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D
irect administration of therapeutic
agents to patients suffers from the
intrinsic limitations of these small

molecules including poor physiological sta-
bility, nonspecific targeting, and low cell-
membrane permeability.1 In many cases,
high drug doses are necessary to offset
the poor pharmacokinetics of these com-
pounds, thereby increasing the potential of
side effects. Nanomaterial drug carriers can
overcome these limitations by stabilizing
the drug through encapsulation or surface
attachment,2 facilitating cellular internaliza-
tion, targeting delivery to a specific cell
population,3 and providing controlled re-
lease of the drug at the designated target.4

Organic-based drug delivery systems (DDSs)
including lipid- and polymer-based systems
are approved for clinical use.5 Recently, the
use of inorganic nanomaterials in biological
research represents one of the fastest
growing areas6 and inorganic-based DDSs
have attracted attention due to tunable

properties7�11 that afford good biocompati-
bility,12 ease of functionalization,13 strong
drug affinity,14 and controllable release.15

Here, we developed a pH-responsive DDS
with high cellular uptake efficiency by utiliz-
ing a nanosized metal organic framework
(MOF), which possesses the advantages of
both organic- and inorganic-based DDSs.16

MOFs are crystalline porous compounds
constructed of metal ions and organic
linkers, and have been widely utilized in
gas storage,17,18 gas sensing,19,20 chromato-
graphic separation,21,22 and heterogeneous
catalysis.23,24 Recently, MOFs have attracted
attention for biomedical applications,16

whereby metal ions have served as MRI
contrast agents,25,26 and organic linkers have
been utilized as therapeutic molecules.27

In our design, the three-dimensional MOF
framework is used to encapsulate small
molecules for intracellular delivery and sub-
sequent release. Several pioneering studies
demonstrate the great potential of MOF
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ABSTRACT We have developed a general synthetic route to encapsulate small molecules in

monodisperse zeolitic imid-azolate framework-8 (ZIF-8) nanospheres for drug delivery. Electron

microscopy, powder X-ray diffraction, and elemental analysis show that the small-molecule-encapsu-

lated ZIF-8 nanospheres are uniform 70 nm particles with single-crystalline structure. Several small

molecules, including fluorescein and the anticancer drug camptothecin, were encapsulated inside of the

ZIF-8 framework. Evaluation of fluorescein-encapsulated ZIF-8 nanospheres in the MCF-7 breast cancer

cell line demonstrated cell internalization and minimal cytotoxicity. The 70 nm particle size facilitates

cellular uptake, and the pH-responsive dissociation of the ZIF-8 framework likely results in endosomal

release of the small-molecule cargo, thereby rendering the ZIF-8 scaffold an ideal drug delivery vehicle.

To confirm this, we demonstrate that camptothecin encapsulated ZIF-8 particles show enhanced cell

death, indicative of internalization and intracellular release of the drug. To demonstrate the versatility of

this ZIF-8 system, iron oxide nanoparticles were also encapsulated into the ZIF-8 nanospheres, thereby endowing magnetic features to these nanospheres.
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DDSs,28�35 yet further optimization is necessary to
generate an optimal drug delivery carrier. (1) Size:
previously reported MOFs are not monodisperse,
or are larger than the optimal particle size (<100 nm)
for cellular uptake.33,36 (2) Stability: most MOFs are
unstable under aqueous physiological conditions,
leading to premature release or formation of large
aggregates that decrease cellular uptake.37 (3) Drug
loading: many previous loading methods were
based on equilibrium adsorption and diffusion,
which results in inconsistencies.28,38 (4) Biocompat-
ibility: toxicity in biological systems needs to be
minimized.39 (5) Drug release: a limited number
of release strategies have been successful in MOF-
based materials.
To meet the prerequisites for an efficient DDS, we

encapsulated small molecules into uniform and nano-
sized zeolitic imidazole framework-8 (ZIF-8) during
synthesis. Our ZIF-8 nanospheres have uniform
70 nm size, which is optimal for cellular uptake and
stable under aqueous physiological conditions. Drug
loading is achieved under mild conditions and can be
controlled by varying the amount of drug during
particle synthesis. Due to the small window size of
ZIF-8, the compounds are confined within the frame-
works, thereby suppressing premature release. ZIF-8 is
formed by 2-methyl imidazolate and zinc ions, which
are components of physiological systems,40 whereby
zinc is the second most abundant transition metal in
biology,41 and the imidazole group is integral to the
amino acid, histidine. The coordination between the
zinc and imidazolate ions dissociates at pH 5.0�6.0;,
which makes the drug release pH responsive and
optimal for targeting cancer cells where extracellular
microenvironments (pH 5.7�7.8) are more acidic than
healthy tissues. Additionally, ZIF-8 nanospheres can be
further functionalized through encapsulation of nano-
particles in the spheres,24,42,43 modification of the
linkers,44,45 and surface grafting to target the drug to
distinct cell populations.26

RESULTS AND DISCUSSION

We developed a synthetic method for nanosized
ZIF-8 spheres and demonstrated encapsulation of
small molecules into the frameworks during synthesis
(Scheme 1). We first incorporated fluorescein, which
is commonly used as a fluorescent “drug mimic” and is
larger than the ZIF-8 window.

Small-molecule loading into the ZIF-8 frameworks,
as well as cellular uptake, can be monitored by fluo-
rescence. Fluorescein-encapsulated nanospheres were
generated by mixing zinc nitrate and 2-methyl imida-
zole in the presence of fluorescein in methanol. The
reaction mixture turnedmilky after 5 min, implying the
formation of ZIF-8 nanospheres. SEM and TEM images
of these ZIF-8 nanospheres (Figure 1A�C) identify
monodisperse spherical particles with a uniform size
of 70 nm. Stringent control of synthesis time affords
uniform and nanoscale particles and larger micron-
sized particles can be obtained by elongating the
reaction time to 24 h. The powder XRD (PXRD) patterns
of the fluorescein-loaded ZIF-8 nanospheres are iden-
tical to the peaks assigned to a standard ZIF-8 crystal
structure (Figure 1D). Fluorescein-loaded ZIF-8 spheres
emit green fluorescence under irradiation and the peak
emission wavelength is at 520 nm (Figure S2).
To identify the mode of fluorescein incorporation,

different amounts of the fluorophore were introduced
either during or after the formation of the ZIF-8 nano-
spheres. Increasing fluorescein applied during ZIF-8
formation (encapsulation) caused a red-shifting and
increase in fluorescence intensity of the resulting
nanospheres (Figure S2). In contrast, addition of fluo-
rescein after the formation of the spheres (adsorption)
resulted in a concomitant decrease in fluorescence
with increased fluorophore concentration, and TEM
images revealed particle aggregation (Figure 2A). This
is likely a self-quenching effect due to surface cluster-
ing of the fluorophore, similar to that observed pre-
viously by Imhof et al.46 We further verified the nature
of incorporation by measuring the zeta-potentials of
ZIF-8 micron-sized powder (BASF Basolite Z1200) and

Figure 1. (A) TEM image of fluorescein-encapsulated ZIF-8
nanospheres; (B) zoom-in on a single nanosphere; (C) SEM
image of fluorescein-encapsulated ZIF-8 nanospheres; (D)
XRD patterns of pure ZIF-8 (blue), fluorescein-encapsulated
ZIF-8 nanospheres (red), and simulated ZIF-8 patterns
(black).

Scheme1. Encapsulation of smallmolecules into the frame-
works during synthesis.
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unmodified, fluorescein-encapsulated and fluorescein-
adsorbedZIF-8nanospheres (Figure 2C). Themicron-sized
powder, the unmodified and the fluorescein-
encapsulated ZIF-8 nanospheres had similar zeta-
potentials ofþ32.6, þ31.4, andþ31.0 mV, respectively.
In contrast, fluorescein-adsorbed nanospheres showed
a decrease in the zeta-potential (þ22.9 mV), confirming
the surface adsorption of negatively charged fluores-
cein. Polyvinylpyrrolidone (PVP) surface adsorbant ex-
change was used to further confirm the encapsulation
versus adsorption of the fluorophore. PVP has a high
affinity to ZIF-8 and adsorption of PVP is restricted
to the surface.24,42 PVP treatment resulted in release
of fluorescein into the solution for the fluorescein-
adsorbed, but not the fluorescein-encapsulated nano-
spheres, thereby further confirming complete internali-
zation of fluorescein in these spheres (Figure 2B).
Next, we explored the molecular mechanism of

fluorescein encapsulation, which could be in situ

trapped into the pores of the framework during crystal
growth, or dynamically coordinated to the zinc centers
via the deprotonated carboxylates of fluorescein.
To evaluate this, we synthesized a fluorescein methyl
ester,47 lacking the carboxylate group (Figure 3A). UV�vis
absorbance of the acid-disintegrated nanospheres
were used to measure fluorescein incorporation and
showed that the encapsulation efficiencies of fluorescein
methyl ester and fluorescein were identical (Figure 3B).
This observation confirms that the carboxylate group is
not important for encapsulation, therefore supporting
the in situ trapping mechanism. Furthermore, the
amount of encapsulation varied linearly with the con-
centration of fluorescein in solution during synthesis,
thereby providing uniform and tunable incorporation
into the ZIF-8 framework (Scheme 2). The maximal
loading amount is 1 wt %, with a 10% loading efficiency

(Figure 3C). The efficiency is comparable to those of
existing MOF-based drug delivery systems.16,28,33 We
found that under the same synthetic condition, only
negatively charged small molecules have a tendency to
be encapsulated into the framework (i.e., fluorescein,
camptothecin), while neutral or positively charged
molecules are poorly incorporated (i.e., rhodamine 6G,
bisphenol A). We demonstrate a unique approach to
introduce diverse small molecules into nanomaterials
through encapsulation of the small molecules into the
ZIF-8 framework during synthesis. Unlike diffusion
methods that have been used previously, this encapsu-
lationmethod affords amore stable carrier withminimal
premature release of the drug cargo.
To investigate the stability of ZIF-8 nanospheres

under physiological and low pH conditions, the
spheres were immersed in phosphate-buffered saline
(PBS) solution (pH 7.4) and phosphate-buffered pH 6.0
solution. TEM analysis after one day revealed that the
spheres in neutral PBS maintained their size and shape
(Figures 4B and S3), whereas the particles in the pH 6.0
solution dissociated (Figure S4). Release of the fluo-
rescein cargo from the ZIF-8 spheres was monitored
by the fluorescence of the supernatants (Figure 4A). After
oneday, less than10%offluorescein releasewasdetected

Figure 3. (A) Synthesis of fluorescein methyl ester; (B)
comparison of dye encapsulation efficiencies of fluorescein
carboxylate and fluoresceinmethyl ester via fluorimetry; (C)
UV�vis absorbance of dissociated fluorescein-encapsulated
ZIF-8, linear increase when dye concentration e10 equiv,
and plateauwhendye concentration>10 equiv;measured at
peak wavelength (443 nm).

Figure 2. (A) TEM image of aggregation of fluorescein-
adsorbed ZIF-8 nanospheres; (B) PVP exchange results of
encapsulated- (blue squares) and adsorbed- (red dots) ZIF-8
spheres; (C) zeta-potentials of ZIF-8 samples.

Scheme 2. Fluorescein (A) and Camptothecin (B) Encapsu-
lated inside of ZIF-8 Frameworks.
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in PBS, whereas 50% of the encapsulated fluorescein
was released within one hour of exposure to the acidic
buffer. This pH-driven disintegration can be exploited for
selective cargo release in acidic environments.
The cytotoxicity of the fluorescein-encapsulated

ZIF-8 nanospheres was tested in MCF-7 breast cancer
cells. Tomaintain the high dispersity of ZIF-8 spheres in
the high ionic strength of the cell medium, we capped
the spheres with cetyltrimethylammonium bromide
(CTAB) and washed thoroughly to remove the unad-
sorbed CTAB. It has been reported that the hydro
carbon tail of CTAB is adsorbed on the crystal surface
via the hydrophobic effect.48 Good dispersity of the
spheres in cell medium was observed by fluorescent
images and dynamic light scattering studies after the
capping process (Figures 4C, D, and S5).
These capped nanospheres were incubated with

MCF-7 breast cancer cells for 12 h at various concen-
trations and cell viability was measured using the MTT
(3-(4,5-dimethylthiazol-2-yl)-2,5-diphenyltetrazolium
bromide) reagent (Figure 5A). UV�vis absorbance spec-
tra of pure ZIF-8, free fluorescein, and fluorescein-
encapsulated ZIF-8 were obtained at various concen-
trations in PBS and showed no interference with MTT
reading (Figure S6). The half maximal effective concen-
tration (EC50) of our ZIF-8 nanospheres was determined
to be 45 μg/mL. This value is comparable to reported
EC50 values for gold nanoparticles (varies from 5 to
1000 μg/mL),mesoporous silica nanomaterials (from30
to 500 μg/mL), and the MILs (57 ( 11 μg/mL).28,49,50

CTAB is a widely used cationic surfactant for nano-
particle synthesis;51�54 however, it has been shown
that CTAB could solubilize phospholipids and cause cell
death.55 We compared EC50 values for nanospheres with

and without the CTAB capping process. There was no
significant difference in EC50 values (Figure 5B), thereby
confirming thatmost of theunboundCTABwas removed
during thewashing steps and the surface adsorbed CTAB
did not increase the cytotoxicity of our spheres.56

The cellular uptake of fluorescein-loaded ZIF-8
spheres was evaluated by confocal laser scanning
microscopy (CLSM). CLSM images confirmed success-
ful uptake of the nanospheres into MCF-7 cells with
uniformly dispersed fluorescence within the cell
(Figure 5C, Figure S7). The particles appear to be
uniformly dispersed throughout the cell, including
the nucleus (Figure 5D). As negative controls, cells
were incubated with pure ZIF-8 nanospheres without
fluorescein encapsulation, micron-sized ZIF-8 particles
encapsulating the same amount of fluorescein, as well
as free fluorescein at the concentration found in the
nanospheres. As expected, the cells incubated with
pure ZIF-8 did not show any fluorescence, while the
micron-sizedZIF-8-treated cells and the freefluorescein-
treated cells showed faint fluorescence. Our data
agrees with previous observations that micron-sized
nanoparticles show poor cellular uptake.57�59 These
studies indicate that the uptake efficiencies are sig-
nificantly higher when the fluorescein is incorporated
into ZIF-8 nanospheres, as compared to larger particles
or free fluorescein (Figure 6).
To furtherdemonstrate theutility of thesenanospheres

for small molecule delivery into cells, we encapsulated
camptothecin (CPT) into the ZIF-8 nanospheres. Camp-
tothecin (CPT) is a quinolone alkaloid that induces apop-
tosis through inhibition of DNA topoisomerase I.60 We
demonstrate successful CPT encapsulation into the ZIF-8
nanospheres through blue fluorescence of the resulting

Figure 5. (A) Cell viability when incubated with CTAB-
capped ZIF-8; (B) cell viability when incubated with un-
capped ZIF-8; (C) FITC channel CLSM image on a single cell
incubated with CTAB-capped fluorescein-encapsulated
ZIF-8; (D) overlay image in FITC and DAPI channels on the
same cell; cell nucleus stained by DAPI.

Figure 4. (A) Fluorescein release profile in PBS (black
squares) and pH 6.0 buffer solution (red circles); (B) TEM
image of fluorescein-encapsulated nanospheres dispersed
in PBS for one day; (C) uncapped fluorescein-encapsulated
ZIF-8 dispersed in cell medium; (D) CTAB-capped fluorescein-
encapsulated ZIF-8 dispersed in cell medium.
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nanoparticles (Figure S8). The loadingmechanism of CPT
is also in situencapsulation,wherebyCPT is trapped inside
the ZIF-8 framework (Scheme 2). The maximum loading
amount is 2wt%,while the loadingefficiency is 30%.Pure
ZIF-8 nanospheres, micron-sized CPT-encapsulated ZIF-8
particles, and CPT-encapsulated ZIF-8 nanospheres, were
all evaluated for their effects on cell viability (Figure 7A).
CPT-encapsulated ZIF-8 nanospheres showed a signifi-
cant decrease in the EC50 value from fluorescein-ZIF-8
particles (from 45 to 22 μg/mL), suggesting successful
delivery and release of cytotoxic CPT in cells. After 24 h
of incubition, we compared cell survival upon exposure
to free CPT and CPT-ZIF-8. The CPT-ZIF-8 treated cells
showed increased cell death relative to free CPT treat-
ment (Figure 7B). Effects of free CPT required 48 h to
show an effect, thereby demonstrating that the ZIF-8
carrier accelerates the uptake of CPT into cells. To
demonstrate successful release of CPT in cells, we
monitored levels of p53 by Western blot analysis. CPT-
induced cell death is known to be accompanied by
increases in cellular p53 levels.61 We show that treat-
ment of MCF-7 cells with CPT-ZIF-8 and free CPT results
in a concomitant increase in cellular p53 levels relative
to untreated cells (Figure 7C).
To further demonstrate the versatility of our ZIF-8

scaffold, we introduced iron oxide nanoparticles during
the synthesis.62 The resulting ZIF-8 nanospheres have an
iron oxide particle core and a fluorescein-encapsulated

ZIF-8 shell. The crystallinity of ZIF-8 was preserved in
Fe3O4@ZIF-8 nanospheres (Figure S9). Applying an ex-
ternal magnetic field causes directed migration of the
fluorescent nanospheres (Figure 7D), suggesting that
these particles can be selectively localized to specific
tissues for targeted drug delivery.63

CONCLUSION

In summary,wehavedevelopedan idealDDSbasedon
ZIF-8 nanospheres, with 70 nm size that is optimal for
cellular uptake. We demonstrate that the small molecules
are encapsulated into the ZIF-8 frameworks, with high
control of small-molecule loading. We conclude that this
unique mechanism of incorporation is in situ trapping,
and is thereby generalizable to smallmolecules of varying
physicochemical properties. The cytotoxicity of the ZIF-8
sphere is moderate and comparable to other organic
and inorganic drug carriers. We hypothesize that the
particles are endocytosed by cells and the pH-triggered
disintegration of the ZIF-8 framework in these acidic
compartments results in drug release. We demonstrated
the versatility of these ZIF-8 nanospheres by introducing
the anticancer agent CPT and magnetic nanoparticles.

METHODS

Chemicals and Materials. Zinc nitrate hexahydrate (Zn(NO3)2 3
6H2O, g99%), 2-methylimidazole (99%), polyvinylpyrrolidone
(PVP, Mw∼29 000) were purchased from Sigma-Aldrich and
used without further purification. Fluorescein free acid (Reag.
Ph. Eur.) was obtained from Fluka. Cetyltrimethylammonium

bromide (CTAB, 98%) was obtained from Calbiochem. Camp-
tothecin (CPT)was obtained fromAlfa Aesar. Iron pentacarbonyl
(Fe(CO)5, 99.5%) was obtained from Acros. Methanol (HPLC
grade) was obtained from Fisher Scientific. Trypsin-EDTA was
purchased from Thermo Scientific. PBS buffer and serum-free
phenol red RPMI 1640 cell mediumwerepurchased fromCorning

Figure 7. (A) Cell viability when incubated with micron-
sized ZIF-8 (dark gray), 70 nm ZIF-8 (light gray), and CPT-
encapsulated ZIF-8 (white); (B) cell viability when incubated
with free CPT (dark gray), and CPT-encapsulated ZIF-8
(light gray) for 24 h; (C) Western blot on p53 level in MCF-
7 cell lysates. p53 (53 kDa) levels were increased in CPT-
encapsulated ZIF-8 and pure CPT treated cells. GAPDH
levels (37 kDa) serve as a loading control; (D) Fe3O4@ZIF-8
nanospheres migrated to sides of a vial upon application
of an external magnetic field; inset: TEM image of single
Fe3O4@ZIF-8 nanosphere.

Figure 6. Fluorescencemicroscopy imagesof cells incubated
with (A) 70 nm fluorescein-encapsulated ZIF-8; (B) micron-
sized fluorescein-encapsulated ZIF-8; (C) free fluorescein;
(D) pure ZIF-8.

A
RTIC

LE



ZHUANG ET AL. VOL. 8 ’ NO. 3 ’ 2812–2819 ’ 2014

www.acsnano.org

2817

Cellgro. Serum-free RPMI 1640 clear cell medium was obtained
from Invitrogen. P53 primary antibody and anti-rabbit IgG HRP-
linked secondary antibody were purchased from Cell Signaling.

Characterization. Samples were prepared for TEM by diluting
50μL sample solution to 500 μL and placing 2.0μL droplets onto
carbon-coated copper grids, then allowed to dry under a heat
lamp. The instrument used for TEM was a JEOL JEM2010F
operated at 200 kV. Samples were prepared for SEM by diluting
50 μL sample solution to 500 μL and placing a 1.0 μL droplet
onto silicon wafer and drying under a heat lamp. The samples
were then placed on silver glue atop double-sided copper tape
on sample holder. SEM was performed using a JEOL JSM6340F.
Samples for XRD were prepared by drying the sample solution
in an oven and scraping the sample powder onto a sample
holder. A Bruker D2 Phaser XRD instrument was used to obtain
the powder XRD patterns. Samples for ICP-OES were prepared
by dissolving oven dry sample powders in 5% nitric acid, and
diluting to proper concentrations. ICP-OES was performed on
a Perkin-Elmer optima 2100DV ICP-OEX spectrometer. Solution
samples for zeta-potential were performed on a Malvern
Zetasizer Nano ZS system. Normal fluorescence microscopy
was performed on a Carl Zeiss Axio Observer A1 microscope.
DLS was performed on a Wyatt DynaPro NanoStar system.

Synthesis of Fluorescein-Encapsulated ZIF-8. The synthesis of dye-
loaded ZIF-8 is based on a previous procedure with some
modifications.64 For a typical synthesis, 150 mg of zinc nitrate
hexahydrate and 330 mg of 2-methyl imidazole were
weighed and transferred to a clean glass jar and scintillation
vial, respectively. A volume of 7.15 mL of HPLC grade methanol
was used to dissolve the solids in both containers. Subse-
quently, 0.15 mL (as 1 equivalent) 2 mg/mL fluorescein contain-
ing methanol solution was added into the zinc solution. The
zinc solution showed a faint yellow color. The glass jar was
equipped with a magnetic stir bar, and put onto stir plate. Next,
as-prepared 2-methyl imidazole solution was poured into the
jar and stirred for 5 min. The color of the solution immediately
changed to a bright green color when 2-methyl imidazole was
introduced, which indicated the deprotonation of fluorescein
(Figure S1). Reaction solution became milky, implying the
formation of ZIF-8 nanoparticles. Solution was centrifuged at
7000 rpm for 10 min to obtain the dye-loaded ZIF-8 after the
reaction. As-synthesized nanoparticles werewashed threemore
times with 10 mL of methanol to completely get rid of the
unreacted reactants. Finally, yellow fluorescein-encapsulated
ZIF-8 particles were suspended in 5 mL of methanol for storage
and characterization. To acquire reaction yield of a typical
synthesis, as-synthesized ZIF-8 nanoparticles were completely
decomposed by 5% nitric acid solution, and zinc metal con-
centration was monitored by ICP-OES. It shows that 15 mg of
ZIF-8 can be obtained for a single synthesis.

Synthesis of Camptothecin-Encapsulated ZIF-8. The synthesis was
conducted similar to the synthesis of fluorescein-loaded ZIF-8
described above. The only change was to introduce 1 mg of
camptothecin (CPT) into the zinc solution instead of fluorescein
at the beginning.

Synthesis of Fe3O4@Fluorescein-Encapsulated ZIF-8. The synthesis
of PVP-coated iron oxide was based on a published procedure
without any changes.62 A total of 400 μL of iron pentacarbonyl
was injected into a 160 �C DMF solution which contained 4 g of
PVP. The reaction was kept for 3 h, and then as-synthesized iron
oxide particles were washed by methanol and dispersed in
10mL ofmethanol. The synthesis of ZIF-8 shell was similar to the
synthesis of fluorescein-loaded ZIF-8 described above. The only
change was to introduce 50 μL of iron oxide solution to the zinc
solution at the beginning of the synthesis.

Synthesis of Fluorescein Methyl Ester. The synthesis was based
on a previous report.47 Briefly, 4 mL of concentrated sulfuric
acid was added to a suspension of 5 g of fluorescein in 15mL of
methanol. The solution was refluxed for 14 h with an addition
funnel packed with 3 Å molecular sieves. The resulting red
mixture was cooled by 5 g of ice, and neutralized by 5 g of
sodium bicarbonate. The suspension was filtered and washed
with water, 100 mL of 2% aqueous sodium bicarbonate, 100mL
of 1% HOAc, and finally washed with water. The fluorescein
methyl ester was obtained as a red solid after drying the sample

in an oven. The product was determined to be fluorescein
methyl ester using mass spectrometry and NMR.

Visible Light Absorption Spectroscopy. As-synthesized dye-
encapsulated ZIF-8 was spun down, and the supernatant was
removed. Then 5 mL of pH 2 hydrochloride solution was added
into the centrifuge tube to fully disintegrate the ZIF-8 particles.
The resulting clear yellow dye solution was transferred to a 1 cm
glass cuvette to measure the visible light absorption spectrum
on a Thermo Scientific NanoDrop 2000c.

Fluorimetry. Three milliliters of particle solution was trans-
ferred to a 1 cm glass cuvette. The excitation wavelength was
set at 495 nm. The emission light spectrum was detected on a
Horiba Jobin Yvon FL3-22 Fluorolog spectrometer.

PVP Exchange. As-synthesized ZIF-8was dispersed in 10mLof
5% PVP methanol solution, left for 10 min, then centrifuged
down to obtain the supernatant. The fluorimetry measurement
was taken on the supernatant. This PVP exchange was repeated
2 more times.

ZIF-8 Decomposition. Two as-synthesized dye-encapsulated
ZIF-8 samples from the same batch were suspended in PBS
and phosphate buffered pH 6.0 solution, respectively. At specific
time points, the samples were spun down and the fluorescence
of the supernatant was measured. ZIF-8 samples were resus-
pended in fresh methanol with the same solution volume.

CTAB Capping on ZIF-8. As-synthesized ZIF-8 was dispersed in
10 mL of methanol which contained 100 mg of CTAB, then
centrifuged at 7000 rpm for 10 min to obtain CTAB-capped
ZIF-8. The particles were washed 3 more times with 10 mL of
methanol to fully wash off unadsorbed CTAB.

MTT Assay. A total of 100 μL of MCF-7 cell solution was
pipetted into the wells of a 96-well plate to provide a cell
density of 30 000 cells per well. The plate was then incubated
for 36 h at 37 �C in 5% CO2 atmosphere. After removal of the cell
medium, as-synthesized particles or free CPT in DMSO were
mixed with 100 μL of RPMI 1640 cell medium and pipetted
into each well. The whole plate was incubated for another 24 h,
after which the cell medium was removed. Ten microliters of
0.5% MTT reagent ((3-(4,5)-dimethylthiazol-2-yl)-2,5-diphenyl
tetrazolium bromide) in PBS buffer mixed with 100 μL of clear
cell medium was transferred to each well. The reagent was
quenched by 100 μL of 10% SDS in 0.1% autoclaved hydro-
chloride solution after 4 h incubation. The plate was incubated
for another 6 h and the absorbance was read at 570 nm using a
Molecular Devices Spectramax M5 plate reader.

Confocal Laser Scanning Microscopy. A total of 500 μL of MCF-7
cell suspension was transferred to wells on a microscope slide.
After incubating the slide for 24 h, the medium in each well was
removed. As-synthesized dye-encapsulated particles dispersed
in 500 μL of RPMI 1640 clear medium were introduced to each
well to make final particle concentration of 50 μg/mL and
incubated for 4 h. The medium was removed, and cells were
washed 3 times with PBS and 3 times with cold methanol, and
finally fixed with cold methanol. Then 250 μL of 300 nM DAPI in
PBSwas added to eachwell, and incubated for 5min. Afterward,
each well was washed 5 times with PBS. The whole slide was
covered by a glass coverslip and imaged using a Leica SP5
microscope.

Western Blot Analysis. Near fully confluent MCF-7 cells were
treated with 100 μg/mL particles or 10 μM free CPT overnight
before they were scraped, washed and pelleted, and lysed by
sonication in PBS. Soluble lysates were obtained by ultracen-
trifugation and protein concentrations were normalized to
1.5 mg/mL. These lysates were separated by SDS-PAGE (130 mV,
80 min), and transferred to nitrocellulose membranes (80 mV,
120 min). The membrane was washed with TBST, blocked with
milk and exposed to p53 primary antibody (1:1000) in TBST
overnight at 4 �C. After a washing stepwith TBST, themembrane
was exposed to anti-rabbit�HRP conjugated secondary anti-
body (1:3000) in TBST for 2 h at room temperature. The mem-
brane was washed with TBST before being treated with HRP
super signal chemiluminescence reagents and exposed to film
for 5 min before development, using a Kodak X-OMAT 2000A
processor.
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