
WEN ET AL . VOL. 8 ’ NO. 1 ’ 941–949 ’ 2014

www.acsnano.org

941

December 06, 2013

C 2013 American Chemical Society

Quick-Response Magnetic
Nanospheres for Rapid, Efficient
Capture and Sensitive Detection
of Circulating Tumor Cells
Cong-Ying Wen,†,§ Ling-Ling Wu,†,§ Zhi-Ling Zhang,† Yu-Lin Liu,‡ Shao-Zhong Wei,‡ Jiao Hu,† Man Tang,†

En-Ze Sun,† Yi-Ping Gong,‡ Jing Yu,‡ and Dai-Wen Pang†,*

†Key Laboratory of Analytical Chemistry for Biology and Medicine (Ministry of Education), College of Chemistry and Molecular Sciences, State Key Laboratory
of Virology, and Wuhan Institute of Biotechnology, Wuhan University, Wuhan 430072, People's Republic of China, and ‡Hubei Cancer Hospital, Wuhan, 430079,
People's Republic of China. §C.-Y. Wen and L.-L. Wu contributed equally to this work.

C
arcinoma, defined as a tumor of
epithelial tissue, is one of the biggest
threats to human life, and most

deaths from this kind of tumor are caused
by metastases.1,2 Recent researches have
suggested that circulating tumor cells
(CTCs), which are shed from tumor into
the bloodstream, play an important role in
metastases, and their level is significantly
associated with prognosis and survival of
patients with major cancers (breast, pros-
tate, and colon cancer).3,4 Therefore, CTC
detection and enumeration may be used
for treatment progress monitoring, cancer
prognosis, and early diagnosis of metas-
tases.5,6 However, CTCs are extremely rare
in an extremely complex matrix, that is,
only up to hundreds of CTCs out of >109

hematological cells in 1 mL of blood.7,8

Thus, highly efficient isolation and enrich-
ment of CTCs are necessary steps in CTC-
based analysis.4,9

In recent years, numerous approaches
have been developed for CTC isolation
and enrichment. They are mainly divided
into two groups: those based on physical
attributes, such as size,10,11 density,12,13 de-
formability,14 and adhesion preference,15,16

and thosebasedonaffinity, suchas antibody�
antigen,8,17�20 E-selectin,21,22 andaptamer.23,24

Despite that each techniquehas its own limita-
tion because of the heterogeneity of tumor
cells, they all have achieved good enrich-
ment effects under certain conditions.4

Among them, magnetic separation is a
widely applied and very promising tool for
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ABSTRACT The study on circulating tumor cells (CTCs) has great significance

for cancer prognosis, treatment monitoring, and metastasis diagnosis, in which

isolation and enrichment of CTCs are key steps due to their extremely low

concentration in peripheral blood. Herein, magnetic nanospheres (MNs) were

fabricated by a convenient and highly controllable layer-by-layer assembly

method. The MNs were nanosized with fast magnetic response, and nearly all of

the MNs could be captured by 1 min attraction with a commercial magnetic

scaffold. In addition, the MNs were very stable without aggregation or

precipitation in whole blood and could be re-collected nearly at 100% in a

monodisperse state. Modified with anti-epithelial-cell-adhesion-molecule (EpCAM) antibody, the obtained immunomagnetic nanospheres (IMNs)

successfully captured extremely rare tumor cells in whole blood with an efficiency of more than 94% via only a 5 min incubation. Moreover, the

isolated cells remained viable at 90.5( 1.2%, and they could be directly used for culture, reverse transcription�polymerase chain reaction (RT-PCR), and

immunocytochemistry (ICC) identification. ICC identification and enumeration of the tumor cells in the same blood samples showed high sensitivity and

good reproducibility. Furthermore, the IMNs were successfully applied to the isolation and detection of CTCs in cancer patient peripheral blood samples, and

even one CTC in the whole blood sample was able to be detected, which suggested they would be a promising tool for CTC enrichment and detection.
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CTC enrichment, due to its easy manipulation, high
capture efficiency, and convenient coupling with iden-
tificationmethods such as immunocytochemistry (ICC)
and polymerase chain reaction (PCR) assays.7,20,24�33

An automated immunomagnetic enrichment for
CTCs has been approved by the U.S. Food and Drug
Administration (FDA) and come into the market,
known as CellSearch.4 CTC detection by CellSearch
has shown high accuracy and sensitivity with good
reproducibility.7,30

So far, both micrometer-sized magnetic beads and
magnetic nanoparticles have been used in cell isola-
tion, and they have their own advantages and disad-
vantages. Magnetic microbeads are used more widely
due to their fast magnetic response and low loss rate
during the treatment process,20,28,29,31�33 while the
magnetic nanoparticles' response is not fast enough,
and they suffer higher loss rate and need a strong
magnetic separation tool, making their application
limited. Despite all of the above, trials to use magnetic
nanoparticles continue, because they have unique
advantages compared with themicrobeads.24,26,27 The
nanoparticles have a relatively high surface to volume
ratio, causing higher binding capacity and higher
capture efficiency; their faster binding kinetics enables
fast enrichment; they are stable in a matrix without
aggregation or precipitation; the cells captured by
them can be directly used for further analyses without
a release process.27,34�36 Thus, it will be very significant
to develop a kind of nanosizedmagnetic beadwith fast
magnetic response combining the advantages of both
microbeads and nanoparticles. The CellSearch system
has found a method to reach this combination. As the
introduction to the CellSearch system describes,37

immunomagnetic nanoparticles (120�200 nm) modi-
fiedwith anti-epithelial-cell-adhesion-molecule (EpCAM)
antibody and biotin analogue are first used to capture
CTCs. Second, streptavidin is added to bind the biotin
analogue. Third, excess immunomagnetic nanoparti-
cles are added to bind to the bound streptavidin to
amplify the volume of magnetic nanoparticles. As a
result, fast magnetic response is achieved, which
greatly benefits the separation process. After magnetic
separation, biotin is added to competitively bind
streptavidin to release excess immunomagnetic nano-
particles. However, this method introduces more steps
and makes the enrichment process more complicated.
In our previous work, we constructed fluorescent-

magnetic nanospheres by directly coembedding hy-
drophobic quantum dots (QDs) and nano-γ-Fe2O3

into poly(styrene/acrylamide) copolymer nanospheres
(Pst-AAm-COOH), which had been successfully used
to capture and detect cancer cells, bacteria, and
proteins.36,38�42 However, this method had some lim-
itations in controllability and capacity to load nano-
particles due to the randomness of the embedding
process and the limited space inside the nanospheres.

While the layer-by-layer (LBL) assembly method has
the advantage of high controllability,43�46 we further
developed an LBL assembly approach to fabricate
fluorescent-magnetic dual-encoded nanospheres.47

Quick-response magnetic nanospheres (MNs) were
accordingly prepared with the LBL assembly method
and used to rapidly and efficiently capture CTCs. By
simply controlling the coating layers of magnetic
nanoparticles, the magnetic response as well as the
size of MNs could be tuned simultaneously, and finally
five layers were chosen to obtain quick-response MNs
with a small size, a compromise between response and
size and a combination of both advantages. The MNs
with a diameter of ca. 380 nm had a high magnetic
saturation value of 34.9 emu/g, and nearly all of the
MNs could be captured by 1 min attraction with a
commercial magnetic scaffold. In addition, the MNs
were very stable and did not aggregate or precipitate
in the complex matrix during incubation and could be
re-collected in a monodisperse state nearly at 100% in
whole blood. With these unique characteristics, the
MNsweremodifiedwith anti-EpCAMantibody, and the
obtained immunomagnetic nanospheres (IMNs) were
successfully used to capture extremely rare tumor cells
in whole blood with an efficiency of more than 94% via

a 5 min incubation. The isolated cells could be directly
used for culture, RT-PCR, and ICC identification without
disassociating the IMNs. ICC identification and enu-
meration of the tumor cells in the same blood samples
showed high sensitivity and good reproducibility.
Moreover, IMNs were successfully applied to cancer
patient peripheral blood samples, showing their po-
tential application in practice.

RESULTS AND DISCUSSION

Characterization of the IMNs. Pst-AAm-COOH were
used as templates for the construction of MNs with
an LBL assembly method.47 As Scheme 1 illustrates, on
the basis of PEI layers, the hydrophobic nano-γ-Fe2O3

magnetic particles were assembled on the surface of
the nanospheres through coordination between pri-
mary amines of PEI and metallic atoms from nano-γ-
Fe2O3. To get a rapid magnetic response, five layers of
nano-γ-Fe2O3 were assembled, and an outer layer
of silica was introduced to increase the stability of
the MNs. Through further modification with succinic
anhydride, the MNs were equipped with carboxyl
groups for further coupling with biomolecules. The
TEM image (Figure 1A) demonstrated that the MNs
were well dispersed without aggregation and showed
good uniformity in size (376 ( 17 nm). The hydrody-
namic diameter and the polydispersity index (PDI) of
the MNs (Figure 1B) changed little with increasing sto-
rage time, which confirmed that the MNs retained good
monodispersibility and stability for at least six months.
From the magnetic hysteresis loop (Figure 1C), it can be
seen that the MNs had excellent superparamagnetic

A
RTIC

LE



WEN ET AL . VOL. 8 ’ NO. 1 ’ 941–949 ’ 2014

www.acsnano.org

943

property at room temperature with a large magnetic
saturation value (34.9 emu/g), which refers to the
magnetic moment per gram of MNs when the magne-
tization of the MNs cannot increase with increasing
strength of the external magnetic field. Nearly all of
the MNs could be captured by 1 min attraction with
a commercial magnetic scaffold (Invitrogen, 12320D,
the field strength on the surface of the magnetic
scaffold was 325 ( 25 mT) (Figure 1D). The magnetic
separation rates of nanospheres with different layers of
nano-γ-Fe2O3 were also studied, as shown in Figure S2
(Supporting Information). The magnetic nanospheres
responded faster with increasing coating layer, up to
five layers; then themagnetic response increased little.
Thus, five layers of nano-γ-Fe2O3 were chosen under
our experimental conditions, which could ensure the
manipulation was easy and quick and reduce MN loss
during sample handling. Then we investigated the
stability of the MNs in whole blood. The hydrodynamic
size (Figure 1E and F) accurately demonstrated the
stability of the MNs in a complex whole blood sys-
tem, which remained almost unchanged at 391.9 nm
(PDI: 0.034) after incubation compared with 394.7 nm

(PDI: 0.039) before incubation. Besides, the MNs were
re-collected from whole blood, and the recovery
reached 98.4 ( 5.6% (S.2, Supporting Information).
With all these unique characteristics, the MNs were
modified with anti-EpCAM antibody, which was sub-
sequently confirmed by the fact that the obtained
IMNs could specifically interact with FITC-labeled goat
anti-mouse IgG (S.3, Supporting Information). The
number of active affinity sites on each IMN was eval-
uated to be about 100 by taking goat anti-rabbit IgG as
a model antibody (S.4, Supporting Information). These
all indicated that antibodywas successfully conjugated
to MNs and preserved its bioactivity during the cou-
pling process. Furthermore, the stability of IMNs was
also studied (S.5, Supporting Information). From Figure
S5A, it can be seen that IMNs could capture more than
95% of Hep G2 cells even after 4 months' storage,
which indicated that IMNs preserved their bioactivity
over a long period of storage time. Additionally, dy-
namic light scattering (DLS) characterization (Figure
S5B and C) also showed that the hydrodynamic size of
IMNs changed little with increasing storage time, giv-
ing 404.8 nm (PDI: 0.219) after four months' storage

Figure 1. Characterization of theMNs. (A) TEM image of theMNs. (B) Hydrodynamic diameters and PDI of theMNs at different
storage times. (C) Magnetic hysteresis loop of the MNs measured at room temperature. (D) Capture efficiencies of MNs at
different attraction times with a commercial magnetic scaffold. (E) Hydrodynamic size of the MNs. (F) Hydrodynamic size of
the MNs after incubation in whole blood.

Scheme 1. Schematic diagram for the construction of immunomagnetic nanospheres.
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(Figure S5C) compared with 405.7 nm (PDI: 0.215) for
newly prepared IMNs (Figure S5B). These results con-
firmed the stability of the IMNs.

Capability of IMNs to Capture Tumor Cells. The IMN con-
centration used in the capture was optimized, and the
specificity for IMNs to capture tumor cells was investi-
gated. The results are shown in Figure 2. With the
increase of IMN concentration, the capture efficiency
increased until the concentration reached 0.3 mg/mL,
at which 96% of SK-BR-3 cells were captured (Figure 2A),
while at this concentration, IMNs hardly captured any
Jurkat T cells, which are a kind of human peripheral
blood leukemia T cells taken as a control, and unmo-
dified MNs could hardly capture SK-BR-3 cells either
(Figure 2B), indicating that the binding between IMNs
and SK-BR-3 cells was effective and specific. Immuno-
magnetic fluorescent nanospheres were also used to
treat SK-BR-3 cells and Jurkat T cells. As Figure S6 (S.6,
Supporting Information) shows, many red fluorescent
immunonanospheres bound to the SK-BR-3 cell sur-
face (Figure S6A�C), while no cell was observed in
the Jurkat T cell control group (Figure S6D�F), which
further confirmed the successful and specific binding
between immunonanospheres and SK-BR-3 cells.

Then, the capability of IMNs to capture rare tumor
cells in synthetic CTC samples was investigated. The
samples were prepared by spiking stained SK-BR-3
cells into whole blood with concentrations of about
5�300 cells mL�1. For comparison, capture efficiencies
were also examined in PBS, mixed cell samples, and
lysed blood spiked with similar concentrations of
SK-BR-3 cells. The results are shown in Figure 3A. Re-
gression analysis of captured cell number versus spiked

cell number obtained y = 0.85x (R2 = 0.997), y = 0.94x
(R2 = 0.995), y = 0.90x (R2 = 0.996), and y = 0.89x (R2 =
1.000) respectively in PBS, mixed cell suspension, lysed
blood, and whole blood. It can be seen that IMNs could
efficiently capture SK-BR-3 cells in all cases. The capture
efficiencies in the four types of samples were compar-
able and did not have significant differences at the
0.05 level (0.95 confidence level). This suggested that
complex conditions had negligible effects on the
binding between IMNs and the target cells, and IMNs
were able to be directly used in whole blood.

Assay time has always been a very important factor
for detection. So we investigated the efficiency to
capture rare SK-BR-3 cells (ca. 100 cells mL�1) in
whole blood for different durations of incubation. As
Figure 3B showed, 5 min incubation enabled IMNs to
capturemore than 94%of SK-BR-3 cells in whole blood.
This indicated that IMNs had fast binding kinetics most
probably due to the small size of the IMNs.27,41 Thus, a
five-minute incubation was sufficient for IMNs to bind
the target cells, which can save much time for CTC
detection.

Moreover, three other kinds of EpCAM-positive
tumor cellswere spiked inwhole blood (100 cellsmL�1)
and then were captured by IMNs (Figure 3C). The
capture efficiencies all reached more than 92%, show-
ing that IMNs had general applicability.

From all these experimental results, it could be
concluded that IMNs were able to capture rare tumor
cells from whole blood efficiently, specifically, and
quickly, establishing a sound basis for CTC detection.

ICC Identification of the Captured Cells. Mimic clinical
samples were prepared by spiking SK-BR-3 cells into
healthy human blood at 50 cells mL�1, from which
tumor cells were captured with IMNs and identified
with a commonly used three-color ICC method includ-
ing FITC-labeled anti-cytokeratin 19 (CK19), a marker
for epithelial cells, allophycocyanin (APC)-labeled anti-
CD45 (CD45, a marker for white blood cells (WBCs)),
and DAPI nuclear staining. Combined information was
utilized to discriminate tumor cells from WBCs. Cells
that had round to oval morphology were positive for
DAPI and CK19 and negative for CD45 were identified
as tumor cells.8,17,18 As shown in Figure 4, cells that

Figure 2. Efficiencies to capture SK-BR-3 cells with different
concentrations of IMNs (A) and capture efficiencies of IMNs
to SK-BR-3 cells, IMNs to Jurkat T cells, andMNs to SK-BR-3 cells.

Figure 3. (A) Capture efficiencies with IMNs at different cell concentrations (5�300 cells mL�1) in four different types of
samples: PBS (9), mixture of SK-BR-3 and Jurkat T cells (b), lysed blood (2), andwhole blood (1). (B) Efficiencies to capture SK-
BR-3 cells (ca. 100 cells mL�1) in whole blood at different incubation times. (C) Capture efficiencies from whole blood spiked
with four different types of tumor cells: SK-BR-3, HuH-7, HepG2, andMCF-7 cells (tumor cell concentration: ca. 100 cellsmL�1).
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exhibited strong CK19 expression and negligible CD45
signals were tumor cells, while cells that presented
high CD45 and low CK19 expression levels were WBCs.
Some hematologic cells would be nonspecifically
trapped due to their very large number in blood (red
blood cells (RBCs), (3�9) � 109 cells per mL; WBCs,
(0.3�1)� 107 cells per mL),27 which happened with all
current CTC separationmethods, and that was why ICC
identificationwas necessary for CTC detection. Further-
more, the reproducibility and reliability of this method
were investigated. Five groups of mimic clinical sam-
ples were examined three times respectively, and the
captured tumor cells were identified and enumerated,
which are shown in Table 1. The relative standard
deviation (RSD) was calculated to be 10.8% compared
with 18% of the commercialized CellSearch system,
which confirmed the good reproducibility and relia-
bility of this method.

Cell Viability and RT-PCR Analyses. Calcein AM and
propidium iodide (PI) were used to stain the isolated
tumor cells to analyze their viability. Calcein AM
can penetrate the live cell membrane and react with
the intracellular esterase to form calcein with green

fluorescence, while PI is a membrane-impermeable
nuclear stain that can stain only dead cells, resulting
in red fluorescence.17,19,23 From Figure 5A, it can be
seen that the majority of the isolated cells showed
green fluorescence, and the viability rate was calcu-
lated to be 90.5 ( 1.2%, which indicated that most of
the tumor cells remained viable after the isolation.
Then, we investigated whether the isolated cancer
cells can be directly cultured and propagated in vitro.
As shown in Figure 5B�E, the cells adhered well,
proliferated on the culture dish, and had successfully
undergone multiple (>5) passages without detectable
changes in morphology and behavior. Furthermore, to
determine whether the isolated cells can be directly
used for molecular biological analyses, RT-PCR was
used to amplify two tumor-specific mRNA, CK19 and
epidermal growth factor receptor (EGFR) mRNA, which
are usually used in CTC detection.9,48 From Figure 5F
and G, it can be seen that the 346-bp fragments of the
CK19 coding region and 285-bp fragments of the EGFR
coding region were found with the cells captured by
IMNs (lane 3 in Figure 5F and G), while no fragment was
found whenMNs were used to treat tumor cells (lane 4
in Figure 5F and G). These suggested IMN binding had
a negligible influence on RNA extraction and RT-PCR,
and the captured cells can be analyzed by RT-PCRwith-
out disassociating IMNs. Also, this further confirmed the
specific binding between IMNs and tumor cells. Overall,
the tumor cells captured with IMNs were suitable for
subsequent cell culture and molecular biological ana-
lyses, which was crucial for further research.

Detection of CTCs in Cancer Patient Peripheral Blood Samples.
Having proved that the tumor cells could be captured
with IMNs efficiently, rapidly, and specifically and de-
tected with ICC reproducibly and reliably, we applied

Figure 4. Confocalmicroscopic images of cells captured frommimic clinical blood samples and identifiedwith the three-color
ICC. Nucleus (DAPI): excitation 405 nm, emission 447( 30 nm band-pass. CK (FITC): excitation 488 nm, emission 525( 25 nm
band-pass. CD45 (APC): excitation 605 nm, emission 685( 20 nmband-pass. Merged: merge of nucleus (DAPI), CK (FITC), and
CD45 (APC).

TABLE 1. Enumeration of Tumor Cells in Five Blood Samples

measurement no.

sample no. 1 2 3 mean RSDa

1 7 6 6 6 9.1%
2 29 29 35 31 11.2%
3 13 12 16 14 15.2%
4 21 19 19 20 5.9%
5 20 22 17 20 12.8%

aMean RSD: 10.8 ( 3.6%.
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IMNs to the detection of CTCs in the whole blood
samples from 19 cancer patients (including colon, liver,
lung, and breast cancer patients) and 16 healthy
people. The isolated cells were also identified with
the three-color ICC as described above, and cells posi-
tive for CK19 and DAPI and negative for CD45 were
enumerated as CTCs. The results are summarized in
Tables S1 and S2 (S.7, Supporting Information), and the
images of 12 CTCs captured with our method from
1.2mLof bloodof patient #6 are shown in Figure 6. CTCs
in the blood of the 19 cancer patients could be captured
and detected, while no CTC was found in any healthy
samples, which suggested IMNs were successfully ap-
plied to real patient blood samples, and theymight be a
promising enrichment tool for CTC detection.

CONCLUSIONS

In summary, we have successfully used quick-
response magnetic nanospheres for rapid, efficient

capture and sensitive detection of CTCs. The MNs were
fabricated by a convenient and highly controllable LBL
assembly method, and they were very stable and easy
to manipulate in a complex matrix. Furthermore, the
MNs were nanosized with a fast magnetic response,
which successfully combined the advantages of mag-
netic microbeads and magnetic nanoparticles in cell
isolation. Modified with anti-EpCAM antibody, IMNs
successfully captured more than 94% of rare SK-BR-3
cells in whole blood via only a 5 min incubation. The
isolated tumor cells were identified and enumerated
by ICC with an RSD of 10.8%, showing good reprodu-
cibility and reliability. Moreover, the IMN binding had
an insignificant influence on the viability of the isolated
cells, and they could be directly used for culture and
RT-PCR analyses without disassociating IMNs. The IMNs
were successfully employed for detecting cancer pa-
tient peripheral blood samples, validating their great
application potential in CTC studies.

MATERIALS AND METHODS
Reagents and Instruments. Branched poly(ethylene imine) (PEI,

MW 25 kDa and MW 750 kDa), tetraethyl orthosilicate (TEOS),
(3-aminopropyl)triethoxysilane (APTES), polyvinylpyrrolidone
(PVP-k30),N-(3-dimethylaminopropyl)-N0-ethylcarbodiimide hydro-
chloride (EDC), N-hydroxysuccinimide (NHS), 4,6-diamidino-
2-phenylindole (DAPI), bovine serum albumin (BSA), and
anti-EpCAM monoclonal antibody were purchased from

Sigma-Aldrich. FITC-labeled anti-CK19 monoclonal antibody and
APC-labeled anti-CD45 monoclonal antibody were obtained from
Abcam. The primers for PCR and Hoechst 33342 were bought from
Invitrogen Corp. 2�Tag PCR master mix and RNAprep Pure Cell/
Bacteria kit were purchased from Tiangen Biotech (Beijing) Co., Ltd.
The reverse transcription system was obtained from Promega
Corporation. Breast cancer SK-BR-3 andMCF-7 cells, liver cancer
HuH-7 and Hep G2 cells, and Jurkat T cells were purchased from

Figure 5. Viability and RT-PCR analyses of the isolated tumor cells. (A) Fluorescence microscopic image of the captured cells
stained with calcein AM (green) and PI (red). (B�E) Microscopic images of the captured tumor cells that were just attached to
the flask wall (B), reached confluence (C), reached confluence after one passage (D), and reached confluence after five
passages (E). (F, G) Agarose gel electrophoresis of the products from RT-PCR amplification of CK19mRNA (F) and EGFRmRNA
(G). (Lane 1, 1 kbpDNA ladder; lane 2, positive control of SK-BR-3 cells; lane 3, SK-BR-3 cells capturedwith IMNs; lane 4, SK-BR-3
cells treated with MNs; lane 5, negative control with sterile water as template.)

Figure 6. Images of 12 CTCs captured with our method from 1.2 mL of blood of patient #6.
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China Center for Type Culture Collection. Human blood samples
were supplied by Hubei Cancer Hospital. All the media for
cell culture were bought from Gibco Corp. Ultrapure water
(18MΩ 3 cm) wasmadeby aMilliporeMilli-Q system. Fluorescence
images were recorded with a CCD camera (Nikon DS-Ri1)
mounted on an inverted fluorescencemicroscope (Ti�U, Nikon,
Japan). A spinning-disk confocal microscope (Andor Revolution
XD) was used to obtain confocal images. It was equipped with
an Olympus IX 81 microscope, a Nipkow disk-type confocal unit
(CSU 22, Yokogawa), and an EMCCD (Andor iXon DV885K) single
photon detector. UV�vis absorption spectra were mea-
sured with a UV�vis spectrophotometer (UV-2550, Shimadzu
Corporation). TEM images were obtained by a FEI Tecnai G2

20 TWIN electron microscope. Magnetic hysteresis loops were
measured with a vibrating sample magnetometer (Lake Shore
7410 VSM). DLS measurements were performed on a Malvern
Zetasizer Nano ZS instrument.

Fabrication of Magnetic Nanospheres. Magnetic nanospheres
were fabricated according to our published LBL assembly
method.47 As illustrated in Scheme 1, Pst-AAm-COOH were
prepared by an emulsifier-free polymerization method,49,50

coated with a foundation layer of PEI (low MW 25 kDa), and
then transferred into hexanol and incubated with hydrophobic
nano-γ-Fe2O3. A second layer of PEI (high MW 750 kDa) was
coated for attachment of an additional layer of nano-γ-Fe2O3.
After five layers of nano-γ-Fe2O3 were assembled, an outer shell
of silica was coated on the surface of the magnetic nanosphere
with a seeded growth method. First, the magnetic nanospheres
were transferred into ethanol containing 20 mg/mL PVP and
incubated for 24 h with continuous stirring at room tempera-
ture. Then 90 μL of NH3 (29.3 wt% in water) was added to the
mixture, and immediately after that, 375 μL of TEOS (10 vol% in
ethanol) was added in three steps under stirring over 24 h. After
that, 125 μL of APTES (10 vol% in ethanol) was added and
reacted for 12 h. The resultant amino-terminated silica-coated
spheres were purified by magnetic separation with ethanol
and dispersed in N,N-dimethylformamide (DMF) containing
0.01 g/mL succinic anhydride to react for 2 h. The final product,
carboxyl-terminated magnetic nanospheres (MNs-COOH), was
washed with ethanol three times and ultrapure water three
times and kept in ultrapure water for use.

Construction of Anti-EpCAM Antibody Modified Magnetic Nanospheres.
Carbodiimide chemistry was used to cross-link amines of the
antibody with the carboxylic acid groups on the surface of MNs-
COOH. Approximately 5 mg of MNs-COOH was activated in
50 mM EDC and 50 mM NHS in 1 mL of 0.01 M pH 6.8 PBS at
room temperature with gentle shaking for 30 min. After that,
the activated MNs-COOH were separated by a magnetic scaf-
fold and washed with 0.01 M pH 7.2 PBS three times. Then, they
were resuspended in 1 mL of 0.01 M pH 7.2 PBS to react with
50 μg of anti-EpCAM antibody for about 4 h with continuous
shaking at room temperature. The resultant immunomagnetic
nanospheres were washed with PBS to remove surplus anti-
body and then stored in 0.01 M pH 7.2 PBS at 4 �C for use.

Capture of Spiked Tumor Cells in Buffer and Blood. IMNs of different
concentrations were used to capture SK-BR-3 cells (1.0 � 105

cells per mL), and the numbers of cells captured and in the
supernatant were all determined with a hemocytometer to
calculate the corresponding capture efficiency. As controls,
IMNs were used to treat Jurkat T cells and unmodified MNs
were used to treat SK-BR-3 cells to investigate the specificity.
Then, IMNs were used to capture rare tumor cells in synthetic
CTC samples. Four groups of an extremely low concentration of
SK-BR-3 cell-spiked samples were prepared as follows: Hoechst
33342-stained SK-BR-3 cells were spiked into 1� PBS, Jurkat T
cell suspension (106 cells mL�1 in 1� PBS), lysed blood, and
whole blood with cell concentrations of approximately 5, 50,
100, 200, and 300 cells mL�1. A certain amount of IMNs was
added to the above samples to be incubated with gentle
shaking at 37 �C. Then they were isolated and washed with a
magnetic scaffold. The captured and uncaptured SK-BR-3 cells
were all counted to calculate the capture efficiency. Addition-
ally, IMNs and SK-BR-3 cells in whole blood were incubated for
5, 10, 20, and 30 min, respectively, to calculate the capture
efficiency at different reaction times. Capture efficiencies from

whole blood spiked with 100 cells of three other kinds of tumor
cells (MCF-7, HuH-7, and Hep G2 cells) were also calculated to
test the general applicability of this method. Whole blood
samples were collected from healthy people into EDTA-coated
vacutainer tubes and were used within 24 h.

Capture and ICC Identification of Tumor Cells in Mimic Clinical Samples.
SK-BR-3 cells were spiked into healthy humanwhole blood with
a concentration of approximately 50 cells mL�1 to prepare
closely mimicking clinical samples. Then IMNs were added to
the samples, and the mixture was incubated for 5 min at 37 �C.
After magnetic separation, the captured cells were fixed
with 4% paraformaldehyde (10 min), permeabilized with 0.1%
Triton-X 100 (10 min), blocked with 1% BSA (30 min), and
stained with 30 μg/mL DAPI, FITC-labeled anti-CK19 mono-
clonal antibody, and APC-labeled anti-CD45 monoclonal anti-
body (30 min). After washing, the captured cells were put into a
small PDMS device with a hole (diameter ∼6 mm) stuck on the
surface of a coverglass and attracted to the bottom by amagnet
for confocal fluorescence microscopy imaging. Cells that had
round to oval morphology and were positive for DAPI and CK19
and negative for CD45 were identified as tumor cells.

Cell Viability Analyses. A LIVE/DEAD viability kit was used to
analyze the viability of the isolated cells. Briefly, the cells were
stained with 2 μM calcein AM and 4.5 μM PI at room tempera-
ture for 30 min. Then the cells were observed under a fluores-
cence microscope excited with blue light, and 500 cells were
counted to calculate the viability rate in triplicate. Further,
SK-BR-3 cells captured with IMNs were cultured at 37 �C with
Dulbecco'smodified Eagle'smedium (DMEM) containing 10% fetal
bovine serum, 60 μg/mL penicillin G, and 100 μg/mL streptomycin
sulfate in a humidified atmosphere with 5% CO2. Sterile conditions
should be maintained during the whole procedure.

RT-PCR Assays. Total RNA was extracted from cells using the
RNAprep Pure Cell/Bacteria kit, and the RT reaction was per-
formedwith a Promega RT system according to the instructions.
Then PCR assays of the SK-BR-3 cell complementary DNA
(cDNA) were done by a Peltier thermal cycler (Bio-RAD). The
specific primers of 50-GACTACAGCCACTACTACACGACCAT-30

and 50-GAGCGGAATCCACCTCCACACT-30 were used to amplify
the 346-bp fragments of the human CK19 coding region, and
the primers of 50-CCAGTGACTGCTGCCACAACCA-30 and 50-
CGCCGTCTTCCTCCATCTCATAGC-30 were used to amplify the
285-bp fragments of the EGFR coding region. The PCR for CK19
followed the thermal profile 94 �C for 5 min, 35 cycles of 94 �C
for 30 s, 55 �C for 30 s, 72 �C for 30 s, and a final extension at 72 �C
for 10min. For EGFR, the PCR thermal profile was 94 �C for 5min,
35 cycles of 94 �C for 30 s, 67 �C for 30 s, 72 �C for 30 s, and a final
extension at 72 �C for 10 min. The PCR products were separated
in a 2% (wt/vol) agarose gel and stained with ethidium bromide
for observation.

Detection of CTCs in Cancer Patient Peripheral Blood Samples. Blood
samples from19 cancer patients and 16 healthy normal controls
were collected and treated with IMNs. Typically in each assay, a
certain amount of blood was incubated with IMNs for 5 min.
After enrichment, the isolated cells were identified with the
three-color ICC and observed by a confocal fluorescence micro-
scope, as described in the part ICC Identification of Tumor Cells
in Mimic Clinical Samples. Only the cells with phenotypes of
CK19 positive and DAPI positive but CD45 negative were
enumerated as CTCs.
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