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ABSTRACT

The integration of enzymes into crystalline framework materials offers a promising route to combine the selectivity of biocatalysis
with the practical advantages of heterogeneous catalysts. In this work, we present a quantitative benchmarking study of enzyme
immobilization within the calcium benzene-1,4-dicarboxylate (CaBDC) metal-organic framework (MOF) using two structurally
and functionally distinct model enzymes: phenolic acid decarboxylase (PAD) and cytochrome c (CC). An in situ synthesis route
enabled the formation of enzyme@CaBDC composites under mild aqueous conditions. We establish rigorous and transparent
evaluation practices for enzyme@MOF systems, with particular emphasis on reliable determination of enzyme loading and activ-
ity. Quantitative analyses show that encapsulation preserves biocatalytic activity but that apparent reaction rates are frequently
limited by substrate accessibility and mass-transport effects. Immobilization in CaBDC does not improve the intrinsic thermal or
solvent stability of the already robust enzymes studied here. However, it successfully converts soluble biocatalysts into recoverable
solid formulations that facilitate reuse. Immobilization of pre-reduced CC yielded catalytically active "“*CC@CaBDC composites
enabling carbene-transfer reactions in non-aqueous media. Overall, this work provides a methodological template for the quan-
titative assessment of enzyme@MOF composites and highlights key limitations that must be considered when interpreting immo-
bilization effects and comparing different systems.

1 | Introduction and driving innovation across the landscape of industrial bio-
technology [1, 3, 5, 31].

Immobilization of enzymes is a cornerstone technology in indus-

trial biotransformations, offering enhanced stability, reusability,
and process control [1-8]. This can be achieved through several
strategies, including (i) support-bound immobilization, where
enzymes are covalently or noncovalently attached to solid car-
riers [9-17], (ii) encapsulation, which involves entrapping
enzymes within semipermeable matrices [11, 18-20], and
(iii) self-immobilization, where enzymes form aggregates or
cross-linked networks without the need for external supports
[12, 21-29, 30]. Each of these advanced approaches offers distinct
advantages, enabling the fine-tuning of biocatalytic performance

Recently, enzyme immobilization in metal-organic frameworks
(MOFs) and other crystalline framework materials has attracted
growing attention, as combining the precision of biological catal-
ysis with the robustness of materials science offers significant
promise for sustainable chemistry [32-34]. MOFs are highly
porous crystalline materials composed of metal ions coordinated
to organic ligands, providing exceptional surface areas and tun-
able architectures suitable for diverse applications [32, 35, 36, 37].
Leveraging these unique properties, the encapsulation of
enzymes within the rigid MOF lattice has emerged as a powerful
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strategy to enhance enzymatic stability against denaturing
reagents and harsh reaction conditions [38-44, 45]. The immo-
bilization of enzymes within MOFs can generally be achieved
through two main approaches: (i) in situ encapsulation, where
the enzyme is present during MOF formation and becomes
entrapped within the porous matrix, and (ii) post-synthetic load-
ing, where the enzyme is introduced into a preformed MOF and
either infiltrates its pores or binds to its surface [38, 46]. Because
the in situ strategy allows the inclusion of enzymes of diverse
molecular sizes without being constrained by the intrinsic pore
dimensions, this approach was chosen for the present study. For
a straightforward one-pot synthesis of enzyme@MOF compo-
sites, the reaction conditions must preserve enzymatic activity
and structural integrity. Consequently, MOFs that can crystallize
under mild, aqueous conditions are particularly advantageous.

Benchmarking enzyme@MOF composites across the literature
remains challenging due to the lack of standardized experimental
design and reporting practices, particularly with respect to catalyst
loading [38]. Although the synthesis of enzyme@MOF composites
and the influence of various parameters have been extensively
reviewed [38], this work showcases an experimental approach that
is easy to implement and that allows for robust systematic and
critical evaluation of enzyme@MOF performance. In this work,
our primary objective was not to demonstrate improved catalytic
activity or stability upon immobilization but to establish a trans-
parent and rigorous approach for the quantitative evaluation of
enzyme@MOF systems. Several prior studies have reported
enhanced performance, yet such claims are often difficult to eval-
uate due to incomplete or inconsistent quantification of the
enzyme content within the MOF. By placing particular emphasis
on reliable enzyme quantification and direct soluble versus immo-
bilized benchmarking, we aim to provide a methodological tem-
plate that enables meaningful interpretation of apparent activity
and stability. This evaluation-focused approach is intended to sup-
port more robust and comparable assessment of enzyme@MOF
composites and to identify genuine functional advantages as
opposed to artifacts arising from diffusion limitations or frame-
work instability. Guided by prior studies and preliminary assess-
ments of enzyme compatibility, we selected the metal-organic
framework CaBDC (calcium benzene-1,4-dicarboxylate, or tere-
phthalate trihydrate) [47], which has been successfully employed
in several enzyme immobilization studies [48-50].

The objective of this study is to demonstrate the effective immo-
bilization of two structurally and functionally distinct enzymes in
CaBDC: the 44 kDa phenolic acid decarboxylase (PAD) from
Enterobacter sp. [51] and the 15 kDa cytochrome ¢ (CC) from
Rhodothermus marinus [52] which was recently engineered to

form nonnatural silicon-carbon bonds. These two enzymes rep-
resent unrelated catalytic classes and differ markedly in molecu-
lar size and structure (Figure 1). PAD is a homodimeric enzyme
belonging to the phenolic acid decarboxylase superfamily and
features a solvent-exposed catalytic pocket formed by a half-open
f-barrel architecture [53], enabling direct substrate access from
the surrounding aqueous phase. In contrast, CC is a compact,
predominantly a-helical monoheme protein [54] whose catalytic
activity in carbene-transfer reactions originates from an iron-
porphyrin active site that is deeply embedded within the protein
fold and accessible only through a narrow substrate channel.
Directed evolution has reshaped the immediate heme environ-
ment and neighboring amino-acid residues to stabilize reactive
iron-carbene intermediates and control stereoselectivity in
non-native bond-forming reactions. The pronounced differences
in molecular size, fold, active-site accessibility, and catalytic
mechanism between PAD and CC make them a complementary
model pair for assessing how enzyme architecture and active-site
exposure influence immobilization efficiency, substrate diffu-
sion, and apparent catalytic performance in enzyme@MOF
composites. Comprehensive physicochemical and functional
characterization, as performed in this study, enables a systematic
assessment of whether CaBDC-based immobilization offers
advantages over soluble enzymes or alternative immobilization
methods.

2 | Results and Discussion

As CC originates from a thermohalophilic bacterium and has
been shown to remain folded under challenging conditions such
as elevated temperatures and catalytically competent under
non-native, chemically demanding reaction conditions [52],
we focused initially on the potentially less robust PAD to identify
incompatibilities between enzymes and MOF synthesis condi-
tions. Consequently, we first attempted to immobilize PAD using
several MOF systems frequently reported in the literature for
enzyme encapsulation, namely ZIF-8 [55-57], ZIF-90 [58-60],
and MIL-53 [61-63]. However, in all cases, the high concentra-
tions of linker or metal ions required for MOF formation
adversely affected enzymatic activity (Figure Sla—c). This obser-
vation underscores that no universal MOF platform can accom-
modate all enzymes equally well and is in line with reported data
[37] and highlights the necessity of carefully screening both
materials and synthesis conditions for compatibility with the spe-
cific enzyme prior to immobilization. In the case of PAD, both
CacCl, and Na,BDC were found to have little to no detrimental
effect on enzymatic activity (Figure S1d), even at concentrations
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FIGURE 1 | The two enzymes used in this study for MOF encapsulation catalyze fundamentally different classes of reactions. (a) Phenolic acid
decarboxylase (PAD, green; PDB: 4UU3 [53]) catalyzes the nonoxidative decarboxylation of p-coumaric acid (1) to form 4-vinylphenol (2), while
(b) cytochrome c (CC, orange; PDB: 6CUK [54]) catalyzes the formation of an organosilicon compound (5) from ethyl 2-diazopropanoate (3) and phenyl
dimethylsilane (4).
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exceeding those employed during CaBDC synthesis in our study.
We recommend that such investigations should be considered as
an initial step for enzyme@MOF immobilization studies.

2.1 | Immobilization of Enzymes in CaBDC-MOF
(Enzyme@CaBDC)

The metal-organic framework CaBDC is composed of calcium
cations (Ca*") coordinated to terephthalate (BDC) linker mole-
cules (Figure 2a) [47, 50]. Crystallization of CaBDC without
enzymes was achieved by combining aqueous solutions of cal-
cium chloride (CaCl,) and disodium terephthalate (Na,BDC),
each at a final concentration of 300 mM following adaptations
of previously reported procedures [48-50]. After 16 h of incuba-
tion, the resulting precipitate was collected, thoroughly washed
with water, and dried to yield a fine white powder (Figure 2b).
Microscopic analysis revealed a distinctive butterfly-like crystal
morphology characteristic of CaBDC in this study (Figure 2c).

For their immobilization in CaBDC-MOF, both PAD and CC
were produced and purified as previously described (Figure S2)
[16, 17, 25, 52]. PAD (final concentration of 50 pM) was added to
300 mM Na,BDC and MOF formation was initiated by the addi-
tion of 300 mM CacCl, (Figure 2d). PAD@CaBDC was obtained as
a white power (Figure 2e) formed by butterfly-like crystals
(Figure 2f) as observed for the pure MOF (Figure 2c). The
same synthesis was also performed for CC (Figure 2g) and here
the resulting CC@CaBDC emerged as an orange powder after
drying (Figure 2h), retaining the crystals shape as observed in
the other cases (Figure 2i). The characteristic crystallinity of the
CaBDC-MOF was verified by X-ray diffraction (XRD) for the
synthesized pure CaBDC, PAD@CaBDC and CC@CaBDC
(Figure S3). In contrast, reducing the concentrations of CaCl,
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or Na,BDC while maintaining a constant enzyme concentration
resulted in CC@CaBDC crystals with less defined morphology
(Figure S4).

2.2 | Quantification of Enzymes in CaBDC-MOF

Quantifying the amount of enzyme immobilized within a MOF is
essential to enable meaningful comparisons across different
MOF formulations and to evaluate their respective efficiencies
in enzyme loading and activity retention. One key performance
parameter is the protein loading, defined as the ratio of the mass
of immobilized enzyme to the mass of the carrier material [38].
However, direct spectrophotometric quantification of enzymes
such as PAD based on its intrinsic absorption at 280 nm is not
feasible, as the terephthalate linker (BDC?") exhibits strong
absorbance at the same wavelength. While PAD can be effec-
tively released from the framework by dissolving the CaBDC-
MOF in 0.5M ethylenediaminetetraacetic acid (EDTA)
(Figure 3a) [64, 65], the EDTA remaining in solution also inter-
feres with UV-Vis absorption measurements at 280 nm, render-
ing direct quantification unreliable. Accordingly, the enzyme
content within CaBDC was determined after framework dissolu-
tion by SDS-PAGE followed by densitometric (gray-scale) anal-
ysis (Figure 3b). The PAD band intensity obtained after MOF
dissolution was compared with calibration samples containing
defined amounts of PAD, allowing accurate quantification of
the encapsulated protein. Using this method, we determined that
160 + 21 pmolpap/mgrap@caspc (3.5 + 0.5 pgpan/Mgpap@carnc)
were incorporated when using a synthesis solution containing
50puM PAD, corresponding to a loading efficiency of 19%.
Note that the quantified enzyme amounts include both PAD
encapsulated within the lattice and PAD that is strongly bound

(h) (i)

FIGURE 2 | Preparation of CaBDC-MOF and immobilization of PAD and CC in CaBDC-MOF. (a) Crystallization of terephthalate (gray bar, BDC)
and calcium cations (Ca®*, blue circle) to form CaBDC. (b) Resulting crystalline white powder of CaBDC. (c) Microscopic image of CaBDC crystals. (d) In
situ synthesis of PAD@CaBDC. (e) Resulting crystalline white powder of PAD@CaBDC. (f) Microscopic image of PAD@CaBDC crystals. (g) In situ
synthesis of CC@CaBDC. (h) Resulting crystalline redish powder of CC@CaBDC. (i) Microscopic image of CC@CaBDC crystals. Scale bar for

(b), (e), (h): 0.5 cm. Scale bar for (c), (f), (h): 50 pm.
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FIGURE3 | Quantification of enzyme@CaBDC (a) The amount of enzyme immobilized in CaBDC can be directly determined by dissolving the MOF
with EDTA (0.5 M, pH 8) and thus re-solubilizing the enzymes, enabling the direct determination of the amount of protein in solution. (b) SDS-PAGE
with subsequent Coomassie staining of defined amounts of PAD (lanes 1-4, 2.5, 10, 25, 50 pmol) as well as PAD@CaBDC (lanes 5-7, 50, 100, and 150 pg)
dissolved with EDTA. Based on gray scale analysis of the intensity of the bands the amount of PAD immobilized in PAD@BDC was calculated. Note that
CaBDC (lane 8) does not result in any bands. (c) CC can also be quantified via the established ferrous assay, which can be applied to the CC remaining in
the supernatant after synthesis (orange box) as well as to CC released by EDTA from the CC@CaBDC MOF (blue box). (d) UV-Vis spectra of CC
remaining in the supernatant after synthesis (orange) as well as released by EDTA from the CC@CaBDC MOF (blue), The characteristic absorption

500 525 550 575 600
Wavelength [nm]

band at 550 nm was used to quantify CC. Note, that soluble Ca®*, BDC>", and EDTA do not absorb in this wavelength range (gray).

to the surface and was not removed during the intensive washing
procedure following the in situ PAD@CaBDC synthesis.

While the quantification strategy described here is broadly trans-
ferable to any protein, several complementary methods to
estimate enzyme loading, including protein depletion from
supernatants, are available that may be advantageous in specific
cases, including colorimetric protein quantification assays (e.g.,
Bicinchoninic Acid, BCA), thermogravimetric analysis (TGA),
inductively coupled plasma mass spectrometry (ICP-MS), or

absorption spectroscopy [42, 55, 66]. However, these typically
report only the total protein content and may suffer from
system-specific limitations, such as interference by MOF compo-
nents or reliance on enzyme-specific labels that can alter catalytic
behavior. In contrast, the approach presented here enables selec-
tive quantification of the target protein following framework
dissolution, distinguishing it from other potential protein impu-
rities. This specificity is particularly valuable for commercial
enzyme preparations, which often exhibit variable purity, and
allows accurate loading determination irrespective of enzyme
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class, size, or cofactor requirement. In this context, PAD and CC
serve as illustrative case studies demonstrating how enzyme-
appropriate loading-determination strategies can be selected
based on general physicochemical properties, rather than as lim-
itations to the generality of the evaluation approach.

For enzymes containing chromophoric cofactors with character-
istic absorption bands at longer wavelengths, additional
spectroscopic techniques can provide direct and selective quantifi-
cation. In this study, we compared three simple and robust
approaches to determine the loading of the heme-containing
enzyme cytochrome ¢ (CC) immobilized in CaBDC. As in the case
of PAD, SDS-PAGE followed by densitometric analysis was initially
applied to evaluate the previously described quantification
approach. This yielded a loading of 516 = 137 pmolcc/mgcc@canpe
(7.6 £2.0 pgcc/mgccecannc) (Figure S5). In addition, two inde-
pendent methods based on the heme-specific ferrous assay were
developed (Figure 3c) [52]. In the first approach, CC was
released from the MOF by dissolving CaBDC with 0.5M
EDTA [64, 65], allowing direct quantification via the reduced
heme cofactor’s characteristic absorption upon addition of
sodium dithionite (NaDT). From this measurement, a loading
of 474+ 142 pmolcc/Mgccgcaspe (7.0 £ 2.1 pgec/MEcc@caspe)
(Figure 3d, blue trace). Control experiments confirmed that Ca®*,
BDC, and EDTA did not absorb in this spectral range (Figure 3d,
gray trace). Likewise, quantification of unincorporated CC remain-
ing in the supernatant after synthesis using the same ferrous assay
yielded 462 + 70 pmolcc/mgccgcappce (6.8 + 1.0 pgec/MEcc@canpc)
(Figure 3d, orange trace). The results from all three methods
were in excellent agreement, and the averaged value of
484 £ 97 pmolcc/mgcc@cappe and 7.1 + 1.4 pgec/mgec@casne
was used to calculate an immobilization efficiency of 66%.
These complementary approaches not only reinforce the reli-
ability of the quantification but also lay the groundwork for
transferable benchmarks and standardized metrics. Their appli-
cability to other heme- or chromophore-containing enzymes
positions them as valuable contributions toward meaningful
and consistent evaluation of enzyme@MOF composites in func-
tional biocatalyst design.

Under identical synthesis conditions, CaBDC incorporated more
than twice the molar amount of CC compared to PAD. The
markedly distinct molecular dimensions of the two enzymes
(the monomeric CC, with a molecular weight of approximately
15 kDa versus PAD, with a monomeric mass of 22 kDa forming a
44 kDa homodimer) as well as surface properties such as charge
distribution and hydrophobicity are expected to contribute to
the observed encapsulation efficiency. The total amount of
enzyme immobilized is expected to be increased by raising
the enzyme concentration used during the MOF synthesis.
Increasing the enzyme concentration fourfold led to the
expected formation of butterfly-like crystals and the corre-
sponding XRD pattern characteristic of CaBDC under higher
absolute protein loadings (414 £115 pmolpsp/Mgpap@caspC
and 1392+ 18 pmolcc/mgcc@cappc) but resulted in reduced
loading efficiencies of 12% and 36%, respectively, as determined
by SDS-PAGE and gray-scale analysis (Figure S6).

This trade-off between absolute loading and immobilization effi-
ciency highlights the importance of tailoring synthesis conditions
to balance enzyme utilization and performance. Given that PAD

can be recombinantly produced and purified at high yields
exceeding 100 milligrams per liter of bacterial culture [25], higher
enzyme concentrations during synthesis but lower loading effi-
ciency may be acceptable, whereas for low-yield enzymes such as
14 milligrams per liter of bacterial culture for CC, a lower enzyme
concentration is more resource-efficient. Therefore, all subse-
quent encapsulation experiments were performed at 50 pM
enzyme concentration to enable consistent and comparable anal-
ysis of both systems.

2.3 | Biocatalytic Reactions Employing
Enzyme@CaBDC in Aqueous Buffers

With the quantification of immobilized enzyme in CaBDC estab-
lished, the catalytic activities of the resulting biocatalysts could
be quantitatively assessed. The activity of PAD@CaBDC was
investigated via the conversion of p-coumaric acid (1) to 4-vinylphe-
nol (2) (Figure 1a) using established HPLC analytics (Figure S7)
[30]. To evaluate the influence of immobilization, equal amounts
of PAD were compared in their soluble and immobilized forms.
The soluble enzyme catalyzed the reaction at a higher initial rate,
which can be attributed to mass transfer limitations in
PAD@CaBDC arising from substrate diffusion through the
MOF structure and restricted accessibility of encapsulated
enzyme molecules. Nevertheless, the final product concentra-
tions achieved by PAD@CaBDC were comparable to those of
the soluble enzyme (Figure 4a), demonstrating that while diffu-
sion limits the reaction rate, catalytic turnover remains largely
preserved within the MOF.

The catalytic activity of CC was assessed using the reported reac-
tion between the diazo ester 3 and the silane 4 to yield the orga-
nosilicon compound (5) (Figure 1b) using established GC and
chiral HPLC analytics (Figure S8) [16, 52]. When this reaction
was performed in the commonly used phosphate buffer (PB,
50 mM sodium phosphates) [16, 17, 52], a pronounced destabili-
zation of CC@CaBDC was observed, evidenced by pH changes
and an increase in dissolved BDC in the supernatant (Figure S9)
[48]. In contrast, incubation of CaBDC in the nonphosphate
HEPES buffer (50 mM, pH 7.4) resulted in only minor variations
in pH and BDC concentration over time. Consequently, HEPES
buffer was employed for all subsequent biocatalytic reactions
involving CaBDC. Despite its stability in HEPES bulffer, a slight
dissolution of CaBDC cannot be fully excluded, and the release of
CC may contribute to the overall product formation observed in
solution. Phosphate containing buffers are widely recognized for
promoting degradation of metal organic frameworks. However, it
is often overlooked that even alternative buffer systems can have
a mild destabilizing effect on frameworks such as CaBDC [67].
This is particularly relevant when individual framework compo-
nents are sufficiently soluble in water to partially equilibrate
under aqueous reaction conditions. As a consequence, the
observed activity must be interpreted as an apparent catalytic
performance that may arise from a combination of true hetero-
geneous catalysis by intact, immobilized and accessible enzymes
and homogeneous catalysis by intact enzyme released upon par-
tial framework dissolution. It is therefore essential to evaluate
MOF stability under the exact conditions employed for enzy-
matic activity measurements, as framework dissolution can oth-
erwise result in substrate conversion by the soluble enzyme
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FIGURE 4 | Activity of PAD@CaBDC and CC@CaBDC compared to soluble PAD and CC respectively. (a) Formation of 2 in batch reactions using
0.2 pM (in regard to the PAD amount) each of PAD (blue) or PAD@CaBDC (green) and 1.25 mM 1 in HEPES buffer (50 mM, pH 7.4). The reaction was
monitored at selected time points over the course of 24 h. (b) Substrate conversion (bars) and enantiomeric purity of product 5 (circles) in batch reactions
using 5 pM (in regard to the CC amount) each of CC (orange) and CC@CaBDC (blue) with varying concentrations of substrate 3 (5, 1.3, 0.3 mM), 10 mM
4 and NaDT in HEPES buffer for 4 h under anaerobic conditions. Error bars represent the standard deviation from duplicates.

fraction rather than exclusively by the intended enzyme@MOF
system. To minimize this risk, adding soluble components of the
MOF, particularly the corresponding salt, could help to stabilize
the structure of the MOF and reduce its dissolution under reac-
tion conditions [48-50].

When comparing equal total amounts of CC biocatalyst, either as
soluble enzyme or immobilized as CC@CaBDC, we also investi-
gated the effect of varying concentrations of the diazo substrate 3
(5, 1.3, and 0.3 mM) while maintaining a fixed excess of silane 4
at 10mM to favor rapid conversion of 3, as this is critical to
achieve high enantioselectivity of the reaction [17]. Substrate
conversion was calculated based on the concentration of 3, as
it represents the limiting reagent. Soluble CC achieved conver-
sions exceeding 70% and maintained high enantiomeric purity
of product 5 (>95%) under all tested conditions. In contrast, while
CC@CaBDC afforded comparable conversions and enantiomeric
purity at the lowest substrate concentration (0.3 mM 3), increas-
ing the concentration of 3 resulted in a decline in catalytic per-
formance, with enantiomeric purity dropping to 57% at 5 mM 3.

These trends suggest that not all CC molecules immobilized
within CaBDC participate in catalysis, consistent with previous
observations that a low effective CC-to-3 ratio leads to dimin-
ished enantioselectivity [17]. We had hypothesized that encapsu-
lating CC within a MOF lattice might mitigate substrate-induced
conformational changes known to occur upon exposure to diazo
esters [17], thereby enhancing tolerance toward higher substrate
concentrations. However, this was not observed, suggesting that
only CC molecules located near the outer surfaces or accessible
pores of CaBDC contribute significantly to catalysis, while those
embedded deeper within the lattice are likely inaccessible due to
mass transport limitations. The immobilized materials likely
comprise a heterogeneous population of lattice-embedded,
defect-associated, and surface-adsorbed enzymes. CaBDC forms
layered structures with one-dimensional channels and interlayer
spacings in the angstrom to sub-nanometer range [47], which are
substantially smaller than the hydrodynamic dimensions of intact
enzymes such as CC or PAD dimers [51-54]. In dense carrier
materials, substrate concentration is expected to decrease from
the surface toward the core due to transport limitations, such that
catalysis is predominantly governed by enzymes located near the

external surface or within more accessible defects. Additionally,
structural perturbations of CC arising from altered microenviron-
ments cannot be excluded and may influence the apparent activity.
As a result, high enantiomeric purity can only be maintained at
lower substrate concentrations compared to previously reported
particle-immobilized CC systems [17]. Furthermore, given the par-
tial dissolution of CaBDC under reaction conditions, it remains
possible that catalysis is predominantly driven by CC molecules
released from the framework, with limited or no direct substrate
diffusion into the intact MOF structure.

In summary, these results illustrate that only a detailed, quanti-
tative comparison between soluble and MOF-immobilized
enzymes reveals the complex interplay between mass transport,
structural accessibility, and catalytic performance. Such analyses
are essential to understand how immobilization affects enzyme
function and to guide the rational optimization of biocatalysts for
practical applications. The in situ synthesis approach, frequently
described as straightforward in the literature, proved to be easily
applicable for PAD and CC in CaBDC. The resulting composites
retained catalytic activity, confirming that enzyme immobiliza-
tion in CaBDC is generally compatible with enzymes of different
sizes and reaction classes. In order to apply enzyme@MOF for-
mulations in biocatalytic reactions, precise quantification of the
amount of enzyme encapsulated inside the MOF is essential. Gel
analysis after MOF dissolution enables selective detection of
virtually any protein enzyme by SDS-PAGE, allowing precise
quantification of the enzyme of interest irrespective of its cata-
lytic class, cofactor requirement, or the presence of inorganic
framework residues and other impurities. Furthermore, for
enzymes containing chromophores, such as the heme-specific
detection of CC shown here, alternative quantification methods
allowing acceleration and accuracy become feasible. Building on
these insights, we next examined the stability of CaBDC-encap-
sulated enzyme materials under different process conditions.

2.4 | Stability of Enzyme@CaBDC under Different
Process Conditions

Encapsulation of enzymes in MOFs has often been reported to
enhance stability against heat, mechanical stress, or exposure

6 of 13

Advanced Synthesis & Catalysis, 2026

85U8017 SUOWWOD @A K810 3(deot|dde 8y} Aq peusenob are sapiie VO ‘SN Jo S8|n1 10} AriqI8UIIUO A8|IA UO (SUONIPUOD-pUR-SWLBH O™ AB | IM AR g1 Ul |UO//SdNY) SUORIPUOD PUe swiie | 8Ly 83S *[9202/0/T0] Uo Areiqi8ulluo 8|1 ‘8650L 9SPe/Z00T ‘0T /I0p/W00" A3 | 1m Aze.q 1 puljuo"peoueApe//SdnY Wwolj papeojumod ‘€T ‘9202 ‘69TYSTIT



to organic solvents [38, 41-44]. To evaluate whether such effects
apply to PAD@CaBDC, we first examined its solvent tolerance. A
phenolic acid decarboxylase related to the PAD used in this study
has previously been reported to retain activity in certain organic
solvents, including wet esters such as CPME (cyclopentyl methyl
ether) and MTBE (methyl tert-butyl ether) [68]. To assess
whether immobilization in CaBDC influences solvent tolerance,
equal amounts of PAD, formulated either as PAD@CaBDC or as
lyophilized enzyme, were tested in a biphasic MTBE/HEPES
buffer system (Figure S10). Both forms catalyzed the conversion
of p-coumaric acid (1) to 4-vinylphenol (2), but the lyophilized
enzyme showed higher activity than PAD@CaBDC. Solvent sta-
bility was further examined by incubating both formulations in
various organic solvents for 5 days (Figure 5a). Three solvents
with different hydrophilicities were selected based on their log
p values [69]. Acetonitrile (MeCN, log p > 0) is fully miscible with
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FIGURES5 | Stability of PAD@CaBDC and CC@CaBDC after incuba-
tion in organic solvent. (a) PAD@CaBDC or CC@CaBDC was incubated
in organic solvent for 5 days, and after its removal, its activity was inves-
tigated in aqueous batch reactions. The same amount of CC was lyophi-
lized and treated identically. (b) Conversions of in batch reactions using
0.3 pM (in regard to the PAD amount) each of lyophilized PAD (blue) or
PAD@CaBDC (green) after the treatment from (a) with 1.25 mM 1 in
HEPES bulffer for 1 h. (c) Substrate conversion (bars) and enantiomeric
purity of product 5 (circles) in batch reactions using 5 puM (in regard to the
CC amount) each of lyophilized CC (orange) or CC@CaBDC (blue) after
the treatment from (a) with 10 mM NaDT, 0.3 mM 3, and 10 mM 4 in
HEPES buffer with 5% MeCN for 4h under anaerobic conditions.
Error bars represent the standard deviation from duplicates.

water, MTBE (log p < 2) is partially miscible, and cyclohexane
(CH, log p>2) is immiscible and forms a biphasic system.
After solvent removal in a vacuum concentrator, residual cata-
lytic activity was measured in HEPES buffer (Figure 5b). As
shown in previous experiments (Figure 4a), the lyophilized
enzyme converted more substrate after 1 h of reaction than
the immobilized form These results indicate that immobilization
of PAD in CaBDC does not improve the enzyme’s solvent toler-
ance compared to the lyophilized enzyme. Given the limited
stability enhancement observed for PAD and its already well-
characterized behavior in organic media, no further investiga-
tions were conducted with this system. Instead, subsequent
studies focused on CC, which provides a more sensitive and
informative model for analyzing enzyme stability in CaBDC
under varying process conditions.

To further investigate the stabilization of enzymes through
encapsulation in MOFs [38, 41-44]. we then conducted experi-
ments on possible improved heat tolerance of CC@CaBDC. As
Rhodothermus marinus CC originates from a thermohalophilic
bacterium [70], it is inherently thermostable, with a calculated
melting temperature of 106°C [71]. Indeed, even after heating
both soluble CC and CC@CaBDC for 10 min at 120°C followed
by 1 min at 150°C, no decrease in catalytic activity was observed in
subsequent reactions performed at room temperature (Figure S11).
Thus, potential conformational changes in the soluble enzyme do
not result in loss of reactivity in the silicon-carbon bond formation
reaction. Similarly, 1 h of ultrasound treatment had no negative
effect on the activity or enantioselectivity of CC (Figure S12).
Overall, CC exhibited remarkable thermal and mechanical robust-
ness, and no additional stabilizing effect of the CaBDC matrix
could be detected. These findings underline that enzymes from
extremophilic sources may already possess sufficient intrinsic sta-
bility to function under harsh process conditions without requiring
additional protection through encapsulation.

Next, we examined whether the high intrinsic stability of CC
extends to organic solvents and whether encapsulation in
CaBDC could further enhance solvent tolerance, following the
same procedure as for PAD. For this purpose, CC@CaBDC
was incubated for 5 days in MeCN, MTBE, or CH, and then
the formation of organosilicon compound 5 in HEPES buffer
with 5% MeCN was monitored (Figure 5c¢). During solvent incu-
bation, CC@CaBDC retained its characteristic orange color, indi-
cating the presence of intact heme cofactor (Figure S13a,b), and
XRD confirmed that CaBDC crystallinity remained preserved
(Figure S13c). Both lyophilized and immobilized CC showed
high substrate conversions and enantiomeric purities compara-
ble to the untreated control (Figure 5b).

When CC@CaBDC samples were washed three times with water
before drying, reduced enantiomeric purity at 0.3mM 3 and
lower conversions at 5 mM 3 were observed (Figure S13d). A sim-
ilar effect was also seen for the sample incubated in air (compare
Figures 5c and S13d), suggesting that extensive washing or pro-
longed water contact can negatively affect catalytic performance.

Repeated washing may promote partial leaching of weakly
bound or surface-associated enzyme molecules, thereby reducing
the fraction of catalytically competent enzyme. In addition, pro-
longed aqueous exposure can alter the local microenvironment
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within the MOF, for example by modifying ionic strength, dis-
rupting stabilizing interactions between the enzyme and the
framework, or leading to oxidation or changes in the redox state,
particularly relevant for redox-active enzymes such as CC.
Together, these effects can decrease apparent activity. Overall,
CC tolerated exposure to MeCN, MTBE, and CH both in its
lyophilized and immobilized forms. However, while lyophilized
CC completely dissolved in aqueous buffer during catalysis,
CC@CaBDC remained as a solid biocatalyst that could be easily
recovered and reused by simple centrifugation. Potential stabiliz-
ing effects commonly attributed to enzyme@MOF systems, such
as enhanced thermal or solvent tolerance, were not observed for
the model enzymes and reaction conditions examined in this
study. In fact, the more easily prepared soluble enzymes performed
mostly better than the enzyme@MOF composites in all tests.
These findings emphasize that the protective function of the
MOF shell strongly depends on the intrinsic stability of the
enzyme. For highly robust enzymes, such as the thermostable
and solvent-resistant PAD and CC, encapsulation primarily serves
as a means to obtain an insoluble, recoverable catalyst rather than
as a stabilizing barrier. In contrast, for more sensitive enzymes,
encapsulation may provide significant protection against denatur-
ation and offer a clear advantage for process applications.

The CaBDC framework itself introduces additional parameters
that must be considered when designing biocatalytic systems.
Partial dissolution of CaBDC in aqueous buffers might lead to
linker molecules and metal ions contaminating the final product,
while diffusion limitations within its layered structure can influ-
ence substrate accessibility and product release. These effects
underline the importance of detailed comparative analyses
between soluble and immobilized enzymes to obtain mechanistic
insights and guide future optimization. Despite these challenges,
CaBDC serves as an effective carrier that transforms soluble
enzymes into recoverable heterogeneous catalysts, facilitating
simple separation and reuse in buffer-containing systems. This
feature is particularly valuable for developing long-term biocata-
lytic processes, including sequential batch or flow operations at
preparative scale.

2.5 | Biocatalytic Synthesis of Organosilicon
Employing CC@CaBDC in Organic Solvent

Since the stability of both CC and CaBDC in organic solvents had
been confirmed, we next investigated the application of
CC@CaBDC for catalysis directly in organic media, as previously
demonstrated for a lipase encapsulated in CaBDC [72].
Conducting the model reaction in organic solvent requires the
enzyme to be supplied already in its reduced state, as the reduc-
ing agent commonly employed in CC aqueous reactions (sodium
dithionite, NaDT) is not soluble under these conditions.
Therefore, CC was first reduced with NaDT in aqueous solution
prior to encapsulation via addition of Na,BDC and 300 mM
CaCl, to form ™CC@CaBDC. The resulting material was then
dried to remove residual water, yielding a ready-to-use catalyst
for reactions in pure organic solvent (Figure 6a). The distinct
red coloration of *!CC@CaBDC compared to CC@CaBDC indi-
cated the successful incorporation of reduced CC, which was con-
firmed spectrophotometrically by the characteristic absorption
band of the reduced heme cofactor in suspension (Figure 6b).
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FIGURE 6 | Immobilization of reduced CC in CaBDC-MOF.
(a) Reduction of CC using NaDT and subsequent cocrystallization with
terephthalate and calcium to form ™!CC@CaBDC. (b) Images of
CC@CaBDC and ™!CC@CaBDC immediately after synthesis and absorp-
tion spectrum of a suspension of CC@CaBDC (blue) and ™‘CC@CaBDC
(pink) using a microplate reader. (c) Substrate conversion (bars) and
enantiomeric purity of product 5 (circles) in batch reactions by
dCC@CaBDC in HEPES buffer with various proportions of the solvents
(sol) MeCN (5%, 25 %, 50%, 75%, and 95%), pure MeCN, MTBE, or CH
using 6 yM (in regard to the CC amount) each of *'CC@CaBDC, 10 mM
NaDT, 5mM 3, and 10 mM 4. Error bars represent the standard deviation
from duplicates.

Microscopic analysis revealed the same butterfly-shaped crystals
previously observed for CC@CaBDC (Figure S14a), and XRD
confirmed that the crystallinity of CaBDC was maintained after
encapsulation (Figure S14b). These results demonstrate the
successful immobilization of reduced CC in CaBDC, providing
a stable, ready-to-use formulation for catalytic applications in
nonaqueous environments.

The catalytic performance of "™!CC@CaBDC was evaluated
under both anaerobic and aerobic conditions and compared to
that of CC@CaBDC. Reactions were conducted in the presence
or absence of the reducing agent NaDT (Figure S15). As expected,
for CC@CaBDC the addition of NaDT was essential to initiate
catalysis, whereas in contrast, rdcCc@CaBDC, which already
contains the enzyme in its reduced state, achieved a conversion
without NaDT close to the conversion upon NaDT addition.
Notably, the enantiomeric purity of the product reached 84%
in reactions of ™!CC@CaBDC without NaDT, representing a
clear improvement compared to reactions with CC@CaBDC
under standard reducing conditions. Under aerobic conditions,
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however, catalytic activity was strongly suppressed in all cases,
likely due to competition of molecular oxygen with the substrate
for binding to the heme cofactor.

Storage experiments of redcC@CaBDC for 5 days under anaero-
bic (red) and aerobic (ox) conditions revealed that molecular oxy-
gen can penetrate the CaBDC pores and oxidize "*CC, leading to
decreased activity and a reduced absorption signal at 550 nm
(Figure S16). Thus, preservation of the reduced and catalytically
active form requires storage under anaerobic conditions, and
reactions in organic solvent should likewise be conducted under
anoxic environments.

To further assess the performance of **CC@CaBDC in nonaque-
ous systems, reactions were tested in three representative organic
solvents differing in polarity and water miscibility. While CH’s
high hydrophobicity precluded any mixing with aqueous buffer,
MTBE was tested both in pure form and saturated with water.
However, in both cases no product formation was observed
(Figure 6¢). In contrast, the miscibility of MeCN and HEPES
buffer enabled testing of mixed solvent systems with MeCN con-
tents from 5% to 100%. The activity of *“*CC@CaBDC gradually
decreased with increasing MeCN proportion. Since CC@CaBDC
retains activity even after 5 days of storage in MeCN, MTBE, or
CH (Figure 5), these results indicate that the lack of reactivity in
neat organic solvents could arise from insufficient substrate
access rather than enzyme deactivation. It is likely that the sub-
strates remain in the organic phase and fail to penetrate the
CaBDC lattice, particularly if residual water within the pores
continues to hydrate the enzyme. This hypothesis was confirmed
since no significant product formation was detected in biphasic
MTBE/HEPES systems for both CC@CaBDC and soluble CC
(Figure S17).

In summary, the results demonstrate that encapsulation of
reduced CC within CaBDC enables the preparation of a stable,
ready-to-use biocatalyst for nonaqueous reactions; however, its
activity in pure organic solvents is limited. The observations
highlight that, while CaBDC provides an effective microenviron-
ment to preserve enzymatic integrity, achieving efficient catalysis
in low-water media will require strategies that enhance substrate
diffusion or modify the MOF’s internal surface properties. These
findings offer important design principles for developing next-
generation enzyme@MOF composites tailored for biocatalytic
transformations in nonconventional media. The successful
reduction of CC with NaDT prior to encapsulation established
a practical route to generate ™“‘CC@CaBDC, enabling silicon-
carbon bond formation in organic media. We note that, to the
best of our knowledge, this work also provides the first demon-
stration of CC and ™¥CC encapsulation within a MOF frame-
work, extending MOF-based immobilization to a class of
redox-active enzymes previously accessible only through adsorp-
tion strategies. However, while the encapsulated enzyme
remained catalytically competent, reactivity in pure organic sol-
vents was likely limited by restricted substrate penetration into
the MOF lattice. Predicting suitable solvent systems for such
hybrid catalysts is therefore not trivial and will require systematic
screening of additional solvents, including more polar and protic
representatives such as alcohols [73]. In this context, immobi-
lized enzyme composites such as those described here can greatly
facilitate such screening efforts, as their solid, reusable nature

allows rapid and reproducible testing across different solvent sys-
tems. Future work should also address strategies to modify MOF
pore surfaces or water content to improve substrate diffusion and
compatibility with nonaqueous media. Building on the evalua-
tion strategy established in this study, future efforts can apply
similar quantitative and comparative approaches to systemati-
cally interrogate enzyme-MOF composites across different
enzymes, host frameworks, and reaction conditions. Rather than
directly enabling rational material design, such rigorously vali-
dated assessments are a prerequisite for distinguishing genuine
immobilization effects from artifacts arising from mass-transport
limitations, partial framework dissolution, or enzyme release. At
the same time, our results underscore that comprehensive char-
acterization and conservative interpretation are essential when
assessing the performance of enzyme@MOF composites relative
to soluble enzyme formulations. By emphasizing reliable enzyme
quantification, critical benchmarking, and explicit consideration
of system-specific limitations, this study offers a methodological
reference point for future investigations involving CaBDC and
related MOF hosts, as well as for applications with other
heme-containing carbene transferases [74-76] or decarboxylases.

3 | Conclusion

This study benchmarks enzyme immobilization in CaBDC,
showing that in situ encapsulation yields active enzyme@
MOF composites across different enzyme classes. Accurate quan-
tification is essential for meaningful evaluation, with SDS-PAGE
after MOF dissolution providing a reliable, broadly applicable
method. Comparative analysis demonstrated that immobiliza-
tion does not inherently improve stability but that soluble
enzymes can perform better under the investigated conditions.

The benefits of encapsulation depend strongly on enzyme prop-
erties: robust enzymes mainly gain recoverability, while less sta-
ble ones may benefit from protection. Performance is further
influenced by CaBDC-specific limitations, including diffusion
barriers and partial framework dissolution, which can obscure
true catalytic effects.

Despite these constraints, CaBDC enables reusable heteroge-
neous biocatalysts and expands immobilization to redox-active
enzymes such as ™“CC@MOF. However, reduced activity in
organic media highlights mass transport challenges and the need
for further optimization.

Overall, the work emphasizes that rigorous quantification, direct
comparison to soluble systems, and careful consideration of
transport and stability effects are critical for reliable benchmark-
ing of enzyme@MOF systems.

4 | Experimental Section
4.1 | PAD Production
PAD was produced heterologous as previously described with

minor modifications [25]. The plasmid pET22_PAD-ST-hise,
encoding the Enterococcus sp.- PAD with a C-terminal SpyTag
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and his6 tag, transformed into E. coli BL21(DE3). A liquid culture
of 100 mL TB-medium containing 100 pgmL™" ampicillin was
inoculated from a single colony and cultured at 37°C and
180rpm for 16h. Flasks with 2L of TB-medium (with
100 pg mL™" ampicillin) were inoculated with 30 mL of precul-
ture and incubated at 37°C and 180 rpm until an OD600 of
0.9-1.2 was reached. The cultures were then cooled at 25°C
for 30 min and expression was induced by adding 100 pM isopro-
pyl p-D-1-thiogalactopyranoside (IPTG). After incubation for
20 h at 25°C and 180 rpm, the cells were harvested by centrifu-
gation at 10,000 rcf and 4°C for 10 min, resuspended in 40 mL
NP;10 buffer (500 mM NaCl, 50 mM NaH,PO,, 10 mM imidazole,
pH 8.0) and stored at —80°C until further processing. The cell
suspension was thawed at 25°C and subsequently incubated with
DNasel and lysozyme (AppliChem) for 30 min at room tempera-
ture. After ultrasonication, cell debris was removed using centri-
fugation for 1h at 45,000 rcf and 4°C and the protein-rich
supernatant filtered through a 045pm PVDF membrane
(Durapore, Steriflip, Millipore). The purification of PAD from
the lysate was carried out by fast protein liquid chromatography
(FPLC) using the affinity of the his6 tag to a Ni column (5 mL
HisTrap FF, Cytiva) installed in an FPLC system (Akta pure,
GE Healthcare). The protein was eluted using a linear gradient
from 100% NP;10 buffer to 100% NP;500 buffer (500 mM NacCl,
50 mM NaH,PO,, 500 mM imidazole, pH 8.0). The collected frac-
tions containing the purified PAD were combined and buffer
exchanged to PB (50 mM sodium phosphate, pH 7.4) using cen-
trifugal concentrators (Vivaspin 20, 10,000 MWCO, Sartorius).
The concentrated protein solution was aliquoted, frozen in liquid
nitrogen and stored at —80°C until use.

4.2 | CC Production

CC was produced heterologous similar to previously described
[16]. The plasmid pET22_pelB-CytC(TDE)-hiss [16], encoding
the triple mutant TDE of cytochrome C from Rhodothermus
marinus (CytC(TDE)) [52] with an C-terminal hiss tag, was
cotransformed with the cytochrome C maturation plasmid
pEC86 (Culture Collection of Switzerland, plasmid no. CCOS
891) [77] into E. coli BL21(DE3) using electroporation. E. coli
cells harboring both plasmids were selected on LB/agar plates
containing 100 pgmL™" ampicillin and 30 pgmL™" chloram-
phenicol overnight at 37°C. A liquid culture of 100 mL TB-
medium containing 100 pgmL™" ampicillin and 30 pgmL™
chloramphenicol were generated from a single colony and cul-
tured at 37°C and 180 rpm for 16 h. Using 40 mL of this culture,
two flasks with 2 L of TB-medium containing 100 pg mL ™" ampi-
cillin and 30pgmL™" chloramphenicol were inoculated and
incubated at 37°C and 180 rpm until an ODgqq of 1.1 was reached.
The cultures were then cooled on ice for 20 min and expression
was induced by adding 20 pM isopropyl p-D-1-thiogalactopyrano-
side IPTG) and 200 pM 5-aminolevulinic acid. After incubation
for 20 h at 20°C and 180 rpm, the cells were harvested by centri-
fugation at 10,000 rcf and 4°C for 10 min, resuspended in 60 mL
NP;10 buffer (500 mM NacCl, 50 mM NaH,PO,, 10 mM imidazole,
pH 8.0) and stored at —80°C until further processing. The cell
suspension was thawed at 25°C and subsequently incubated with
DNasel and lysozyme (AppliChem) for 30 min at room tempera-
ture. After ultrasonication, cell debris was removed using centri-
fugation for 1h at 45,000 rcf and 4°C and the protein-rich

supernatant filtered through a 045pm PVDF membrane
(Durapore, Steriflip, Millipore). The purification of CC from
the lysate was carried out by fast protein liquid chromatography
(FPLC) using the affinity of the hiss tag to a Ni column (5 mL
HisTrap FF, cytiva) installed in an FPLC system (Akta pure,
GE Healthcare). The protein was eluted using a linear gradient
from 2% NP;500 (500 mM NaCl, 50 mM NaH,PO,, 500 mM imid-
azole, pH 8.0) and 98 % NP;10 to 100% NP;500 over 10 column
volumes. The collected fractions containing the purified CC were
combined and buffer exchanged to PB (50 mM sodium phos-
phate, pH 7.4) using centrifugal concentrators (Vivaspin 20,
5,000 MWCO, Sartorius). The concentrated protein solution
was aliquoted, frozen in liquid nitrogen and stored at —80°C
until use.

4.3 | Preparation of CaBDC

The synthesis of CaBDC-MOF was performed according to an
adapted protocol from the literature [49]. Five hundred microli-
ters of a 600 mM disodium terephthalate (Na,BDC) solution were
mixed with 200 pL of ddH,O by inverting five times. Three hun-
dred microliters of a 1 M calcium chloride (CaCl,) solution were
slowly added dropwise and mixed by vortexing for 5s at medium
speed. The mixture was left at room temperature for 16 h. The
next day, the CaBDC formed was washed five times with
ddH,0, for which in each round it was first resuspended, then
centrifuged at 11,000 rcf for 3 min, the supernatant was removed,
and 1 mL ddH,0 was added. After the last washing step, as much
supernatant as possible was removed, and the wet CaBDC was
transferred to a weighing paper in a Petri dish under the fume
hood, where it dried overnight yielding a white powder.

4.4 | Preparation of Enzyme@CaBDC

Five hundred microliters of a 600 mM Na,BDC solution were
mixed with 150pL of ddH,O by inverting five times.
Subsequently, 50 pL of a 1 mM enzyme solution (either CC or
PAD) in PB or diluted PB (final concentration: 50 pM enzyme)
or 195 pL of a 1 mM enzyme solution in water (final concentra-
tion: 195 pM enzyme) plus 5 pL of 10x PB buffer were added and
mixed again by inverting five times. Three hundred microliters of
a 1 M CacCl, solution were slowly added dropwise and mixed by
vortexing for 5s at medium speed. The mixture was left at room
temperature for 16 h, washed five times with ddH,O and dried
overnight, as described above for CaBDC.

4.5 | Preparation of ™!CC@CaBDC

The synthesis of ™‘CC@CaBDC MOF was performed in an
anaerobic vinyl chamber. One millimolar CC in PB was reduced
with 10 mM sodium dithionite (Na,S,0,4, NaDT) and incubated
for 2min at 25°C and 700 rpm. Five hundred microliters of a
600 mM Na,BDC solution were added and mixed by inverting
five times. Three hundred microliters of a 1 M CaCl, solution
were slowly added dropwise and mixed by vortexing for 5s at
medium speed. The mixture was left at room temperature for
16 h. The next day, the redcCc@CaBDC formed was washed five
times with ddH,O, for which in each round it was first
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resuspended, then briefly centrifuged, the supernatant was
removed, and 1 mL ddH,0 was added. After the last washing
step, the suspension of *CC@CaBDC was adjusted to a volume
of 1250 and 100 pL of each was distributed in vials. After 10 min,
50 pL of the supernatant was removed and the remaining suspen-
sion in the open vial was incubated overnight on a thermoshaker
at 25°C and 700 rpm to dry.

4.6 | PAD Activity Measurements

The decarboxylase activity of PAD was measured as previously
described [20] with minor modifications. Briefly, 900 pL p-coumaric
acid (1.39 mM, 1) dissolved in HEPES buffer (50 mM, pH 7.4) was
incubated at 30°C with 500 rpm shaking for at least 30 min. The
reaction was initiated by addition of 100 pL of a 10 mg/mL
PAD@CaBDC suspension in HEPES buffer, yielding a final
p-coumaric acid concentration of 1.25 mM and a final MOF con-
centration of 1 mg mL™". For activity measurements of PAD as
soluble enzyme, the reaction was initiated by addition of 100 puL
of PAD in HEPES buffer, yielding a final p-coumaric acid con-
centration of 1.25mM and a PAD concentration of 0.2 or
0.4 uM (as specified in figure legends). At defined time points,
100 pL of the reaction were sampled and quenched by mixing
with 300 pL of a 2:1 (v/v) mixture of acetonitrile and aqueous
0.1% trifluoroacetic acid. The samples were then centrifuged
twice and the supernatant was transferred to HPLC vials for fur-
ther analysis. Measurements were run on n=2 independent
MOF syntheses, with n=2 technical replicates run in parallel
for each MOF sample.

4.7 | CC Activity Measurements

Reactions employing CC for the formation of silicon-carbon
bonds were carried out in an anerobic chamber, as previously
described [16]. In a total volume of 400 pL of the chosen reaction
medium, soluble or immobilized CC were combined with 10 mM
NADT, 0.3, 1.3, or 5 mM ethyl 2-diazopropanoate (3) and 10 mM
phenyl dimethylsilane (4) and incubated for 4h at 25°C and
700 rpm. The reaction was stopped by adding 1 mL CH and
20 pL of a 20 mM ethyl 2-phenylacetate solution was added as
a reference. The mixtures were vortexed for three times for
10s and centrifuged for 7 min at 13,300 rpm.
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