectra were collected by CID at 35% energy in a data
dependent mode that 1 MS scan from 400 to 1850 m/z with the
mass resolution of 60 000 at m/z 400 in the Orbitrap analyzer
followed with 20 MS/MS scans in the ion trap, respectively. The
dynamic exclusion repeat count was 1 with duration time of
30 s, the exclusion list size was 500 with exclusion time of 60 s,
and the charge state rejection function was enabled, with single
and “unassigned” charge states rejected.

The RAW files collected by Xcalibur 2.1 were converted to
* MGF by Proteome Discoverer (v1.2.0.208, Thermo, San Jose,
CA) and searched with Mascot (version 2.3.0, Matrix Science,
London, UK). Cysteine carboxamidomethylation was set as
a fixed modification of 57.0215 Da, oxidation of methionine,
deamidation of asparagine and phosphorylation of serine,
threonine and tyrosine were set as variable modifications. Up to
two missing cleavages of trypsin were allowed. Mass tolerances
were 20 ppm and 0.2 Da for the parent and fragment ions,
respectively. A false discovery rate of 1% was set at both the
peptide and site levels.

3. Results and discussion
3.1 Preparation of Fe** immobilized polySD-SiO,

The Fe** immobilized polySD-SiO, materials were prepared by
incubation of polySD-SiO, with FeCl;. The prepared materials
were characterized with scanning electron microscope (SEM)
and XPS. SEM images indicated that the materials maintained
their integrity after incorporating with Fe*" (Fig. 1a and b). The
XPS spectrum implies that Fe** has been modified on the pol-
ySD-SiO, (Fig. 1c). These results indicated that Fe*' ions
modified polySD-SiO, materials have been successfully
prepared.

3.2 Enrichment of phosphopeptides and glycopeptides with
Fe*" immobilized polySD-SiO,

To investigate whether Fe®" immobilized polySD-SiO, can
enrich glycopeptides, tryptic digests of sialoglycoprotein bovine
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Fig. 1 Characterization of Fe>* immobilized polySD-SiO, with SEM (a
and b) and XPS (c). (a and b) SEM image of materials before (a) and
after(b) immobilization wih Fe**.
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fetuin and bovine serum albumin at molar ratio of 1 : 100 were
used as model samples. The number of glycopeptide signals is
30 (detailed information of glycopeptides in Table S1t) with the
Fe** immobilized polySD-SiO, materials (Fig. S1t), which is
comparable to that reported with polySD-SiO.>® To further
enrich both phosphopeptides and glycopeptides, tryptic digests
of phosphoprotein a-casein and fetuin were used as model
samples. At first, the tryptic digests of a-casein and fetuin at
molar ratio of 1 : 3 were used to evaluate the prepared materials.
Fig. 2 demonstrates that the mass spectra of peptides before
and after treatment with Fe** immobilized polySD-SiO,. Before
enrichment with our materials, the mass spectrum was occu-
pied with signals of non-modified peptides. The signals of
glycopeptides could not be detected and only two phospho-
peptides could be observed (Fig. 2a). The poor signals of PTM-
peptides were mainly resulted from their low abundance.
After enrichment with our materials, the signals of glycopep-
tides and phosphopeptides dominated the mass spectrum
because the abundant non-PTM peptides were thoroughly
removed. A total of 7 phosphopeptide signals (detailed infor-
mation of phosphopeptides in Table S2t) and 20 glycopeptides
could be readily found (Fig. 2b). Even 200 molar folds of BSA
was mixed as interference with the tryptic digests of a-casein
and fetuin at molar ratio of 1 : 3, our materials maintained its
selectivity toward both glycopeptides signals and phosphopep-
tides. There are still 6 phosphopeptides and 19 glycopeptide
signals could be easily found in the mass spectrum (Fig. 3a).
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Fig. 2 MS spectra obtained from the tryptic digests of a-casein and
fetuin before (a) and after (b) treatment with Fe>* immobilized polySD-
SiO; (b). The tryptic digests were a-casein: fetuin at molar ratio of 1 : 3.
The phosphopeptides and glycopeptides are marked with green
asterisks and red circles, respectively.
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Fig. 3 MS spectra obtained from the tryptic digests of a-casein and
fetuin at molar ratio of 1: 2 : 400 after enrichment with Fe>* immo-
bilized polySD-SiO, (a) and separation with PolySD-SiO, (b and ¢). (a)
Phosphopeptides and glycopeptides enrichment with polySD-SiO,; b:
phosphopeptides fraction treated with Fe** immobilized polySD-SiO,
and PolySD-SiO,; (c): glycopeptides fraction treated with Fe*
immobilized polySD-SiO, and PolySD-SiO,; the phosphopeptides and
glycopeptides are marked with green asterisks and red circles,
respectively.

This result implied that Fe*" immobilized polySD-SiO, could
selectively enrich both glycopeptides and phosphopeptides.

3.3 Separation of phosphopeptides and glycopeptides with
polySD-SiO,,

After glycopeptides and phosphopeptides were eluted from Fe**
immobilized polySD-SiO,, these two species were further sepa-
rated with PolySD-SiO, under HILIC mode. In order to reduce
the retention of charged peptides and enlarge the hydrophilicity
difference between glycopeptides and non-glycosylated
peptides, 5% TFA was added to the mobile phases.*® The
tryptic digests of a-casein: fetuin: BSA =1 : 2 : 400 (molar ratio)
were treated with Fe®* immobilized polySD-SiO,. After the
treatment our materials, the high-abundance non-modified
peptides were efficiently removed and 7 phosphopeptide
signals and 16 glycopeptides were readily observed in the mass
spectrum of the eluates. After subsequent separation with pol-

ySD-SiO, under HILIC mode, phosphopeptides and
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glycopeptides were efficiently separated into two fractions.
Because the further separation reduced the complexity of
sample and also decreased the ion suppression effect in MS,
nine phosphopeptide signals and 22 glycopeptide signals were
easily detected in the mass spectrum of phosphopeptides
(Fig. 3b) and glycopeptides fraction (Fig. 3c), respectively.
Glycopeptides couldn't be observed in the phosphopeptide
fraction, while very low intensities of one triple phosphopeptide
(m/z = 1339.5343) were found in the glycopeptide fraction,
which might result from the strong electrostatic interaction
between the triple phosphopeptides and polySD-SiO, materials.
These results demonstrated that Fe** immobilized polySD-SiO,
enrichment coupled with PolySD-SiO, fractionation could effi-
ciently separate phosphopeptides and glycopeptides from the
peptide pool and further divide these two kinds of PTM-
peptides into two fractions.

3.4 Enrichment and separation of phosphopeptides and
glycopeptides with the reported method

We then compared the efficiency of previously reported method
toward phosphopeptides and glycopeptides.® At first, the
tryptic digests of a-casein: fetuin: BSA =1 : 2 : 400 (molar ratio)
were treated with TiO,. The phosphopeptides and glycopeptides
could be enriched with TiO, and 7 phosphopeptide signals and
12 glycopeptide signals could be detected (Fig. 4a), while some
non-PTM peptides could also be detected, such as peptide at m/z
7874.3626(2+). Then the enriched peptides from TiO, was
further deglycosylated with PNGase F to remove glycans. The
deglycosylated peptides and phosphopeptides were further
separated with TSKGel Amide mirco-column under HILIC
mode. Only 4 phosphopeptide signals and 4 deglycosylated
peptide signals were found in the 75% ACN/0.1% TFA fraction
(Fig. 4b), while there were still 2 multiple phosphopeptides and
1 deglycosylated peptides in the 50% ACN/0.1% TFA fraction. It
turns out that phosphopeptides and deglycosylated peptides
were co-eluted in both two fractions, which is consistent with
the previous report.*® Taking together the afore-mentioned
results, these data demonstrated that phosphopeptides and
deglycosylated peptides overlapped in these two fractions. It is
beneficial to separate phosphopepides and glycopeptides
before deglycosylation with HILIC column.

3.5 The validation of the developed strategy

To evaluate the recovery of the developed strategy, stable
isotope dimethyl labeling method were employed (details in 2.7
Validating the established method).** The average recovery was
85.2 £+ 3.2% (n = 3), 79.2 £+ 4.1% and 84.6 £ 2.3% (n = 3) for
standard momo-phosphopeptide, di-phosphopeptide and
glycopeptide, respectively. For comparison, the recovery of the
reported method was also performed, which separate phos-
phopeptides and glycan removed glycopeptides after TiO,
enrichment. It turned out that the recovery of the reported
method was much lower than that obtained with our developed
protocol. They were 53.3 + 1.8% and 62.9 + 3.4% (n = 3) for
phosphopeptides and glycopeptides, respectively. To investi-
gate the reproducibility of the established strategy, three

22180 | RSC Adv, 2020, 10, 22176-22182

View Article Online

Paper

(a)
1004

830.8964 (2+) »
976.4790 (2+) =

i

8951 (2%)
1470.3862 (4+
&

874.3626 (2+)

916.9216 (2+) =

97.9320

733.8116 (2+) »
964.3557 (2+) *
-~ 1316.2095 (3+) o
- 1466.6194
1577.9650 (3+

~-1534.9304 (3+) o
e 1728,8479 (54) ©

e 797.8544 (24) »

700 900 1100 1300 1500 1700 ™Mz

4(24) »
976.4790 (2¢+)

547,695 (2%)
918.7740 (3+) =
1224.6908 (3+) =

935.2911 (2+) =
(2%)

964.3557 (2+) *
“|F1180.4388 (2+)

~E— 1100.4918 (2+)
1E—1140.4564

o
A
j? 733.8116 (2+) =

[ P——

T T T T
1300

]

B UL B e e e e
1500 1700 ™z

~
o
=3
©
o
=3
-
°
=)

e 1339,4938 (24) *

846.3302 (1+)

964.2334 (2+) =

USRLISLASL LIS N LI L S B B B B R L
700 900 1100 1300 1500 1700 Mz

Fig. 4 MS spectra obtained from the tryptic digests of a-casein and
fetuin at molar ratio of 1: 2 : 400 after enrichment with TiO, (a) and
separation of phosphopeptides and deglycosylated peptides with
TSKGEL-amide (b and c). (a): Phosphopeptides and glycopeptides
enrichment with TiO,; (b): peptides eluted from TSKGEL-amide with
75% ACN/0.1% TFA; (c): peptides eluted from TSKGEL-amide with 50%
ACN/0.1% TFA. The phosphopeptides, glycopeptides and deglycosy-
lated glycopeptides are marked with green asterisks, red circles and
blue squares, respectively.

parallel experiments were performed to enrich and separate
phosphopeptides and glycopeptides from the tryptic digests of
a-casein and fetuin at molar ratio of 1:3. The number of
identified phosphopeptides was 9, 9 and 10 in three experi-
ments and the number of detected glycopeptides was 20, 21 and
20 in three experiments. These results demonstrated that
proposed method is reproducible and superior to the reported
one in the aspect of recovery.

The developed strategy was used for identification of phos-
phopeptides and glycopeptides from 20 pg HeLa S3 cell lysate.
The cell lysate was digested with trypsin and the tryptic peptides
were treated with our established method. The phosphopep-
tides fraction and the deglycosylated glycopeptides fraction
were analyzed by Orbitrap mass spectrometer. The selectivity of
the established method for phosphopeptides and glycopeptides
was 75.3%. More than 1903 phosphopeptides from 542 proteins
were characterized in the phosphopeptides fraction (Table S37t)
and 139 unique sites from 83 glycoproteins in glycopeptides
fraction (Table S41). No glycopeptide was detected in the
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phosphopeptides fraction while 20 multiply phosphorylated
peptides were characterized in the glycopeptide fraction. This
overlapping ratio between phosphopeptides and glycopeptides
achieved with our strategy (<5%) is much lower than that with
the literature (43%).* The result further demonstrated the
advantages of our method for enrichment and fractionation of
phosphopeptides and glycopeptides.

4. Conclusions

In summary, we have developed an efficient method for
simultaneous enrichment and subsequent separation of phos-
phopeptides and glycopeptides, taking advantages of the strong
affinity between Fe®* immobilized polySD-SiO, and PTM-
peptides and the hydrophilicity difference between phospho-
peptides and glycopeptides on polySD-SiO,. The established
method has the advantages of high recovery and selectivity
toward the target peptides and low overlapping between phos-
phopeptides and glycopeptides. We provide a powerful tool to
tackle the challenge of simultaneous and selective analysis of
phosphopeptides and glycopeptides. This tool may promote the
discovery of more PTM-sites from limited amount of bio-
samples, especially clinic samples.
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