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Abstract: Tumor microenvironment fibroblasts overexpress the fibroblast activation protein (FAP).
We recently reported the preclinical evaluation of [99mTc]Tc-iFAP as a new SPECT radioligand capable
of detecting FAP. This research aimed to evaluate the kinetic and dosimetric profile of [99mTc]Tc-iFAP
in healthy volunteers, and to assess the radioligand uptake by different solid tumors in three cancer
patients. [99mTc]Tc-iFAP was obtained from lyophilized formulations prepared under GMP conditions
with >98% radiochemical purity. Whole-body scans of six healthy subjects were obtained at 0.5, 2,
4, and 24 h after [99mTc]Tc-iFAP (740 MBq) administration. A 2D-planar/3D-SPECT hybrid activity
quantitation method was used to fit the biokinetic models of the source organs (volume of interest:
VOI) as exponential functions (A(t)VOI). The total nuclear transformations (N) that occurred in the
source organs were calculated from the mathematical integration (0,∞) of A(t)VOI. The OLINDA code
was used to estimate the radiation doses. Three treatment-naive patients (breast, lung, and cervical
cancer) with a prior [18F]FDG PET/CT scan underwent whole-body, chest, and abdominal SPECT/CT
scanning after [99mTc]Tc-iFAP (740 MBq) administration. Both imaging methods were compared
visually and quantitatively. Oncological diagnoses were performed histopathologically. The results
showed favorable [99mTc]Tc-iFAP biodistribution and kinetics due to rapid blood activity removal
(t1/2α = 2.22 min and t1/2β = 90 min) and mainly renal clearance. The mean radiation equivalent
doses were 5.2 ± 0.8 mSv for the kidney and 1.7 ± 0.3 mSv for the liver after administration of
740 MBq. The effective dose was 2.3 ± 0.4 mSv/740 MBq. [99mTc]Tc-iFAP demonstrated high and
reliable uptake in the primary tumor lesions and lymph node metastases in patients with breast,
cervical, and lung cancer, which correlated with that detected by [18F]FDG PET/CT. The tumor
microenvironment molecular imaging from cancer patients obtained in this research validates the
performance of additional clinical studies to determine the utility of [99mTc]Tc-iFAP in the diagnosis
and prognosis of different types of solid tumors.

Keywords: fibroblast activation protein; FAP imaging; technetium-99m; [99mTc]Tc-FAP inhibitor ligand

1. Introduction

Fibroblasts are ubiquitously present throughout the body and exhibit high dipeptidyl
peptidase-4 (serine exopeptidase enzyme) expression but usually no expression of the
fibroblast activation protein (FAP), a serine endopeptidase/exopeptidase enzyme. In
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contrast, cancer-associated fibroblasts (CAFs) express FAP, which cleave proteins at any
post-proline bond in the amino acid sequence [1,2].

The tumor microenvironment is the setting around a tumor, including surrounding
blood vessels, signaling molecules (e.g., growth factors, chemokines, and cytokines), the
extracellular matrix, immune cells, and CAFs [3]. Therefore, FAP is specifically expressed
in the tumor microenvironment of more than 90% of epithelial tumors, especially in carci-
nomas characterized by a significant desmoplastic reaction (breast, colon, and pancreatic
cancer), which contributes to cancer progression and poor disease prognosis [1].

The N-(4-quinolinoyl)-glycyl-(2-cyano-4,4-difluoropyrrolidine) molecule is an effective
FAP inhibitor (FAPI) [4–6]. Based on this structure, a dozen radiolabeled FAPI derivatives,
most of them for PET (positron emission tomography) imaging, have been reported for
cancer diagnosis [4–13]. For example, [68Ga]Ga-FAPI-04 PET/CT imaging of 28 different
tumors was successfully obtained from 80 patients [7]. In fact, [68Ga]Ga-FAPI-04 has
demonstrated potential as a broad-spectrum tumor imaging agent, except for multiple
myeloma and lymphoma [14]. There have also been reports concerning the superiority of
[68Ga]Ga-FAPI-04 when compared to [18F]FDG PET/CT in the detection of primary and
metastatic tumors in hepatocarcinoma and colorectal, duodenal, and gastric cancers [14–18].

[99mTc]Tc-FAPI-35, a N-(4-quinolinoyl)-glycyl-(2-cyano-4,4-difluoropyrrolidine) radio-
tracer, has been successfully used in cancer detection of pancreatic and ovarian cancer via
SPECT (single-photon emission computed tomography) [11].

Considering that, worldwide, there is a higher number of SPECT cameras compared
to PET, our group reported the synthesis and preclinical evaluation of the [99mTc]Tc-
((R)-1-((6-hydrazinylnicotinoyl)-D-alanyl)pyrrolidin-2-yl) boronic acid ([99mTc]Tc-iFAP) as
a novel FAP inhibitor radiotracer for SPECT imaging of the tumor microenvironment [19].
[99mTc]Tc-iFAP boronic acid showed stability in human serum, specific recognition of FAP,
fast kidney elimination, and high tumor uptake (7.05% ID/g) [19].

This research aimed to evaluate the kinetic and dosimetric profile of [99mTc]Tc-iFAP in
healthy volunteers, and to assess radioligand uptake by different solid tumors in three patients.

2. Results
2.1. Biokinetics and Dosimetry

No adverse events related to the diagnostic use of [99mTc]Tc-iFAP were observed
in patients and healthy subjects. The physiological biodistribution of the radioligand in
the whole-body scan was observed in cardiac cavities (pool), the kidney, and the liver to
a lesser extent, with biliodigestive and renal elimination (Figure 1). Radiotracer uptake
was outlined around the female mammary gland mainly associated with tissue blood flow,
which was scarce after 4 h.
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bottom: male) at 0.5 h, 2 h, 4 h, and 24 h after [99mTc]Tc-iFAP intravenous administration (740 MBq).
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The [99mTc]Tc-iFAP kinetic model in the blood indicated that the clearance of activity
fits a two-component exponential function (Equation (1)) (Figure 2). The first component
showed that 70.4% of the radiotracer was removed from the blood with a half-life of
2.22 min (t1/2α = ln 2/18.52 = 0.037 h), and 29.6% (second component) was cleared from
the blood with a half-life of 90 min (t1/2β= ln 2/0.46 = 1.5 h) (Equation (1)). One hour
after radioligand injection, the percentage of the dose in the kidneys was 7.69 ± 4.80%,
and it decreased to 0.36 ± 0.14% at 24 h. As expected, the highest number of total nuclear
transformations occurred in the urinary bladder followed by the kidney and the liver (Table 1).

A(t)Blood = 70.40e−18.52t + 29.60e−0.46t R2 = 1 (1)
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Table 1. Mean biokinetic model of [99mTc]Tc-iFAP and total nuclear transformations (N) (MBq.h/MBq)
(mean ± SD) in source organs calculated from six healthy volunteers using a hybrid 2D-planar/3D-
SPECT methodology.

Organ
Biokinetic Model

A (t)VOI
N=

t=∞∫
t=0

A(t)VOIdt

Liver
A(t)VOI = 5.55e−21.315t + 3.38e−0.33t + 0.234e−0.139t

R2 = 0.99
1.11 × 10−1 ± 1.74 × 10−2

Kidneys
A(t)VOI = 5.55e−21.215t + 3.52e−0.445t + 0.535e−0.166t

R2 = 1
1.22 × 10−1 ± 7.69 × 10−2

Urinary bladder
A(t)VOI = 37.6 e−3.245t + 8.98e−0.245t + 1.68e−0.245t

R2 = 0.99
5.02 × 10−1 ± 1.23 × 10−1

Remainder of the body
A(t)VOI = 5.55e−21.215t + 96.4e−0.348t + 8.35e−0.384t

R2 = 0.99
3.04 ± 0.37

VOI = volume of interest.

The radiation doses of [99mTc]Tc-iFAP are shown in Table 2. The kidney is the organ
that received the highest equivalent dose. For an activity of 740 MBq, the kidney equivalent
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dose received by the six healthy subjects was 5.2 ± 0.8 mSv, and 1.7 ± 0.3 mSv was found
for the liver, with an effective dose of 2.3 ± 0.4 mSv.

Table 2. Equivalent and effective doses of [99mTc]Tc-iFAP obtained from six healthy subjects (1 female
and 5 males).

Target Organ Equivalent Doses
(mSv/MBq) (Mean ± SD)

Adrenals (2.23 ± 0.35) × 10−3

Brain (1.36 ± 0.21) × 10−3

Breast (1.14 ± 0.18) × 10−3

Gallbladder Wall (2.30 ± 0.36) × 10−3

LLI Wall (2.99 ± 0.45) × 10−3

Small Intestine (2.48 ± 0.37) × 10−3

Stomach Wall (1.93 ± 0.30) × 10−3

ULI Wall (2.31 ± 0.36) × 10−3

Heart Wall (1.87 ± 0.29) × 10−3

Kidneys (7.01 ± 1.09) × 10−3

Liver (2.23 ± 0.35) × 10−3

Lungs (1.63 ± 0.26) × 10−3

Muscle (1.74 ± 0.27) × 10−3

Ovaries (3.02 ± 0.47) × 10−3

Pancreas (2.27 ± 0.35) × 10−3

Red Marrow (1.73 ± 0.29) × 10−3

Skin (1.11 ± 0.17) × 10−3

Spleen (2.02 ± 0.32) × 10−3

Testes (2.10 ± 0.33) × 10−3

Thymus (1.62 ± 0.25) × 10−3

Thyroid (1.64 ± 0.25) × 10−3

Urinary Bladder Wall (2.15 ± 0.34) × 10−3

Uterus (4.27 ± 0.67) × 10−3

Effective Dose (mSv/MBq) (3.12 ± 0.49) × 10−3

For low effective doses (from 2 mSv to 50 mSv), the radiation risk can be correlated
with the natural background radiation. Therefore, the dose received from [99mTc]Tc-iFAP
(2.3 mSv) is equal to that received over 8 months from the natural background radiation.
The calculated effective dose for [99mTc]Tc-iFAP is comparable with the doses for most
radiopharmaceuticals at around <10 mSv [20], which indicates a minimal risk in agree-
ment with the United Nations Scientific Committee on the Effects of Atomic Radiation
(UNSCEAR) [21,22].

2.2. [99mTc]Tc-iFAP Tumor Imaging in Patients

Table 3 describes the clinical characteristics of the three patients included for both
[99mTc]Tc-iFAP and [18F]FDG tumor imaging.

Table 3. Patient characteristics before [99mTc]Tc-iFAP and [18F]FDG imaging. Oncological diagnoses
were confirmed via histopathological studies.

No. Age
(Years) Gender Clinical Status Type of Cancer Extent of Cancer

1 70 Female Initial assessment Breast cancer (ductal carcinoma; SBR 8, G3,
moderate DR, Ki67 70%). Triple-negative. Primary, lymph node

2 51 Male Initial assessment Lung cancer, NSCLC (adenocarcinoma). Primary, lymph node

3 66 Female Recurrence Cervical cancer (squamous cell carcinoma). Lymph node

DR: desmoplastic reaction; NSCLC: non-small cell lung cancer; SBR: Scarff–Bloom–Richardson grading; Ki67: cell
proliferation index.
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Visual comparison between [99mTc]Tc-iFAP SPECT/CT and [18F]FDG PET/CT molec-
ular imaging techniques revealed that both radiotracers accumulated in the same tumor
lesions, with an excellent image quality (Figures 3–5).
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Figure 3. Patient with triple-negative right breast cancer (Patient 1). (a) Maximum-intensity projection
[18F]FDG PET image at 1 h p.i. (b) [99mTc]Tc-iFAP whole-body planar scintigraphy in anterior
projection. Inset: thoracic SPECT at 3 h p.i. (c) [18F]FDG PET/CT axial sections. (d) [99mTc]Tc-
iFAP SPECT/CT axial sections. Right mammary gland with increased size and thickening of the
generalized cutaneous plane, with a solid lesion as well as poorly defined borders in the interline
topography of the upper quadrants that extends to the retroareolar region, conditioning its retraction
(primary tumor). Ipsilateral axillary lymphadenopathies (Berg levels I and II). The uptake of both
radiopharmaceuticals was concordant in all tumor lesions.

The [99mTc]Tc-iFAP radiotracer concentration was higher in cervical lesions
(40.4 kBq/cm3) than in breast (22.4 kBq/cm3) and lung (17.6 kBq/cm3) tumors. In the
case of [18F]FDG, the highest SUVmax was obtained in lung lesions (15.3), followed
by those in the breast (SUVmax of 12.5) and cervix (SUVmax of 10.7). Tumor lesions
were divided into primary tumors and lymph node metastases (Table 4). Table 4 also
shows the tumor/background (T/B) ratios calculated from [99mTc]Tc-iFAP SPECT/CT and
[18F]FDG PET/CT patients’ images. The results of the three-way ANOVA analysis with
Tukey’s multiple comparisons test show that there was no statistically significant difference
(p > 0.05) regarding T/B ratios between [99mTc]Tc-iFAP and [18F]FDG. However, there was
a significant difference (p < 0.05) in the T/B ratios among the different types of cancer and
between primary tumors and lymph node metastases. It is important to note that the T/B
ratios of [18F]FDG, especially muscle uptake (T/Bp), are variable and depend on external
factors, such as fasting and physical activity, which does not occur with [99mTc]Tc iFAP.
This factor can be an advantage for obtaining homogeneous and reproducible T/B ratios,
regardless of the previous preparation of the patient. In agreement with other reports and
our previous preclinical studies [5,6,11,18], a rapid and high tumor uptake of [99mTc]Tc
iFAP was observed, as well as tumor efflux. Nevertheless, tumors were visualized with
excellent contrast between 1 h and 3 h after radioligand administration.
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Table 4. Tumor/background (T/B) ratios evaluated with the [99mTc]Tc-iFAP and [18F]FDG radiotrac-
ers in cancer patients.

Primary Tumors

Type of Cancer
(No. of Patients) Tracer T/Bm T/Bl T/Bp T/Bc

Breast (1) [99mTc]Tc-iFAP 3.7 3.3 4.1 3.1
[18F]FDG 4.2 2.9 7.4 8.3

Lung (2) [99mTc]Tc-iFAP 8.8 5.3 10.2 7.6
[18F]FDG 4.4 2.9 8.1 10.9

Cervical (3) [99mTc]Tc-iFAP n.a. n.a. n.a. n.a.
[18F]FDG n.a. n.a. n.a. n.a.

Average (1–3) [99mTc]Tc-iFAP 6.3 ± 3.6 4.3 ± 1.4 7.2 ± 4.3 5.4 ± 3.2
[18F]FDG 4.3 ± 0.1 2.9 ± 0.0 7.8 ± 0.5 9.6 ± 1.8

Lymph Node Metastases

Breast (1) [99mTc]Tc-iFAP 2.2 2.0 2.5 1.9
[18F]FDG 2.8 2.0 5.0 5.7

Lung (2) [99mTc]Tc-iFAP 2.2 1.3 2.6 1.9
[18F]FDG 3.6 2.4 6.7 9.1

Cervical (3) [99mTc]Tc-iFAP 8.3 2.7 7.8 8.4
[18F]FDG 4.2 2.1 7.2 6.3

Average (1–3) [99mTc]Tc-iFAP 4.2 ± 3.5 2.0 ± 0.7 4.3 ± 3.0 4.1 ± 3.8
[18F]FDG 3.5 ± 0.7 2.2 ± 0.2 6.3 ± 1.2 7.0 ± 1.8

T/Bm: tumor/mediastinum; T/Bl: tumor/liver; T/Bp: tumor/psoas muscle; T/Bc: tumor/contralateral healthy
tissue; n.a.: not applicable because no recurrent primary lesion was observed at the pelvic level.
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Figure 5. Patient with cervical squamous cell carcinoma and retroperitoneal lymph node recurrence
(Patient 3). (a) Maximum-intensity projection [18F]FDG PET image at 1 h p.i. (b) [99mTc]Tc-iFAP
whole-body planar scintigraphy in anterior projection. Inset: abdominal SPECT at 3 h p.i. (c) [18F]FDG
PET/CT axial sections. (d) [99mTc]Tc-iFAP SPECT/CT axial sections. Lymph node conglomerates
at the right retrocrural and retroperitoneal intercaval-aortic level with retrocaval extension. No
recurrent primary lesion was observed at the pelvic level. The uptake of both radiopharmaceuticals
was concordant in all tumor lesions.

3. Discussion

The tumor microenvironment or cancer stroma constitutes the critical physical part
of tumors. It also promotes cancer progression by providing essential components, such
as growth factors, inflammatory enzymes, cytokines, complex chemokines, and different
components of the extracellular matrix [1–3]. The tumor microenvironment interacts with
the cell signaling mechanisms and the extracellular matrix, regulating processes of im-
munosuppression, angiogenesis, resistance to chemotherapy, tumor growth, and metastasis.
CAFs, with high expression of FAP, play a fundamental role in dynamic communication
networks within the tumor microenvironment. In fact, CAFs induce a cancerous phenotype
and are responsible for the production of proteolytic enzymes, paracrine growth factors,
and extracellular matrix components [2]. Therefore, the development of radioligands that
target FAP/CAFs in the tumor microenvironment is useful for disease diagnosis, prognosis,
and therapeutic management of various cancers.

The radioligands directed at FAP, currently used in clinical studies, are based on the
N-(4-quinolinoyl)-glycyl-(2-cyano-4,4-difluoropyrrolidine) framework for labeling with
68Ga (e.g., 68Ga-FAPI-04), 18F (FAPI-74), 99mTc (FAPI-34), and 64Cu, as well as therapeutic
radionuclides such as 90Y, 177Lu, 188Re, and 225Ac [7–13]. [99mTc]Tc-iFAP, evaluated in this
research, is a novel SPECT radioligand based on the proline-boronic acid structure, which
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is coupled to the active center of FAP with high affinity (Ki = 0.54 nM) via Ser-624, Phe-351,
Glu-203, Phe-350, and Glu-204 residues [19].

The biokinetics of [99mTc]Tc-iFAP in humans were comparable with those reported
for [68Ga]Ga-FAPI-04, [18F]F-FAPI-74, and [99mTc]Tc-FAPI-34, regarding fast whole-body
elimination [5,6,11,19]. In particular, [99mTc]Tc-FAPI-34 has been used in patients for
the diagnosis of ovarian and pancreatic cancer, demonstrating a rapid tumor uptake
and fast clearance from the body. Although both [99mTc]Tc-FAPI-34 and [99mTc]Tc-iFAP
show adequate and equivalent tumor contrasts, [99mTc]Tc-FAPI-34 is prepared by using
99mTc-tricarbonyl ([99mTc(CO)3]+) technology, which involves several labeling steps and
a post-labeling purification process due to the low radiochemical yield [11]. In contrast,
[99mTc]Tc-iFAP is obtained in a single labeling step from lyophilized formulations with
high radiochemical purities (>98%) due to the use of the HYNIC technology [19].

An adequate concentration of the [99mTc]Tc-iFAP radioligand in the primary tumors
and lymph node metastases of the cases included in this study was observed, as well as
concordance with the lesions detected via [18F]FDG PET/CT. The dosimetric results and
findings described in the T/B ratios of the primary and metastatic lesions suggest that
[99mTc]Tc-iFAP imaging is a safe and potentially useful tool to assess FAP expression in the
tumor microenvironment of various solid tumors, such as breast, lung, and cervical cancer.
However, a wide application is expected in the imaging of desmoplastic tumors with high
FAP expression—especially in those not detectable by 18F-FDG PET, which include some
types of metastatic colorectal tumors (peritoneal carcinomatosis) and hepatic, duodenal,
and gastric cancer [15–17].

The significant difference in the T/B ratios among the different types of cancer and
between primary tumors and lymph node metastases found in this research justifies further
clinical studies to possibly establish a relationship between [99mTc]Tc-iFAP tumor uptake
and the cancerous phenotype related to the disease prognosis, in order to support thera-
peutic management. However, the presence of FAP in tumors must be corroborated by
immunohistopathology or PCR.

On the other hand, the coupling of DOTA-iFAP (1,4,7,10-tetraazacyclododecane-
N′,N′′,N′′′-tetraacetic-iFAP) to the surface of [177Lu]Lu2O3 nanoparticles would produce
a colloidal solution for theranostic purposes with high tumor retention, due to a combi-
nation of the enhanced permeability and retention effect and the active mechanism, as
previously reported [23]. Another possibility for therapeutic purposes is the use of DOTA-
iFAP for labeling with 213Bi (T1/2 = 45.6 min, α-emitter), under the assumption that, due to
the relatively short half-life of FAP inhibitors in tumors [11,19], 177Lu (T1/2 =6.7 d, β-emitter)
and 225Ac (T1/2 = 10 d, α-emitter) are not likely the most appropriate radionuclide pair for
diagnostic radio-FAPIs.

It is important to note that the relatively short tumor retention time of FAP inhibitors
is not attributable to low ligand affinity. The main reason is that FAPIs target a dynamic
protein expressed in cells of the tumor microenvironment, unlike other radioligands that
target highly expressed proteins on the surface of cancer cells in a specific malignancy type,
such as the prostate-specific membrane antigen (PSMA) and the somatostatin receptors
in advanced prostate cancer and neuroendocrine tumors, respectively. For example, the
tumor/background ratio for PSMA-617 averages 38 (range from 4 to 154) at 3 h [24], and
up to 35 for octreotide in liver metastases [25]. Nevertheless, high FAP expression is only
associated with desmoplastic tumors, where [99mTc]Tc-iFAP SPECT/CT could be a useful
guide for a theranostic approach to treating different types of cancer.

4. Materials and Methods
4.1. Reagents

iFAP (((R)-1-((6-hydrazinylnicotinoyl)-D-alanyl)pyrrolidin-2-yl) boronic acid) (MW 321 g/mol)
lyophilized kits were obtained from ININ (Ocoyoacac, Mexico) with GMP certification [18].
[99mTc]-sodium pertechnetate was eluted from a 99Mo/99mTc generator (GETEC, ININ,



Pharmaceuticals 2022, 15, 590 9 of 13

Ocoyoacac, Mexico). Most of the chemical substances were acquired from Millipore
(Burlington, MA, USA).

4.2. [99mTc]Tc-iFAP Preparation

The iFAP freeze-dried kit was reconstituted with a [99mTc]TcO4Na/0.2 M phosphate
buffer (1:1 v/v, 2 mL, 740 MBq) solution, and after incubation in a block heater (92 ◦C,
15 min), the radiochemical purity (R.P.) of the [99mTc]Tc-iFAP radioligand was greater than
98%, as revealed by reversed-phase HPLC analysis (Discovery C18 column, particle size of
5 µm, 2.5 cm length, 0.46 cm I.D.; Supelco, Millipore, Burlington, MA, USA) applying the
following linear gradient: flow rate of 1 mL/min, 0.1% TFA/water (A) (from 100 to 50%,
over 10 min, maintained for 10 min, 30% over 5 min, and returned to 100% over 5 min),
0.1% TFA/acetonitrile (B).

ITLC-SG (Instant thin layer chromatography-silica gel) strips (Pall Corporation, Port
Washington, NY, USA) were also used for the evaluation of the [99mTc]Tc-iFAP R.P. The
mobile phases were the following: (1) 2-butanone (used for the identification of free
[99mTc]TcO4Na (Rf = 1), where [99mTc]Tc-iFAP, the radiocolloid, and [99mTc]Tc-EDDA/tricine
remained in the origin (Rf = 0)), (2) sodium citrate (0.1 M, pH 5), which identified free
[99mTc]TcO4Na (Rf = 1) and [99mTc]Tc-EDDA/tricine(Rf = 1), while [99mTc]Tc-iFAP and
the radiocolloid remained in the origin (Rf = 0), and (3) methanol-ammonium acetate
(1:1 v/v), used as the phase for the determination of the radiocolloid (Rf = 0) (Rf = 1 for
[99mTc]TcO4Na, [99mTc]Tc-iFAP, and [99mTc]Tc-EDDA/tricine).

4.3. Volunteers and Patients

A total of 6 healthy volunteers (age range: 27–31 years; mean ± SD age, 30 ± 1.8 years;
1 female and 5 males) were included. Subjects with clinical disease or surgery were not
considered for the study. Medical examination and medical background were accomplished.
The mean (± SD) weight of the healthy subjects was 64.6 ± 10 kg (range: 52–77 kg). After
receiving full information about the study objectives, all volunteers signed a consent form.
Healthy subjects received an activity of 740 MBq (50 µg of iFAP peptide).

Three cancer patients participated in the study (2 women and 1 man; age range:
51–70 years; mean age ± SD: 62.3 ± 8.2 years), diagnosed with breast, lung, and cervical
cancer (Table 3), who had a history of [18F]FDG PET/CT prior to the acquisition of images
with [99mTc]Tc-iFAP, with an interval of one day. Both the volunteers and the patients
had breakfast 2 h before the [99mTc]Tc-iFAP study. In addition, fasting was indicated to
the patients before the scanning with [18F]FDG. Oncological diagnoses were corroborated
histopathologically.

This study was performed at the Department of Nuclear Medicine of the National
Institute of Cancerology (INCan, Mexico City, Mexico). The patients gave informed consent.
The Institutional Ethics Committee approved the protocol based on the institutional ethical
standards related to human experimentation, the Declaration of Helsinki, and the basis of
microdose studies.

4.4. Image Acquisition

[99mTc]Tc-iFAP SPECT images in healthy subjects were obtained with a SPECT/CT
Symbia TruePoint camera (Siemens, Munich, Germany), with low-energy and high-resolution
collimators. The parameters were adjusted as follows: matrix size: 256× 1024 pixels; speed:
12 cm/min; window: at 140 keV (symmetric at 20%); dispersion corrections: dual energy
window method (20% width at 119 keV). For correction of body attenuation, the trans-
mission factors were estimated utilizing the I/I0 ratio of the count, with (I) and without
(I0) the patient, from a flood source filled with [99mTc]TcO4Na (740 MBq). Whole-body
scintigraphy (anterior and posterior) was obtained at 0.5, 2, 4, and 24 h after i.v. application
of the [99mTc]Tc-iFAP radioligand.

In patients, SPECT/CT images of the affected anatomical region (chest in breast and
lung cancer patients; abdomen/pelvis in cervical cancer patient) were acquired 3 h after
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administration of [99mTc]Tc-iFAP (740 MBq) using a window centered at 140 keV with
dispersion correction, a 128 × 128 array, 90 images of 8 s, and 360-degree rotation. Low-
dose CT parameters were used to obtain the attenuation correction map. Reconstruction
of the raw data was carried out using a Butterworth filter (cutoff: 0.5; 5th order) and
an iterative procedure of ordered sets and subsets (8 iterations/4 subsets).

[18F]FDG imaging of patients was carried out using a PET/CT scanner (Excel 20,
Siemens, Munich, Germany). The helical computed tomography parameters were a slice
thickness of 5 mm, 180 mAs, and 120 kVp. After intravenous injection of [18F]FDG, whole-
body scans were obtained at 1 h, and at 2–3 min per bed position in 3D mode from
the vertex to mid-thigh. A 2D expectation maximization algorithm was used for PET
image reconstruction.

4.5. Image Analysis

Images obtained with [99mTc]Tc-iFAP and [18F]FDG were examined on a Siemens VG60
multimodal workstation. Visual and semi-quantitative analyses were carried out by two nu-
clear medicine physicians with >9 years of experience using the volumetric analysis software.

Tumor/background ratios (T/B) were calculated by delineating volumetric regions of
interest (VOIs) (3D) around tumor areas (T) and healthy tissue as background (B), including
four sites: mediastinum (T/Bm), liver (T/Bl), psoas muscle (T/Bp), and contralateral
healthy tissue (T/Bc). In the [99mTc]Tc-iFAP images, the activity (Bq/cm3) was quantified
(number of total counts corrected for attenuation, background, and dispersion, according to
the calibration standard), and in the [18F]FDG images, the maximum standardized uptake
value (SUVmax) was quantified.

4.6. Biokinetics and Dosimetry

The activity in source organs was expressed as a fraction of the whole-body activity
calculated from the images of healthy subjects (ImageJ software). [99mTc]Tc-iFAP biokinetics
in the blood were calculated from activity–time data in the heart content. The ICRP 89
reference blood masses for adult males (5600 g) and females (4100 g) were used to scale the
[99mTc]Tc-iFAP activity concentration [26].

A 2D-planar/3D-SPECT hybrid activity quantitation method was used to fit the
biokinetic models as previously reported [27]. In brief, planar and SPECT/CT images were
obtained at 0.5 h after [99mTc]Tc-iFAP administration, with a dual-head gamma camera
(SPECT/CT). Correction factors (CFh) between images were calculated by dividing the
activity in the source organs quantified by SPECT (reconstructions in kBq/cm3) by the
activity measured on planar images. Subsequently, planar images were obtained at 2,
4, and 24 h. CFh obtained for the source organs were used in the quantitation of A(t)P
(planar process) to establish the A(t)VOI (volumetric activity) fitted to exponential models,
as follows (Equation (2)):

A(t)VOI = CFh × A(t)P (2)

The total nuclear transformations (N) that occurred in the source organs were calcu-
lated from the mathematical integration of A(t)VOI (Equation (3)):

N =
∫ ∞

0
A(t)VOIdt (3)

The OLINDA/EXM software was used to determine the radiation doses by entering
the N values to be processed [27]. The ICRP 30 GI tract model was used, assuming
0.008–0.014 as the activity fraction excreted to the small intestine (1.1 ± 0.3% of the injected
activity entering the small intestine, calculated from the images as described below) [28].
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4.7. Tumor Tissue Samples

All patients underwent biopsy of the primary tumor lesion. The histopathological
studies and reports were provided by the INCan’s Pathology Department, which were
interpreted by a certified and experienced pathologist.

4.8. Statistical Analysis

Continuous variables were summarized through mean values and relative standard
deviations (SDs). Differences among tumor/background (T/B) ratios, calculated from the
images of [99mTc]Tc-iFAP SPECT/CT and [18F]FDG PET/CT patients, were analyzed by
three-way ANOVA applying Tukey’s multiple comparisons test (alpha of 0.05).

5. Conclusions

An adequate concentration of the [99mTc]Tc-iFAP radioligand in the primary tumors
and lymph node metastases of patients with breast, cervical, and lung cancer was achieved.
[99mTc]Tc-iFAP SPECT/CT was useful to obtain primary and metastatic lesion images of
different tumors, which correlated with those detected by [18F]FDG PET/CT. The dosimetric
results and findings described in the T/B ratios of the tumors suggest that [99mTc]Tc-
iFAP imaging is a safe and potentially useful tool to assess FAP expression in the tumor
microenvironment. The results obtained in this research validate the performance of
additional clinical studies to determine the utility of [99mTc]Tc iFAP in the diagnosis and
prognosis of different types of solid tumors.

Author Contributions: Conceptualization, G.F.-F., C.S.-C. and G.R.-N.; methodology, L.C.-D., P.V.-A.,
M.L.-G., B.O.-G. and B.G.-B.; formal analysis, P.V.-A., G.R.-N., C.S.-C., G.F.-F., F.G.-P. and L.C.-D.;
writing—original draft preparation, P.V.-A. and G.F.-F.; writing—review and editing, G.F.-F.; funding
acquisition, M.L.-G. and C.S.-C. All authors have read and agreed to the published version of
the manuscript.

Funding: This research was funded by the “Consejo Mexiquense de Ciencia y Tecnología” (COMECyT),
through the financing program for female scientists EDOMEX, grant number FICDTEM-2021-008.

Institutional Review Board Statement: The clinical study was conducted according to the guidelines
of the Declaration of Helsinki and approved by the Ethics Committee of “Medicina Nuclear, Instituto
Nacional de Cancerología” (protocol code 021/03/MNIC, 3 May 2021).

Informed Consent Statement: Informed consent was obtained from the healthy subjects and patients
involved in the study. Written informed consent has been obtained from the healthy subjects and
patients to publish this paper.

Data Availability Statement: Data are contained within the article.

Acknowledgments: This study was conducted as a component of the activities of the “Laboratorio
de Investigación y Desarrollo de Radiofármacos, ININ”. Paola Vallejo-Armenta is grateful for the
scholarship granted to participate in this research through the program “Estancias de investigación
especializadas COMECYT EDOMEX” Grant No. EESP2021-0008.

Conflicts of Interest: The authors declare no conflict of interest.

References
1. Hamson, E.; JcKeane, F.M.; Tholen, S.; Schilling, O.; Gorrell, M.D. Understanding fibroblast activation protein (FAP): Substrates,

activities, expression and targeting for cancer therapy. Proteom. Clin. Appl. 2014, 8, 454–463. [CrossRef] [PubMed]
2. Nurmik, M.; Ullmann, P.; Rodriguez, F.; Haan, S.; Letellier, E. In search of definitions: Cancer-associated fibroblasts and their

markers. Int. J. Cancer 2020, 146, 895–905. [CrossRef] [PubMed]
3. Arneth, B. Tumor Microenvironment. Medicina 2020, 56, 15. [CrossRef] [PubMed]
4. Lindner, T.; Loktev, A.; Altmann, A.; Giesel, F.; Kratochwil, C.; Debus, J.; Jäger, D.; Mier, W.; Haberkorn, U. Development of

quinoline-based theranostic ligands for the targeting of fibroblast activation protein. J. Nucl. Med. 2018, 59, 1415–1422. [CrossRef]
5. Loktev, A.; Lindner, T.; Mier, W.; Debus, J.; Altmann, A.; Jäger, D.; Giesel, F.; Kratochwil, C.; Barthe, P.; Roumestand, C.; et al.

A tumor-imaging method targeting cancer-associated fibroblasts. J. Nucl. Med. 2018, 59, 1423–1429. [CrossRef]

http://doi.org/10.1002/prca.201300095
http://www.ncbi.nlm.nih.gov/pubmed/24470260
http://doi.org/10.1002/ijc.32193
http://www.ncbi.nlm.nih.gov/pubmed/30734283
http://doi.org/10.3390/medicina56010015
http://www.ncbi.nlm.nih.gov/pubmed/31906017
http://doi.org/10.2967/jnumed.118.210443
http://doi.org/10.2967/jnumed.118.210435


Pharmaceuticals 2022, 15, 590 12 of 13

6. Loktev, A.; Lindner, T.; Burger, E.-M.; Altmann, A.; Giesel, F.; Kratochwil, C.; Debus, J.; Marmé, F.; Jäger, D.; Mier, W.; et al.
Development of Fibroblast Activation Protein-Targeted Radiotracers with Improved Tumor Retention. J. Nucl. Med. 2019, 60,
1421–1429. [CrossRef]

7. Kratochwil, C.; Flechsig, P.; Lindner, T.; Abderrahim, L.; Altmann, A.; Mier, W.; Adeberg, S.; Rathke, H.; Röhrich, M.; Winter, H.; et al.
68Ga-FAPI PET/CT: Tracer Uptake in 28 Different Kinds of Cancer. J. Nucl. Med. 2019, 60, 801–805. [CrossRef]

8. Giesel, F.L.; Adeberg, S.; Syed, M.; Lindner, T.; Jiménez-Franco, L.D.; Mavriopoulou, E.; Staudinger, F.; Tonndorf-Martini, E.;
Regnery, S.; Rieken, S.; et al. FAPI-74 PET/CT Using Either 18F-AlF or Cold-Kit 68Ga Labeling: Biodistribution, Radiation
Dosimetry, and Tumor Delineation in Lung Cancer Patients. J. Nucl. Med. 2021, 62, 201–207. [CrossRef]

9. Ferdinandus, J.; Fragoso Costa, P.; Kessler, L.; Weber, M.; Hirmas, N.; Kostbade, K.; Bauer, S.; Schuler, M.; Ahrens, M.; Schildhaus, H.U.; et al.
Initial clinical experience with 90Y-FAPI-46 radioligand therapy for advanced stage solid tumors: A case series of nine patients.
J. Nucl. Med. 2022, 63, 727–734. [CrossRef]

10. Watabe, T.; Liu, Y.; Kaneda-Nakashima, K.; Shirakami, Y.; Lindner, T.; Ooe, K.; Toyoshima, A.; Nagata, K.; Shimosegawa, E.;
Haberkorn, U.; et al. Theranostics Targeting Fibroblast Activation Protein in the Tumor Stroma: 64Cu- and 225Ac-Labeled FAPI-04
in Pancreatic Cancer Xenograft Mouse Models. J. Nucl. Med. 2020, 61, 563–569. [CrossRef]

11. Lindner, T.; Altmann, A.; Krämer, S.; Kleist, C.; Loktev, A.; Kratochwil, C.; Giesel, F.; Mier, W.; Marme, F.; Debus, J.; et al. Design
and Development of 99mTc-Labeled FAPI Tracers for SPECT Imaging and 188Re Therapy. J. Nucl. Med. 2020, 61, 1507–1513.
[CrossRef]

12. Liu, Y.; Watabe, T.; Kaneda-Nakashima, K.; Shirakami, Y.; Naka, S.; Ooe, K.; Toyoshima, A.; Nagata, K.; Haberkorn, U.; Kratochwil, C.; et al.
Fibroblast activation protein targeted therapy using [177Lu]FAPI-46 compared with [225Ac]FAPI-46 in a pancreatic cancer model.
Eur. J. Nucl. Med. Mol. Imaging 2022, 49, 871–880. [CrossRef]

13. Ballal, S.; Yadav, M.P.; Moon, E.S.; Kramer, V.S.; Roesch, F.; Kumari, S.; Bal, C. First-In-Human Results on the Biodistribution,
Pharmacokinetics, and Dosimetry of [177Lu]Lu-DOTA.SA.FAPi and [177Lu]Lu-DOTAGA.(SA.FAPi)2. Pharmaceuticals 2021,
14, 1212. [CrossRef]

14. Lan, L.; Liu, H.; Wang, Y.; Deng, J.; Peng, D.; Feng, Y.; Wang, L.; Chen, Y.; Qiu, L. The potential utility of [68Ga]Ga-DOTA-FAPI-04
as a novel broad-spectrum oncological and non-oncological imaging agent-comparison with [18F]FDG. Eur. J. Nucl. Med.
Mol. Imaging 2022, 49, 963–979. [CrossRef]

15. Pang, Y.; Zhao, L.; Luo, Z.; Hao, B.; Wu, H.; Lin, Q.; Sun, L.; Chen, H. Comparison of 68Ga-FAPI and 18F-FDG Uptake in Gastric,
Duodenal, and Colorectal Cancers. Radiology 2021, 298, 393–402. [CrossRef]

16. Chen, H.; Pang, Y.; Wu, J.; Zhao, L.; Hao, B.; Wu, J.; Wei, J.; Wu, S.; Zhao, L.; Luo, Z.; et al. Comparison of [68Ga]Ga-DOTA-FAPI-04
and [18F] FDG PET/CT for the diagnosis of primary and metastatic lesions in patients with various types of cancer. Eur. J. Nucl.
Med. Mol. Imaging 2020, 47, 1820–1832. [CrossRef]

17. Guo, W.; Pang, Y.; Yao, L.; Zhao, L.; Fan, C.; Ke, J.; Guo, P.; Hao, B.; Fu, H.; Xie, C.; et al. Imaging fibroblast activation protein in
liver cancer: A single-center post hoc retrospective analysis to compare [68Ga]Ga-FAPI-04 PET/CT versus MRI and [18F]-FDG
PET/CT. Eur. J. Nucl Med. Mol. Imaging 2021, 48, 1604–1617. [CrossRef]

18. Luo, Y.; Pan, Q.; Yang, H.; Peng, L.; Zhang, W.; Li, F. Fibroblast Activation Protein-Targeted PET/CT with 68Ga-FAPI for Imaging
IgG4-Related Disease: Comparison to 18F-FDG PET/CT. J. Nucl. Med. 2021, 62, 266–271. [CrossRef]

19. Trujillo-Benítez, D.; Luna-Gutiérrez, M.; Ferro-Flores, G.; Ocampo-García, B.; Santos-Cuevas, C.; Bravo-Villegas, G.; Morales-Ávila, E.;
Cruz-Nova, P.; Díaz-Nieto, L.; García-Quiroz, J.; et al. Design, Synthesis and Preclinical Assessment of 99mTc-iFAP for In Vivo
Fibroblast Activation Protein (FAP) Imaging. Molecules 2022, 27, 264. [CrossRef]

20. World Health Organization. Technical Report Series 611: Use of Ionizing Radiation and Radionuclides on Human Beings from
Medical Research, Training, and Nonmedical Purposes—Report of a World Health Organization, Expert Committee: World
Health Organization, Geneva, Switzerland. 1977. Available online: https://apps.who.int/iris/bitstream/handle/10665/41256/
WHO_TRS_611.pdf?sequence=1&isAllowed=y (accessed on 6 April 2022).

21. United Nations Scientific Committee on the Effects of Atomic Radiation (UNSCEAR) 1993 Report: Sources, Effects and Risks
of Ionizing Radiation. Report to the General Assembly, with Scientific Annexes. Available online: https://www.unscear.org/
unscear/en/publications/1993.html (accessed on 6 April 2022).

22. United Nations Scientific Committee on the Effects of Atomic Radiation (UNSCEAR) 1994 Report: Sources, Effects and Risks
of Ionizing Radiation. Report to the General Assembly, with Scientific Annexes. Available online: https://www.unscear.org/
unscear/en/publications/1994.html (accessed on 6 April 2022).

23. Luna-Gutiérrez, M.; Ocampo-García, B.; Jiménez-Mancilla, N.; Ancira-Cortez, A.; Trujillo-Benítez, D.; Hernández-Jiménez, T.;
Ramírez-Nava, G.; Hernández-Ramírez, R.; Santos-Cuevas, C.; Ferro-Flores, G. Targeted Endoradiotherapy with Lu2O3-iPSMA/-
iFAP Nanoparticles Activated by Neutron Irradiation: Preclinical Evaluation and First Patient Image. Pharmaceutics 2022, 14, 720.
[CrossRef]

24. Afshar-Oromieh, A.; Hetzheim, H.; Kratochwil, C.; Benesova, M.; Eder, M.; Neels, O.C.; Eisenhut, M.; Kübler, W.; Holland-Letz, T.;
Giesel, F.L.; et al. The Theranostic PSMA Ligand PSMA-617 in the Diagnosis of Prostate Cancer by PET/CT: Biodistribution in
Humans, Radiation Dosimetry, and First Evaluation of Tumor Lesions. J. Nucl. Med. 2015, 56, 1697–1705. [CrossRef]

25. Gabriel, M.; Decristoforo, C.; Kendler, D.; Dobrozemsky, G.; Heute, D.; Uprimny, C.; Kovacs, P.; Von Guggenberg, E.; Bale, R.;
Virgolini, I.J. 68Ga-DOTA-Tyr3-octreotide PET in neuroendocrine tumors: Comparison with somatostatin receptor scintigraphy
and CT. J. Nucl. Med. 2007, 48, 508–518. [CrossRef]

http://doi.org/10.2967/jnumed.118.224469
http://doi.org/10.2967/jnumed.119.227967
http://doi.org/10.2967/jnumed.120.245084
http://doi.org/10.2967/jnumed.121.262468
http://doi.org/10.2967/jnumed.119.233122
http://doi.org/10.2967/jnumed.119.239731
http://doi.org/10.1007/s00259-021-05554-2
http://doi.org/10.3390/ph14121212
http://doi.org/10.1007/s00259-021-05522-w
http://doi.org/10.1148/radiol.2020203275
http://doi.org/10.1007/s00259-020-04769-z
http://doi.org/10.1007/s00259-020-05095-0
http://doi.org/10.2967/jnumed.120.244723
http://doi.org/10.3390/molecules27010264
https://apps.who.int/iris/bitstream/handle/10665/41256/WHO_TRS_611.pdf?sequence=1&isAllowed=y
https://apps.who.int/iris/bitstream/handle/10665/41256/WHO_TRS_611.pdf?sequence=1&isAllowed=y
https://www.unscear.org/unscear/en/publications/1993.html
https://www.unscear.org/unscear/en/publications/1993.html
https://www.unscear.org/unscear/en/publications/1994.html
https://www.unscear.org/unscear/en/publications/1994.html
http://doi.org/10.3390/pharmaceutics14040720
http://doi.org/10.2967/jnumed.115.161299
http://doi.org/10.2967/jnumed.106.035667


Pharmaceuticals 2022, 15, 590 13 of 13

26. International Commission on Radiological Protection (ICRP). Basic anatomical and physiological data for use in radiological
protection: Reference values: ICRP publication 89. Ann. ICRP 2002, 32, 1–277.

27. Ramírez-Nava, G.; Santos-Cuevas, C.; Ferro-Flores, G.; Ocampo-García, B.; Chairez, I.; Gómez-Argumosa, E.; Abundiz-López, L.;
García-Pérez, F.O. Hybrid (2D/3D) Dosimetry of Radiolabeled Gold Nanoparticles for Sentinel Lymph Node Detection in Patients
with Breast Cancer. Contrast Media Mol. Imaging 2020, 2020, 2728134. [CrossRef]

28. Stabin, M.G.; Sparks, R.B.; Crowe, E. OLINDA/EXM: The second-generation personal computer software for internal dose
assessment in nuclear medicine. J. Nucl. Med. 2005, 46, 1023–1027.

http://doi.org/10.1155/2020/2728134

	Introduction 
	Results 
	Biokinetics and Dosimetry 
	[99mTc]Tc-iFAP Tumor Imaging in Patients 

	Discussion 
	Materials and Methods 
	Reagents 
	[99mTc]Tc-iFAP Preparation 
	Volunteers and Patients 
	Image Acquisition 
	Image Analysis 
	Biokinetics and Dosimetry 
	Tumor Tissue Samples 
	Statistical Analysis 

	Conclusions 
	References

