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Validation of MRI quantitative 
susceptibility mapping of 
superparamagnetic iron oxide 
nanoparticles for hyperthermia 
applications in live subjects
Kofi Deh1,6, Marjan Zaman1,6, Yogindra Vedvyas1, Zhe Liu1, Kelly McCabe Gillen1, Padraic O’ 
Malley3, Dina Bedretdinova   4, Thanh Nguyen1, Richard Lee4, Pascal Spincemaille1, 
Juyoung Kim5, Yi Wang1,2 & Moonsoo M. Jin1,2*

The use of magnetic fluid hyperthermia (MFH) for cancer therapy has shown promise but lacks 
suitable methods for quantifying exogenous irons such as superparamagnetic iron oxide (SPIO) 
nanoparticles as a source of heat generation under an alternating magnetic field (AMF). Application of 
quantitative susceptibility mapping (QSM) technique to prediction of SPIO in preclinical models has 
been challenging due to a large variation of susceptibility values, chemical shift from tissue fat, and 
noisier data arising from the higher resolution required to visualize the anatomy of small animals. In 
this study, we developed a robust QSM for the SPIO ferumoxytol in live mice to examine its potential 
application in MFH for cancer therapy. We demonstrated that QSM was able to simultaneously detect 
high level ferumoxytol accumulation in the liver and low level localization near the periphery of tumors. 
Detection of ferumoxytol distribution in the body by QSM, however, required imaging prior to and post 
ferumoxytol injection to discriminate exogenous iron susceptibility from other endogenous sources. 
Intratumoral injection of ferumoxytol combined with AMF produced a ferumoxytol-dose dependent 
tumor killing. Histology of tumor sections corroborated QSM visualization of ferumoxytol distribution 
near the tumor periphery, and confirmed the spatial correlation of cell death with ferumoxytol 
distribution. Due to the dissipation of SPIOs from the injection site, quantitative mapping of SPIO 
distribution will aid in estimating a change in temperature in tissues, thereby maximizing MFH effects 
on tumors and minimizing side-effects by avoiding unwanted tissue heating.

Magnetic fluid hyperthermia (MFH) is induced by applying an alternating magnetic field (AMF) to target tis-
sues containing high levels of superparamagnetic iron oxide (SPIO) nanoparticles1–3. Hyperthermia therapy is 
being investigated as a primary or adjuvant therapy for its ability to control and focus cytotoxic effects on target 
tissues4–6. Since the therapeutic effects are proportional to SPIO concentrations in tissue, the ability to accurately 
predict spatiotemporal distribution of SPIO will be crucial to deliver and monitor optimal therapy7,8. Noninvasive 
methods for quantifying SPIO concentrations in vivo include PET imaging of radiolabeled SPIO9,10 and var-
ious MR imaging techniques including widely used R2* relaxometry using T2*-weighted MRI11. R2* meas-
urement was shown to be linear with the concentration of SPIO12, and has been applied to various preclinical 
models of disease13–15. However, as R2*-based estimations of SPIO concentration are dependent on imaging 
parameters as well as the SPIO’s local tissue environment and chemical composition13,16,17, it may not be suitable 

1Department of Radiology, Weill Cornell Medicine, New York, NY, 10065, USA. 2Department of Biomedical 
Engineering, Cornell University, Ithaca, NY, 14853, USA. 3Department of Urology, University of Florida, Gainesville, 
FL, 32610, USA. 4Urology, Weill Cornell Medicine, New York, NY, 10065, USA. 5Department of Advanced Materials 
Engineering, Kangwon National University, Samcheok, 245-711, South Korea. 6These authors contributed equally: 
Kofi Deh and Marjan Zaman. *email: moj2005@med.cornell.edu

OPEN

https://doi.org/10.1038/s41598-020-58219-9
http://orcid.org/0000-0002-6550-5611
mailto:moj2005@med.cornell.edu


2Scientific Reports |         (2020) 10:1171  | https://doi.org/10.1038/s41598-020-58219-9

www.nature.com/scientificreportswww.nature.com/scientificreports/

for quantification of an absolute amount of SPIO. Furthermore, R2* measurements saturate rapidly as SPIO 
approaches the concentration typically used in hyperthermia experiments18.

Quantitative susceptibility mapping (QSM) overcomes these R2* problems by exploiting the well defined 
dipole model of magnetic field generated by magnetic susceptibility sources19, particularly by the presence of 
physiological and pathological iron in tissue20–24. QSM extracts magnetic field from the MRI phase data and 
deconvolutes the field into a magnetic susceptibility distribution using Bayesian inference19,25. The concentration 
of the contrast agent can then be determined by dividing the tissue magnetic susceptibility values in the region of 
interest (ROI) by the molar susceptibility. In vitro experiments have been performed to demonstrate that unlike 
R2*, the magnetic susceptibility is independent of imaging parameters and the local environment of SPIO17,26,27, 
and is linear within a broad range of concentrations19, which makes QSM better suited for absolute quantification 
of SPIO in vivo28–30.

The purpose of this work was to demonstrate the feasibility of using QSM to quantify in live subjects a wide 
range of SPIOs after intravenous or intra-tissue injections intended for hyperthermia effects under AMF31. For 
validation of QSM accuracy for SPIO quantification, we conjugated the clinically approved SPIO ferumoxytol 
with 89Zirconium (89Zr) to compare in vivo distribution quantitatively by PET and MRI QSM. In addition to 
validation by imaging-based quantification, tumors were excised and the amount of ferumoxytol within them 
was quantified by gamma counter. A quantitative correlation between QSM and PET estimation of ferumoxytol 
concentration was observed, demonstrating the feasibility of using QSM to predict SPIO distribution in tissues. 
When ferumoxytol was tested for MFH applications in live mice, tumor reduction was found to be specific to 
the combination of AMF and ferumoxytol. From histological analysis of tumor sections, the region of cell death 
appeared to correlate with the distribution of ferumoxytol.

Results
We first examined the accuracy of QSM for estimating ferumoxytol nanoparticle concentrations in vitro. In 
imaging phantoms containing 89Zr-ferumoxytol, MR QSM and PET were sensitive enough to detect as low as 
1.8 μg Fe/mL, and their measurement increased linearly with ferumoxytol concentration (Fig. 1). QSM linearly 
responded to ferumoxytol at higher concentrations where the quality of the magnitude image began to decline 
(Fig. 1a). The conversion factors to relate QSM (ppm) and PET (MBq/cc) units to the concentration of ferumox-
ytol were derived from linear regression of phantom imaging data (Fig. 1b). The empirical conversion factor to 
relate QSM to ferumoxytol concentration was determined to be 11.6 ppm×L/g. This conversion factor closely 
agreed with a theoretical mass susceptibility value of 12.7ppm×L/g at 7 T MRI, which can be derived from the 
equation relating the mass susceptibility (χFe) to mass magnetization (MFe)21,32,
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where μ0 is the permeability of free space and B0 is the applied field.
In comparison with the straightforward process of determining ferumoxytol by QSM in the imaging phantom, 

in vivo estimation of ferumoxytol or exogenous iron by QSM is much more complex due to tissue heterogeneity 
and uneven distribution of susceptibility sources. To overcome these challenges, we applied the graph-cuts based 
simultaneous phase unwrapping and chemical shift removal method (SPURS)33 to correct phase and chemical 
shift discontinuities in the MRI gradient-echo data (Fig. 2a). QSM was then reconstructed from the unwrapped 
field map with the preconditioned total field inversion algorithm34. The steps for deriving QSM in this study 
differed from our prior studies19 because of the need to correct for a significant chemical shift from the high 
fat present in mouse torso and the need to estimate ferumoxytol in a range of concentrations suitable for MFH 
applications. With this advanced QSM technique, the area injected with ferumoxytol in live mice was clearly 
discernible from the neighboring tissues (a yellow circled region in Fig. 2a). However, the high susceptibility 
region was not entirely confined to the injection site; one should therefore rely on the location of SPIO injection 
site or perform MR scans prior to and post SPIO injection to differentiate the specific susceptibility of SPIO 
from non-specific susceptibility noise. The difficulty with QSM for quantifying SPIO in vivo is also apparent in 
the coronal view (Fig. 2b). With algorithms for reducing most of the streaking artifacts, intravenously injected 
ferumoxytol distribution in the liver could be clearly distinguished from other susceptibility sources. In the same 
mouse that was implanted with tumor by subcutaneous injection of tumor cells into the upper flank, ferumoxytol 
accumulation in the tumor was also discernible, displaying higher susceptibility at the periphery of the tumor 
(yellow circled region in Fig. 2b). The distribution of nanoparticles such as ferumoxytol at the boundary between 
the tumor and neighboring tissues seemed to be consistent with prior observations, which was ascribed to a phe-
nomenon referred to as the enhanced permeability and retention (EPR) effect35–37.

With the QSM algorithm fully optimized for in vivo detection of SPIO, we then examined the accuracy of 
QSM using 89Zr-ferumoxytol by comparing QSM with PET estimates (Fig. 3a). Mice were scanned pre- and 
post-ferumoxytol injection to discern susceptibility changes due to SPIO injection. To minimize the dissipation 
of ferumoxytol from the injection site to outside of tumors and to test the accuracy of QSM at a lower range, we 
chose the injection volume of ferumoxytol to be 1% of the tumor volumes. The injection sites at tumors near the 
flank were clearly visible with QSM intensities. We also noted close resemblance of the peak intensities deline-
ated by QSM and PET in both sides of tumors. After PET/CT and MRI scans were completed, mice were sacri-
ficed and subcutaneous tumors excised for gamma counter measurement to validate imaging-based estimation 
of ferumoxytol in live subjects. The amount of ferumoxytol predicted by PET and QSM corresponded linearly to 
the estimate by gamma counter except for PET and QSM’ underestimation of ferumoxytol (slope 0.77 and 0.62 
for PET and QSM versus gamma counter, respectively, shown in Fig. 3c and Table 1). The percent of ferumox-
ytol retained within the tumors, determined by the difference between the actual injection amount and gamma 
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counter measurement, was essentially 100% for 2 out of 4 tumors, while it was only about 50% for the other 2 
tumors. The loss of retention was likely due to dissipation of ferumoxytol to outside of tumors or inaccuracies 
with delivering microliter volumes into tumors.

In comparison with subcutaneous injection, intravenous injection of ferumoxytol into mice with subcutane-
ous tumors resulted in uptake mainly by the liver (Fig. 3b). At 24 h post tail-vein injection of ferumoxytol, less 
than 0.1% of injected dose was found in tumor sites, while 11% of injected dose was accumulated in the liver 
(Table 1). The uptake of ferumoxytol by the liver (~185 μg/ml) in mice was comparable to the levels reported for 
human subjects (~140 μg/ml)38. In comparison, the amount of ferumoxytol in our subcutaneous PC3 tumors 
(~10 μg/ml) was significantly lower than the levels in tumor lesion in the same study (median value ~ 34.5 μg/
ml)38. Dominant liver uptake of ferumoxytol is consistent with the clinical use of ferumoxytol (that is digested by 
macrophages in the liver to release iron ions to the blood) to treat iron deficiency anemia in chronic kidney dis-
ease patients39. Likewise, after imaging of live subjects by PET/CT and MRI for QSM, the liver was harvested and 
processed for gamma counter. The QSM and PET estimates of ferumoxytol accumulation in the liver were found 
to be in excellent agreement (<6% deviation) with the gamma counter estimate (Table 1).

We then examined the therapeutic efficacy of ferumoxytol at two different doses and AMF-induced hyper-
thermia on suppression of subcutaneous tumor growth (Fig. 4a). Immuno-deficient NSG mice were utilized as 
a host to accommodate the growth of human cell line, and to avoid possible hyperthermia-induced activation of 
immune cells and their effects on tumor killing. When tumors of PC3 prostate cell line reached approximately 
100 mm3 in size, mice were grouped into no treatment control or three treatment cohorts that were subjected to 
intratumoral injection of ferumoxytol, AMF, or both (Fig. 4b). To examine the effect of hyperthermia induced cell 
killing in its relation to ferumoxytol distribution, we chose to use a small dose of ferumoxytol (a single injection 
of 25 μl at 5 mg/ml, i.e., 125 μg) to avoid bulk heating-induced bystander killing. The combination of ferumoxytol 
and AMF led to measurable inhibition of tumor growth compared to no treatment or either the ferumoxytol- or 

Figure 1.  Construction of 89Zr-labeled imaging phantom to determine detection sensitivity and conversion 
factors. (a) Images of a representative phantom with MRI and PET images. The phantom consists of a serial 
dilution of 89Zr-ferumoxytol suspended in 1% agarose in PBS solution successively layered on beds of 1% 
agarose gel in a falcon tube. The concentration of ferumoxytol, estimated from absorbance at 370 nm, was 117, 
58.5, 29.3, 14.6, 7.3, 3.7, 1.8 μg/mL by mass of Fe in 200 μl volume. The first echo of the magnitude image, the 
local field, and QSM images are shown. Note that a rectangular mask was applied to the field to eliminate the 
extremities of the falcon tube prior to QSM reconstruction. The tube was placed parallel to the main magnetic 
field in a 7T MR scanner. PET images of the same falcon tube were acquired immediately after the MRI scan. (b) 
Linear regression of 89Zr-ferumoxytol phantoms measured by PET and QSM versus the known concentration 
of ferumoxytol. The slope of the liner curve was used to convert PET and QSM signals to ferumoxytol 
concentration in live mice and in harvested tissues.
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AMF-only treatment cohorts. However, the single injection, low-dose ferumoxytol plus AMF combination was 
only marginally significant at reducing tumor size (p = 0.06 for +/+ vs. −/−) (Fig. 4b). At 24 h after the last 
treatment, mice were sacrificed and tumors were taken out for ex vivo fluorescence imaging of GFP intensity to 
assess tumor viability (Fig. 4c,e). Following fluorescence imaging, excised tumors were subsequently scanned by 
MRI for QSM to relate tumor killing to ferumoxytol concentration (Fig. 4d). The amount of ferumoxytol retained 
within the tumor was lower overall than the amount injected (125 μg), likely caused by dissipation of ferumoxytol 
during the four days after intratumoral injection, ferumoxytol degradation inside cells, and/or the loss of SPIO 

Figure 2.  MR QSM and application to detect SPIO in live subjects. (a) MR post-processing steps to generate 
QSM from GRE complex DICOM images. Yellow dotted circles are drawn on the magnitude map to indicate the 
location of SPIO injections. (b) Intravenously injected ferumoxytol was identified by QSM. The yellow dotted 
circle on the magnitude image points to subcutaneous PC3 tumor.
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properties due to exposure to AMF. However, judging from a trend of lower tumor volume with increasing feru-
moxytol concentrations within tumors (Fig. 4f), hyperthermia effects was indeed responsible for tumor killing 
even at this low dose of ferumoxytol injections. To further examine if tumor killing correlates with ferumoxytol 
dose, a repeated, high concentration of ferumoxytol (four injections of 25 μl at 30 mg/ml, i.e., 750 μg per injec-
tion) was used. As anticipated, the combination of high dose ferumoxytol and AMF led to significant reduction 
in tumor size (Fig. 4e).

The histology of subcutaneous tumors receiving intratumoral injections of ferumoxytol with or without AMF 
further confirmed the specific killing induced by MFH (Fig. 5). First, we noted that even with intratumoral injec-
tion, ferumoxytol (delineated by Prussian blue stain) appeared to distribute to the periphery of tumors rather than 
permeating evenly throughout tumor tissues. Due to a small volume of intratumoral injection of ferumoxytol, 
we noted that hyperthermia induced tumor killing (identified by TUNEL stain) appeared to be restricted to the 
region of ferumoxytol localization, validating a lack of temperature elevation in the bulk of the tumor. Cell death 
in the tumor stroma (a region marked with yellow asterisk in Fig. 5a and blue dotted circle in Fig. 5b) was also 

Figure 3.  Validation of MR QSM by comparison with PET and gamma counter measurement. (a) MRI 
(magnitude and QSM) images obtained before and after local injection of 89Zr-ferumoxytol. PET/CT images 
are shown after injection of 89Zr-ferumoxytol. The yellow circles on the baseline images for MRI show the 
location of the implanted tumors. Two slices of the MRI and PET images acquired after intratumoral injection 
of 89Zr-ferumoxytol are shown in the next two rows. (b) QSM and magnitude images of mice with subcutaneous 
tumor imaged before and 24 hours after tail-vein injection with 89Zr-ferumoxytol (3 mg Fe). The yellow circle 
denotes QSM detection of ferumoxytol distribution in tumor lesion. PET images are shown for comparison. (c) 
Imaging-based estimation of intratumorally injected ferumoxytol in live subjects was validated by comparison 
with the gamma counter measurement of ferumoxytol in harvested tumors.
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confirmed, identified by the absence of colocalized GFP staining with ferumoxytol distribution. Co-localization 
of ferumoxytol distribution and cell death by TUNEL was less apparent in tumors without AMF (a region marked 
with red asterisk; Fig. 5a).

Discussion
Magnetic susceptibility, a fundamental physical property of a SPIO contrast agent such as ferumoxytol is propor-
tional to the concentration of contrast agent and independent of its surrounding medium. The molar susceptibil-
ity of the contrast agent, which can be predetermined using phantom calibration in vitro, can be used to convert a 
susceptibility map into a concentration distribution of SPIO contrast agent in vivo. Quantitative imaging of SPIO 
distribution in vivo is not only useful as a blood pool contrast agent but can potentially aid magnetic hyperther-
mia in cancer by providing a better prediction of temperature rise to ensure therapeutic activity in tumor tissues 
while minimizing unwanted side effects40. Previously, we reported the application of QSM to estimate SPIO dis-
tribution in animals after fixation, and validated the accuracy of QSM on harvested tissues28,29. In this study, we 
applied QSM technique to estimate and validate distribution of clinically approved SPIO nanoparticles in live 
subjects, which will be necessary for predicting temperature elevation in tissues in response to AMF in vivo.

QSM prediction of SPIO directly injected into solid tumors near the skin faces technical challenges due to the 
need to correct for a chemical shift arising from the high fat content near the skin, the proximity of tumor growth 
to the skin in contact with air, and a large variation of SPIO concentrations near the injection site. Tissue sus-
ceptibility due to high fat in the skin was eliminated by the SPURS method in this study33, which was specifically 
designed to correct for chemical shift contributions to the phase in the gradient-echo MRI data. SPURS has been 
shown to produce more accurate QSM maps as it avoids the need for additional field map smoothing33. Due to the 
proximity of tumor growth near the skin and air interface, we used QSM reconstruction that avoids the removal 
of the background field as this technique assumes that the susceptibility source is far from the tissue edge and its 
field is approximately orthogonal to the background field18,34. Another difficulty encountered in this study was 
the degree of susceptibility source variation that ranged from ~0.1 ppm for soft tissue to high ppm values (e.g., 
348 ppm for 30 mg/ml SPIO) for intratumoral injections of SPIO. We used the recently reported preconditioned 
total field inversion QSM technique34 to overcome these problems. The resulting QSM algorithms developed in 
this study enabled the mapping of SPIO distribution in the entire body of live subjects in vivo. From the QSM 
map, intravenously injected ferumoxytol in mice with subcutaneous tumor xenografts was found mainly in the 
liver. Ferumoxytol accumulation in the tumor was clearly discernable, but predominated at the tumor-stroma 
boundary. This finding is consistent with many prior studies demonstrating accumulation of nanoparticles and 
antibodies around the tumor periphery41,42. Our QSM therefore can be used for evaluating biodistribution and 
pharmacokinetics of SPIO nanoparticles in real-time and for exploring different designs of nanoparticles with 
improved tumor targeting.

SPIO nanoparticles are being investigated as therapeutic agents for hyperthermia-induced tissue heating 
under AMF1,3,40. Inhomogeneous distribution of SPIO after intratumoral injection has previously been attributed 
to uneven tumor growth inhibition3. Therefore, in vivo quantification of SPIO such as ferumoxytol by a clinical 
imaging modality can provide information for predicting temperature elevation under AMF in live subjects, and 
therefore insight into possible cellular and tissue damage. To correlate SPIO concentration with tumor killing 
by hyperthermia, two different doses of ferumoxytol were used for intratumoral injection. For a low-dose study, 
ferumoxytol was injected 24 h prior to AMF application, which was chosen to promote cellular internalization of 
ferumoxytol. For the high-dose, repeated ferumoxytol study, the first ferumoxytol injection was made 24 h prior 
to AMF, followed by three cycles of ferumoxytol injection and immediate application of AMF. The dependence 
of cell killing on ferumoxytol concentration and AMF application was apparent, judging from the trend of tumor 
size and ferumoxytol amounts within tumor, and more significant tumor killing effects seen in the high-dose 

Tissue
Volume4 
(mm3)

Mass of Iron (μg) Amount injected

Gamma 
counter PET QSM Mass, μg Volume, μl

Tumor1

345 69.8 53.8 42.1 69.1 3.5

221 20.3 13.7 15.5 44.3 2.2

182 36.0 18.7 29.5 36.3 1.8

147 13.3 11.2 5.1 29.5 1.5

Liver2

1,975 336 352.3 354.0 3,000 150

1,890 349 374.4 n.d. 3,000 150

1,981 322 354.0 n.d. 3,000 150

Tumor3 213 ± 69 n.d. 2.0 ± 0.5 1.4 ± 0.4 3,000 150

Table 1.  Comparison of ferumoxytol accumulation measured by QSM, PET, and gamma counter. 1. 
Ferumoxytol (20 mg/ml) was injected intratumorally with the volume equal to approximately 1% of the tumor 
volume. Immediately after injection, live mice were scanned by PET and MRI for QSM. Gamma counter was 
performed on excised tumors. 2. Ferumoxytol (20 mg/ml, 150 μl) was injected intravenously via tail vein. At 
24-h post-injection, live mice were scanned by PET and MRI for QSM. Gamma counter was performed on the 
harvested liver. n.d. = not determined. 3. Ferumoxytol (20 mg/ml, 150 μl) was injected intravenously via tail vein 
to mice with subcutaneous tumors (n = 4). At 24-h post-injection, live mice were scanned by PET and MRI for 
QSM. 4. The volume of tumor and liver was estimated by VOI defined based on MRI and CT images.
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cohort. Compared to more pronounced suppression of tumor growth in prior studies1,3,43, MFH effects seen in 
this study were more modest. This was likely due to a relatively low specific absorption rate of ferumoxytol com-
pared to other SPIOs31, a delivery of small injection volume into the tumor, and the use of immune-compromised 
host that lacks in a hyperthermia-induced immune or macrophage-mediated killing of tumors44,45. It is also likely 
that further optimization including ferumoxytol dose, route of injection, timing of injection and AMF applica-
tion, and AMF parameters will significantly influence the efficiency of tumor killing. Hyperthermia-induced 
tumor killing will be critically influenced by tumor and stroma interactions and the degree of tumor blood vessel 
formation, which will affect EPR effect for SPIO uptake by tumor both for intratumoral and intravenous routes 
of injection. The goal of our current study, however, was not achieving maximum MFH-induced tumor killing, 
but rather developing and demonstrating a clinical imaging tool to quantitatively assess SPIO distribution in live 
subjects, and correlating its distribution with cell killing directly caused by MFH.

Compared with PET imaging of radionuclides bound to iron-oxide nanoparticles for iron quantification, our 
QSM approach is advantageous in that it avoids the use of ionizing radiation and provides superior soft tissue 
contrast and spatial resolution. QSM can serve multiple purposes to improve MFH by mapping SPIO distribution 
prior to AMF. In particular, it can be used to optimize intratumoral delivery of SPIOs to ensure SPIO dispersion 

Figure 4.  Ferumoxytol and hyperthermia treatment on subcutaneous PC3 xenografts. (a) Schematics of single, 
low-dose and multiple, high-dose study design are shown. Single, low-dose ferumoxytol study (b–f): (b) mice 
were assigned to four cohorts (−/−, +/−, −/+, +/+ of ferumoxytol/AMF) for the combination of ferumoxytol 
(5 mg/ml, 25 μl) and AMF treatments (n = 4). Tumor size was measured daily during ferumoxytol/AMF 
treatments. (c) PC3 tumors were harvested on day 18 (24 h after the last AMF application), fixed, and imaged 
for GFP fluorescence to estimate PC3 tumor cell viability. (d) Immediately after ex vivo imaging of tumors by 
fluorescence, the same tumors were imaged by MR (parameters used were Multi-echo Gradient Echo, TE1/
ΔTE: 3.9 ms/ 4.8 ms, voxel size: 0.2433 mm3, TR: 22.5 ms, flip angle: 150°) to estimate ferumoxytol amounts. 
Numbers in yellow indicate average ferumoxytol concentrations (μg/ml) within tumors. (e) Quantification of 
total GFP flux is shown for the tumors in the four different cohorts of the single, lose-dose ferumoxytol study. (f) 
Tumor size versus average ferumoxytol concentrations within tumor is plotted. Multiple, high-dose ferumoxytol 
study (g): mice were assigned to four cohorts (−/−, +/−, −/+, +/+ of ferumoxytol/AMF) for the combination 
of ferumoxytol (four cycles of 30 mg/ml at 25 μl) and AMF treatments (3 cycles; n = 4). By paired t-test for the 
measurements on days 16–18, *p < 0.05 for +/+ vs other controls.
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throughout the tumor while minimizing distribution into normal tissues for more accurately targeted hyperther-
mia. More broadly, the QSM algorithms developed in this study can facilitate preclinical and clinical studies to 
explore and optimize SPIO-based hyperthermia therapy in terms of material design, SPIO and AMF dose and 
frequency, as well as the route of SPIO delivery.

Methods
Preparation of dual-modality contrast agent 89Zr-ferumoxytol.  89Zr-conjugated ferumoxytol 
(AMAG Pharmaceuticals) was produced using 1-Ethyl-3-(3-dimethylaminopropyl) carbodiimide (Sigma) and 
DFO-p-SCN (Macrocyclics) following a procedure described previously9. For validation of QSM by PET, imaging 
phantom containing 89Zr-ferumoxytol ranging from 1.8 to 117.0 μg/ml by mass of iron (Fe) was prepared by serial 
dilution of 89Zr-ferumoxytol suspended in 1% agarose in PBS solution successively layered on beds of 1% agarose 
gel in a falcon tube.

Animal experiments.  All animal experiments were performed in strict accordance with the recommen-
dations contained within the National Institute of Health’s Guide for the Care and Use of Laboratory Animals. 
Animal handling protocols were approved by the Institutional Laboratory Animal Use and Care Committee of 
Weill Cornell Medicine (Permit Number: 2012–0063). Four to six week old non-obese diabetic/Cg-Prkdcscid 
Il2rgtm1Wjl/SzJ (NSG) mice (Jackson Laboratory) were injected subcutaneously in the flank with 5 × 106 PC3 (pros-
tate cancer cell, ATCC) cells in 1:1 mixture of PBS, pH 7.4 and Matrigel (BD Biosciences, Bedford MA). PC3 cells 
were stably transduced with GFP-encoding lentiviral vector (Biosettia) to locate tumor cells by immunostaining 
and viability by fluorescence. Tumor growth was monitored by taking caliper measurements of the three orthog-
onal dimensions of the tumor and approximating its volume using an ellipsoid equation.

In vivo validation of QSM by PET and gamma counter.  For validation of MR QSM in live subjects, 
89Zr-ferumoxytol was injected directly into tumors when tumor size reached approximately 100 to 250 mm3. The 
injection volume of 89Zr-ferumoxytol (20 mg/ml) was set to 1% of the tumor volumes, which was chosen to test 
the lower limit of the imaging sensitivity and to minimize the loss of ferumoxytol due to dissipation from tum-
ors. Live mice were scanned by PET/CT and MRI prior to and immediately after injection of ferumoxytol. After 
imaging, mice were euthanized, and subcutaneous tumors were harvested and processed for the measurement 

Figure 5.  Histological examination to confirm hyperthermia-induced tumor killing. (a) Adjacent tumor 
sections were stained for Prussian blue to detect iron, GFP to detect viable tumor cells, and TUNEL to detect 
apoptotic cells. Tumor slices were obtained from four cohorts of ferumoxytol/AMF combinations. Red asterisk 
is placed to a region of Prussian blue positive and TUNEL negative regions. Yellow asterisk is placed to a 
region of Prussian blue positive and TUNEL positive. (b) Zoom-in view of the slice of tumor from +/+ of 
ferumoxytol/AMF cohort. Green circle indicates the site of intratumorally injected ferumoxytol. Blue circle is 
placed on tumor stroma (GFP negative) that stained positive both for Prussian blue and TUNEL.
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of weight and gamma count to obtain absolute amount of 89Zr-ferumoxytol retained in the tumor. In a second 
group, 89Zr-ferumoxytol (20 mg/ml, 150 μl) was injected intravenously via tail vein. At 24 h post-injection, mice 
were scanned by PET/CT and MRI for QSM. After imaging, mice were euthanized and the liver was harvested for 
the measurement of weight and gamma count.

Hyperthermia.  Magnetic fluid used in this study is ferumoxytol, which is SPIO coated with polyglucose 
sorbitol carboxymethylether46. The overall colloidal particle size is 17–31 nm in diameter47. Using a magnetic 
hyperthermia system (MSI Automation) with a frequency of 335 kHz and magnetic field strength of 60 kA/m, a 
rise in temperature of ferumoxytol at 1 mg/ml was 0.985 C°/min with specific absorption rate of 68.7 W/g, close to 
the values reported previously46. At 14 days post tumor xenograft (~100 mm3 in size), mice were assigned to four 
cohorts for hyperthermia experiments, which were performed at two different doses of ferumoxytol. For single, 
low-dose ferumoxytol study, mice were injected intratumorally with 25 μl of 5 mg/ml ferumoxytol and at 24 h post 
injection subjected to AMF. For multiple, high-dose ferumoxytol study, mice were first injected intratumorally 
with 25 μl of 30 mg/ml ferumoxytol 24 h prior to the three cycles of ferumoxytol (25 μl of 30 mg/ml) and AMF 
applied immediately after injection. Injections were made at 3 μl/min with an automatic syringe pump (Harvard 
Apparatus). Mice were anesthetized by ketamine/xylazine cocktail intraperitoneal injection and were subjected to 
AMF (335 kHz and 14.5 kA/m) for 45 minutes. At 24 h after the final application of AMF, mice were anesthetized 
with an intraperitoneal injection of a ketamine/xylazine combination (150 mg/kg and 15 mg/kg, respectively) 
and underwent cardiac perfusion with PBS followed by 4% paraformaldehyde to flush out blood within tissues. 
Subcutaneous tumors were harvested, weighed, and fixed for 24 hours in 4% paraformaldehyde, and imaged for 
fluorescence (In-Vivo F-Pro, Bruker) to assess tumor viability.

PET/CT and MR imaging of mice.  PET (Siemens Inveon PET/CT scanner) imaging of the mice was per-
formed using list mode acquisition for 30 minutes with a gamma-ray energy window of 350 to 650 keV, a coin-
cidence timing window of 3.4 ns, and OSEM3D/MAP reconstruction. Immediately after PET/CT scans, MRI 
was performed with a 72 mm diameter, linear, transmit/receive coil (7 T Bruker Biospec USR 70/30 preclini-
cal MRI scanner). Mice were kept under 2.5% isoflurane-induced anesthesia during imaging. MRI data were 
acquired using a three-dimensional multi-echo gradient echo (GRE) sequence with the following parameters: 
voxel size = 0.4 mm isotropic, field-of-view = 35 × 35 mm2, bandwidth = 763 Hz/pixel, flip angle = 15°, echo time 
(TE1/ΔTE) = 3 ms/2.3 ms, repetition time (TR) = 22.1 ms, number of echoes = 12, signal averages = 6.

Image reconstruction and post-processing.  QSM maps were computed offline from multi-echo 
GRE MRI data using custom MATLAB software (version R2012b, The Mathworks, USA). The susceptibility 
induced field inhomogeneity map, f, was estimated by a nonlinear voxel-wise fit to the phase of the complex data, 
unwrapped and corrected for chemical shift using the graph-cut based SPURS algorithm25,33,48. A binary mask, 
M, isolating the region of the anatomy with the tumor, was created by applying a region-growing algorithm to the 
MRI magnitude image in the ITK-Snap image processing software49. The susceptibility map was then estimated 
by solving the equation for preconditioned total field dipole inversion:

⁎⁎ ⁎ ⁎χ λ= . . = || − || + || ∇ ||Py y arg min w f d Py M Pys t 1
2

( ) )y G2
2

1

where χ is the total susceptibility, * is its convolution with the dipole kernel d, f is the total field, w is a noise 
weighting, ∇ is the gradient operator, and MG is the binary edge weight for suppressing streaking artifacts. The 
values in the preconditioner matrix, P, which accounts for strong susceptibility differences between the high 
SPIO dose and surrounding tissue in the tumor, were set to 30 for air (region outside the mask) and to the sig-
nal to noise ratio matrix for tissue (region inside the mask) estimated from the phase fitting step34. The optimal 
regularization parameter, λ, was chosen empirically and set to 1000. MRI and PET/CT images were manually 
aligned using the AMIDE multimodality image analysis software (AMIDE software; http://amide.sourceforge.
net/index.html). Volumes of interest (VOIs) with dimensions equal to the tumor volume were drawn on the PET/
CT and MRI images to cover the visible tumor volume. The mean voxel values and volumes from the VOIs were 
recorded for each image type. Using a fat mask created by binarization of the fat map from the fat/water separa-
tion procedure, the average QSM of fat in the mouse was estimated, used as reference for VOI estimates. All mean 
voxel values were converted into total iron mass using the coefficients determined from the phantom calibration 
experiments.

Gamma count.  Organs were harvested from euthanized specimens and scanned individually using Wizard 
2 Gamma Counter (Perkin Elmer). Harvested tumors and liver were weighed, and a fraction of these tissues (1/4-
1/2 of the total volume) was used for gamma counter. Organs were not washed in order to maximize the retention 
of 89Zr-ferumoxytol. A standard of 89Zr-ferumoxytol was prepared to calculate absolute iron uptake in each organ.

Histology.  Mice were anesthetized with an intraperitoneal injection of a ketamine/xylazine combination 
(150 mg/kg; 15 mg/kg) and underwent cardiac perfusion with PBS and subsequently 4% paraformaldehyde by a 
trained animal user according to IACUC guidelines. Subcutaneous tumors were fixed for 24 hours and embedded 
in paraffin and cut in 7 µm sections (Microtome, Leica). Sections were stained for iron accumulation by Prussian 
Blue staining29, to detect DNA breaks by TUNEL (terminal deoxynucleotidyl transferase dUTP nick end labeling) 
stain, and to localize tumor growth by GFP immunostaining (performed by Histowiz, Inc.).

Data availability
All data generated or analyzed during this study are included in the published article.

https://doi.org/10.1038/s41598-020-58219-9
http://amide.sourceforge.net/index.html
http://amide.sourceforge.net/index.html


1 0Scientific Reports |         (2020) 10:1171  | https://doi.org/10.1038/s41598-020-58219-9

www.nature.com/scientificreportswww.nature.com/scientificreports/

Received: 14 June 2019; Accepted: 10 January 2020;
Published: xx xx xxxx

References
	 1.	 Johannsen, M. et al. Magnetic fluid hyperthermia (MFH)reduces prostate cancer growth in the orthotopic Dunning R3327 rat 

model. Prostate 64, 283–292 (2005).
	 2.	 Gneveckow, U. et al. Description and characterization of the novel hyperthermia- and thermoablation-system MFH 300F for clinical 

magnetic fluid hyperthermia. Med. Phys. 31, 1444–1451 (2004).
	 3.	 Jordan, A. et al. Effects of magnetic fluid hyperthermia (MFH) on C3H mammary carcinoma in vivo. Int. J. Hyperth. 13, 587–605 

(1997).
	 4.	 Chatterjee, D. K., Diagaradjane, P. & Krishnan, S. Nanoparticle-mediated hyperthermia in cancer therapy. Ther. Deliv. 2, 1001–1014 

(2011).
	 5.	 Owusu, R. A., Abern, M. R. & Inman, B. A. Hyperthermia as adjunct to intravesical chemotherapy for bladder cancer. Biomed. Res. 

Int. 2013, 262313 (2013).
	 6.	 Soares, P. I. P., Ferreira, I. M. M., Igreja, R. A. G. B. N., Novo, C. M. M. & Borges, J. P. M. R. Application of Hyperthermia for Cancer 

Treatment: Recent Patents Review. Recent. Pat. Anti-Canc 7, 64–73 (2012).
	 7.	 Elsherbini, A. A. M. & El-Shahawy, A. Effect of SPIO Nanoparticle Concentrations on Temperature Changes for Hyperthermia via 

MRI. J Nanomater (2013).
	 8.	 Cervadoro, A. et al. Design maps for the hyperthermic treatment of tumors with superparamagnetic nanoparticles. PLoS One 8, 

e57332 (2013).
	 9.	 Thorek, D. L. J. et al. Non-invasive mapping of deep-tissue lymph nodes in live animals using a multimodal PET/MRI nanoparticle. 

Nat. Commun. 5, 3097 (2014).
	10.	 Keliher, E. J. et al. Zr-89-Labeled Dextran Nanoparticles Allow in Vivo Macrophage Imaging. Bioconjugate Chem. 22, 2383–2389 

(2011).
	11.	 Carneiro, A. A. O., Vilela, G. R., de Araujo, D. B. & Baffa, O. MRI relaxometry: Methods and applications. Braz. J. Phys. 36, 9–15 

(2006).
	12.	 Athiraman, H. et al. Investigation of Relationships Between Transverse Relaxation Rate, Diffusion Coefficient, and Labeled Cell 

Concentration in Ischemic Rat Brain Using MRI. Magnetic Reson. Med. 61, 587–594 (2009).
	13.	 Kuhlpeter, R. et al. R2 and R2*mapping for sensing cell-bound superparamagnetic nanoparticles: In vitro and murine in vivo testing. 

Radiology 245, 449–457 (2007).
	14.	 Wang, L. Y. et al. Ultrashort Echo Time (UTE) Imaging of Receptor Targeted Magnetic Iron Oxide Nanoparticles in Mouse Tumor 

Models. J. Magn. Reson. Imaging 40, 1071–1081 (2014).
	15.	 Li, W. G. et al. SPIO-labeled Yttrium Microspheres for MR Imaging Quantification of Transcatheter Intrahepatic Delivery in a 

Rodent Model. Radiology 278, 405–412 (2016).
	16.	 Beckmann, N. et al. In Vivo mouse imaging and spectroscopy in drug discovery. Nmr Biomed. 20, 154–185 (2007).
	17.	 Dietrich, O. et al. MR imaging differentiation of Fe2+ and Fe3+ based on relaxation and magnetic susceptibility properties. 

Neuroradiology 59, 403–409 (2017).
	18.	 Wang, Y. & Liu, T. Quantitative susceptibility mapping (QSM): Decoding MRI data for a tissue magnetic biomarker. Magn. Reson. 

Med. 73, 82–101 (2015).
	19.	 de Rochefort, L. et al. Quantitative Susceptibility Map Reconstruction from MR Phase Data Using Bayesian Regularization: 

Validation and Application to Brain Imaging. Magnetic Reson. Med. 63, 194–206 (2010).
	20.	 Wang, Y. et al. Clinical quantitative susceptibility mapping (QSM): Biometal imaging and its emerging roles in patient care. J. Magn. 

Reson. Imaging 46, 951–971 (2017).
	21.	 Tan, H. et al. Evaluation of Iron Content in Human Cerebral Cavernous Malformation Using Quantitative Susceptibility Mapping. 

Invest. Radiol. 49, 498–504 (2014).
	22.	 Murakami, Y. et al. Usefulness of quantitative susceptibility mapping for the diagnosis of Parkinson disease. AJNR Am. J. 

Neuroradiol. 36, 1102–1108 (2015).
	23.	 Wisnieff, C. et al. Quantitative susceptibility mapping (QSM) of white matter multiple sclerosis lesions: Interpreting positive 

susceptibility and the presence of iron. Magn. Reson. Med. 74, 564–570 (2015).
	24.	 Zhang, J. et al. Quantitative mapping of cerebral metabolic rate of oxygen (CMRO2) using quantitative susceptibility mapping 

(QSM). Magn. Reson. Med. 74, 945–952 (2015).
	25.	 Kressler, B. et al. Nonlinear Regularization for Per Voxel Estimation of Magnetic Susceptibility Distributions From MRI Field Maps. 

Ieee T Med. Imaging 29, 273–281 (2010).
	26.	 Girard, O. M., Ramirez, R., McCarty, S. & Mattrey, R. F. Toward absolute quantification of iron oxide nanoparticles as well as cell 

internalized fraction using multiparametric MRI. Contrast Media Mol. I 7, 411–417 (2012).
	27.	 Liu, T. et al. Unambiguous identification of superparamagnetic iron oxide particles through quantitative susceptibility mapping of 

the nonlinear response to magnetic fields. Magn. Reson. Imaging 28, 1383–1389 (2010).
	28.	 Wong, R., Chen, X., Wang, Y., Hu, X. & Jin, M. M. Visualizing and quantifying acute inflammation using ICAM-1 specific 

nanoparticles and MRI quantitative susceptibility mapping. Ann. Biomed. Eng. 40, 1328–1338 (2012).
	29.	 Chen, X. et al. Inflamed leukocyte-mimetic nanoparticles for molecular imaging of inflammation. Biomater. 32, 7651–7661 (2011).
	30.	 Kirui, D. K., Khalidov, I., Wang, Y. & Batt, C. A. Targeted near-IR hybrid magnetic nanoparticles for in vivo cancer therapy and 

imaging. Nanomed. 9, 702–711 (2013).
	31.	 Hergt, R., Dutz, S., Muller, R. & Zeisberger, M. Magnetic particle hyperthermia: nanoparticle magnetism and materials development 

for cancer therapy. J. Phys-Condens Mat. 18, S2919–S2934 (2006).
	32.	 Liu, S. F., Brisset, J. C., Hu, J. N., Haacke, E. M. & Ge, Y. L. Susceptibility Weighted Imaging and Quantitative Susceptibility Mapping 

of the Cerebral Vasculature Using Ferumoxytol. J. Magn. Reson. Imaging 47, 621–633 (2018).
	33.	 Dong, J. et al. Simultaneous phase unwrapping and removal of chemical shift (SPURS) using graph cuts: application in quantitative 

susceptibility mapping. IEEE Trans. Med. Imaging 34, 531–540 (2015).
	34.	 Liu, Z., Kee, Y., Zhou, D., Wang, Y. & Spincemaille, P. Preconditioned total field inversion (TFI) method for quantitative susceptibility 

mapping. Magn. Reson. Med. 78, 303–315 (2017).
	35.	 Miao, L. & Huang, L. Exploring the tumor microenvironment with nanoparticles. Cancer Treat. Res. 166, 193–226 (2015).
	36.	 Chou, C. Y., Chang, W. I., Horng, T. L. & Lin, W. L. Numerical modeling of nanodrug distribution in tumors with heterogeneous 

vasculature. PLoS One 12, e0189802 (2017).
	37.	 Karathanasis, E. et al. Tumor vascular permeability to a nanoprobe correlates to tumor-specific expression levels of angiogenic 

markers. PLoS One 4, e5843 (2009).
	38.	 Ramanathan, R. K. et al. Correlation between Ferumoxytol Uptake in Tumor Lesions by MRI and Response to Nanoliposomal 

Irinotecan in Patients with Advanced Solid Tumors: A Pilot Study. Clin. Cancer Res. 23, 3638–3648 (2017).
	39.	 Toth, G. B. et al. Current and potential imaging applications of ferumoxytol for magnetic resonance imaging. Kidney Int. 92, 47–66 

(2017).

https://doi.org/10.1038/s41598-020-58219-9


1 1Scientific Reports |         (2020) 10:1171  | https://doi.org/10.1038/s41598-020-58219-9

www.nature.com/scientificreportswww.nature.com/scientificreports/

	40.	 Tay, Z. W. et al. Magnetic Particle Imaging-Guided Heating in Vivo Using Gradient Fields for Arbitrary Localization of Magnetic 
Hyperthermia Therapy. ACS Nano 12, 3699–3713 (2018).

	41.	 McConnell, H. L. et al. Ferumoxytol nanoparticle uptake in brain during acute neuroinflammation is cell-specific. Nanomed-
Nanotechnol 12, 1535–1542 (2016).

	42.	 Leftin, A. & Koutcher, J. A. Quantification of Nanoparticle Enhancement in Polarized Breast Tumor Macrophage Deposits by Spatial 
Analysis of MRI and Histological Iron Contrast Using Computer Vision. Contrast Media Mol. Imaging 2018, 3526438 (2018).

	43.	 Lee, J. H. et al. Exchange-coupled magnetic nanoparticles for efficient heat induction. Nat. Nanotechnol. 6, 418–422 (2011).
	44.	 Dieing, A. et al. The effect of induced hyperthermia on the immune system. Prog. Brain Res. 162, 137–152 (2007).
	45.	 Zhao, J. et al. Anti-tumor macrophages activated by ferumoxytol combined or surface-functionalized with the TLR3 agonist poly (I: 

C) promote melanoma regression. Theranostics 8, 6307–6321 (2018).
	46.	 Bullivant, J. P. et al. Materials characterization of Feraheme/ferumoxytol and preliminary evaluation of its potential for magnetic 

fluid hyperthermia. Int. J. Mol. Sci. 14, 17501–17510 (2013).
	47.	 Thu, M. S. et al. Self-assembling nanocomplexes by combining ferumoxytol, heparin and protamine for cell tracking by magnetic 

resonance imaging. Nat. Med. 18, 463–467 (2012).
	48.	 Liu, T. et al. Nonlinear formulation of the magnetic field to source relationship for robust quantitative susceptibility mapping. Magn. 

Reson. Med. 69, 467–476 (2013).
	49.	 Yushkevich, P. A. et al. User-guided 3D active contour segmentation of anatomical structures: significantly improved efficiency and 

reliability. Neuroimage 31, 1116–1128 (2006).

Acknowledgements
We thank Dr. Eric von Hofe for critical reading of this manuscript. Funding: NIH grants R01CA178007, 
R01CA217059, R01NS095562, R01DK116126, and S10OD021782, and institutional grant (MI3, Weill Cornell 
Medicine).

Author contributions
M.M.J. conceived, designed the study. M.M.J., Y.W., and R.L. oversaw the study. K.D., M.Z., Y.V., Z.L., K.M.G., 
P.O., D.B., T.N., P.S. and J.K. designed and performed experiments. M.M.J., M.Z. and K.D. wrote the manuscript. 
All authors discussed, reviewed, and edited the manuscript.

Competing interests
The authors declare no competing interests.

Additional information
Correspondence and requests for materials should be addressed to M.M.J.
Reprints and permissions information is available at www.nature.com/reprints.
Publisher’s note Springer Nature remains neutral with regard to jurisdictional claims in published maps and 
institutional affiliations.

Open Access This article is licensed under a Creative Commons Attribution 4.0 International 
License, which permits use, sharing, adaptation, distribution and reproduction in any medium or 

format, as long as you give appropriate credit to the original author(s) and the source, provide a link to the Cre-
ative Commons license, and indicate if changes were made. The images or other third party material in this 
article are included in the article’s Creative Commons license, unless indicated otherwise in a credit line to the 
material. If material is not included in the article’s Creative Commons license and your intended use is not per-
mitted by statutory regulation or exceeds the permitted use, you will need to obtain permission directly from the 
copyright holder. To view a copy of this license, visit http://creativecommons.org/licenses/by/4.0/.
 
© The Author(s) 2020

https://doi.org/10.1038/s41598-020-58219-9
http://www.nature.com/reprints
http://creativecommons.org/licenses/by/4.0/

	Validation of MRI quantitative susceptibility mapping of superparamagnetic iron oxide nanoparticles for hyperthermia applic ...
	Results

	Discussion

	Methods

	Preparation of dual-modality contrast agent 89Zr-ferumoxytol. 
	Animal experiments. 
	In vivo validation of QSM by PET and gamma counter. 
	Hyperthermia. 
	PET/CT and MR imaging of mice. 
	Image reconstruction and post-processing. 
	Gamma count. 
	Histology. 

	Acknowledgements

	Figure 1 Construction of 89Zr-labeled imaging phantom to determine detection sensitivity and conversion factors.
	Figure 2 MR QSM and application to detect SPIO in live subjects.
	Figure 3 Validation of MR QSM by comparison with PET and gamma counter measurement.
	Figure 4 Ferumoxytol and hyperthermia treatment on subcutaneous PC3 xenografts.
	Figure 5 Histological examination to confirm hyperthermia-induced tumor killing.
	Table 1 Comparison of ferumoxytol accumulation measured by QSM, PET, and gamma counter.




