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Protecting Quantum Spin Coherence of Nanodiamonds in Living Cells
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Because of its superior coherent and optical properties at room temperature, the nitrogen-vacancy (N-V)
center in diamond has become a promising quantum probe for nanoscale quantum sensing. However, the
application of N-V-containing nanodiamonds to quantum sensing suffers from their relatively short spin
coherence times. Here we demonstrate energy-efficient protection of N-V spin coherence in nanodiamonds
using concatenated continuous dynamical decoupling, which exhibits excellent performance with a less-
stringent microwave-power requirement. When this is applied to nanodiamonds in living cells, we are
able to extend the spin coherence time by an order of magnitude to the T1 limit of 30 μs. Further analysis
demonstrates concomitant improvements of sensing performance, which shows that our results provide an
important step toward in vivo quantum sensing using N-V centers in nanodiamond.

DOI: 10.1103/PhysRevApplied.13.024021

I. INTRODUCTION

Nitrogen-vacancy (N-V) centers in diamond exhibit sta-
ble fluorescence and have a spin triplet ground state, which
can be coherently manipulated by microwave fields [1].
Observation of spin-dependent fluorescence provides an
efficient way to read out the spin state of N-V centers.
The energy splitting of the N-V spin depends on physical
parameters, such as a magnetic field [2–4], an electric field
[5,6], temperature [7–10], and pressure [11,12]. A vari-
ety of quantum-sensing protocols for precise measurement
of these physical parameters in different scenarios have
been developed [13–26]. These protocols are all based on
determining the N-V spin energy splitting, which is why
the measurement sensitivity is limited by the N-V spin
coherence time.

Spin coherence in bulk diamond is affected mainly
by surrounding electronic impurities (P1 centers) and
nuclear spins (natural abundance of 13C isotope). The spin
reservoir can be eliminated by use of isotopically engi-
neered high-purity type-IIa diamond [27]. To mitigate the
influence of any residual impurities, pulsed dynamical
decoupling has been widely used to prolong the spin
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coherence time [28–30]. Its excellent performance when
applied to N-V centers in bulk diamond is a result of
the quasistatic characteristics of the spin reservoir in bulk
diamond and the high available microwave power. Unfor-
tunately, these two factors may not be satisfied for N-V
centers in nanodiamonds, which are required for sensing
applications in vivo. N-V centers contained within nan-
odiamonds typically exhibit a long spin coherence time,
which has been attributed to nanodiamond surface spin
noise and electric charge noise that include prominent
high-frequency components. Preserving the coherence of
N-V centers in nanodiamonds becomes even more prob-
lematic when they are located in biological environments,
which present additional noise sources. The microwave
power available to decouple N-V centers in living cells can
be limited by the large distance between the microwave
antenna and the nanodiamond, and the damaging effects
that microwave absorption may have on biological tissue.
Therefore, the development of an energy-efficient strategy
to prolong the coherence time of N-V centers in nanodi-
amond under the constraint of limited microwave power
is a significant challenge for efficient quantum-sensing
protocols for biology and nanomedicine [8,31–35].

In this work, we address this key challenge with the
implementation of concatenated continuous dynamical
decoupling (CCDD), which uses a microwave driving field
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consisting of suitably engineered multifrequency compo-
nents [36–38] to prolong the coherence time of N-V centers
contained within nanodiamonds. The purpose of the main
frequency component of the microwave drive is to sup-
press fast environmental noise, while the other, weaker
frequency components compensate power fluctuations in
the main frequency component. The key advantage of
CCDD compared with pulsed schemes is that the decou-
pling efficiency achievable at the same average power (as
quantified by the effective Rabi frequency �̄2 = 〈�2〉 aver-
aged over time) is predicted theoretically to be superior to
that of pulsed schemes [35]. We demonstrate experimen-
tally that CCDD achieves a performance that significantly
exceeds that of pulsed-dynamical-decoupling strategies
given the same microwave-energy consumption. We show
that CCDD prolongs the coherence time of N-V centers in
nanodiamond up to tens of microseconds, at which point it
reaches the limit imposed by the N-V spin relaxation time
T1 in these nanodiamonds inside living cells. Our result
is an important step toward the development of quantum
sensing for in vivo applications with high achievable sensi-
tivity, and also demonstrates wide applications of quantum
control using an amplitude- and phase-modulated driving
field [39,40].

II. PROTECTING COHERENCE OF N-V SPIN IN
NANODIAMOND

In our experiment, we use nanodiamonds obtained
by milling of high-pressure, high-temperature diamond
from Microdiamant with diameters of approximately 43 ±
18 nm, as measured with an atomic force microscope
(AFM); see Figs. 1(a) and 1(b). We apply a static exter-
nal magnetic field of strength B along the N-V axis, which
leads to two allowed N-V spin transitions (ms = 0 ↔
ms = +1 and ms = 0 ↔ ms = −1). The corresponding
optically-detected-magnetic-resonance (ODMR) measure-
ment is shown in Fig. 1(c). We first characterize the coher-
ence properties of single N-V centers in nanodiamonds by
performing spin-echo measurements. Microwave control
pulses are generated with an arbitrary-waveform genera-
tor (AWG) and are amplified by a microwave amplifier.
The power of the microwave radiation determines the fre-
quency of Rabi oscillation. Spin-echo measurements are
performed for several N-V centers to determine the spin
coherence time; three representative examples are shown
in Fig. 1(d). The data are fitted by a decay function in the
form of exp[−(t/TSE)

α], where TSE denotes the spin-echo
coherence time. We extract the value of α, and find that α ∈
[1.08, 1.74], indicating decoherence is due to both slow
and fast environmental fluctuations; see Appendixes A–F.
Universal dynamical decoupling with a train of pulses,
such as Carr-Purcell-Meiboom-Gill and XY8 sequences,
may prolong the spin coherence time by suppressing noise
of low frequency [29,30]. Our Ramsey measurement under
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FIG. 1. Characteristics of N-V centers in nanodiamond. (a)
Atomic-force-microscope image of nanodiamonds deposited on
a mica plate. (b) Histogram of nanodiamond sizes that pre-
dominantly range from 25 to 61 nm (43 ± 18 nm). (c) Typical
ODMR measurement of a nanodiamond N-V center with applied
magnetic field B‖ = 37.8 G ( ) and B‖ = 66 G ( ). (d) Time
evolution of the spin-state population P|0〉 in the spin-echo exper-
iment for three typical N-V centers. By fitting the data with a
function of the form (1/2){1 + exp[−(T/TSE)

α]}, we estimate
the parameters TSE and α as follows: 2.142 ± 0.018 μs and
1.448 ± 0.026 (N-V 1, ); 4.292 ± 0.133 μs and 1.47 ± 0.10 (N-
V 2, ); 2.990 ± 0.083 μs and 1.576 ± 0.101 (N-V 3, ). P.L.,
Photoluminescence.

different magnetic field strengths shows that T∗
2 becomes

greater as the magnetic field increases (see Appendixes
A–F), which suggests that the noise in the present scenario
is dominated by surface electric noise [41] rather than a
slow-spin bath.

We apply XY8-N pulse sequences to several N-V cen-
ters using a train of 8N π pulses, as shown in Fig. 2(a).
Figure 2(b) shows the measurement results obtained by
our applying up to 96 π pulses. The extended coher-
ence time T2 under dynamical decoupling increases as
the number of XY8 cycles grows following the scaling
(N−β + TSE/T1)

−1, with N up to 12 [42]; see Fig. 2(c).
We also observe that the coherence time saturates and any
further increase of the number of pulses does not necessar-
ily lead to a longer coherence time. Because the XY8 pulse
sequence exhibits excellent pulse-error tolerance [43], the
experimental observation suggests that the limited coher-
ence time is likely due to fast noise dynamics and limited
microwave power (pulse repetition rate).

To achieve high-efficiency dynamical decoupling under
the constraint of microwave power, we apply CCDD to
protect spin coherence of nanodiamond N-V centers. We
begin by illustrating the basic idea of CCDD as applied
to the ms = 0 ↔ ms = −1 transition of a single N-V spin
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FIG. 2. Performance of concatenated continuous dynamical
decoupling as compared with XY8 pulsed dynamical decoupling.
(a) XY8 pulse sequence. (b) Coherence time of nanodiamond N-
V is extended by an XY8-N pulse sequence with the number of
pulses up to 96 (8 × N ). The Rabi frequency of the π pulse is
8.5 MHz. The data are fitted with the decay function (1/2){1 +
exp [ − (T/T2)

α]}, which indicates an achievable coherence time
T2 = 15.22 ± 0.63 μs. (c) Scaling of T2 with the number of
XY8 cycles N , which fits (N−β + TSE/T1)

−1 [42] with β =
0.319 ± 0.064. (d) Concatenated continuous dynamical decou-
pling scheme with phase-modulated driving. (e) The extended
spin coherence time by CCDD reaches Tc = 31.22 ± 3.14 μs.
The signal envelope is fitted by (1/2){1 + exp[−(T/Tc)]}. The
driving parameters are �1 = 8.06 MHz and �2/�1 = 0.1. Sub-
panels 1 and 2 show enlarged over different measurement inter-
vals. The applied magnetic field B‖ = 508 G.

[36–38]. The present scheme is applicable to many other
two-level quantum systems. We introduce a microwave
driving field with phase modulation [37] as

H̃ = (�1 + δx) cos
[
ω0t + 2

(
�2

�1

)
sin�1t

]
σx, (1)

where σx is the Pauli operator, ω0 is the energy gap
between ms = 0 and ms = −1,�1 is the Rabi frequency as
determined by the microwave power, �2 denotes the ratio
of phase modulation, and the fluctuation in microwave
power is denoted as δx. The effect of magnetic noise is
suppressed by the driving field as long as the noise power
density is small at frequency �1. In the interaction pic-
ture, the effective Hamiltonian can be written as [37]
HI2 = −�2/2σz + δxσx. As the phase control in the AWG
is very stable, the fluctuation in �2 is negligible. As long

as the power spectrum of δx is negligible at frequencies
larger than �2, the noise will lead to only a second-order
effect; that is, δ2

x/�2σz [44]. As compared with pulsed-
dynamical-decoupling strategy, CCDD can achieve better
performance with the same average microwave power [35]
as we confirm in our experiment on nanodiamonds in
living cells. A schematic of the microwave and readout
sequence to implement CCDD in our experiment is shown
in Fig. 2(d). A π/2 pulse prepares the N-V spin in a super-
position state of |0〉 and |−1〉. The phase-varying driving
field as in Eq. (1) is generated with an AWG and acts
on the N-V spin for time T. A final π/2 pulse maps spin
coherence information into the state |0〉 population as mea-
sured by an avalanche-photodiode gate. Figure 2(e) shows
coherent oscillation resulting from our applying the CCDD
scheme, which leads to an extended coherence time Tc =
31.22 ± 3.14 μs, which is of the same order as the relax-
ation time T1 (which we measure to be 87.35 ± 7.50 μs)
as T2 is limited by T1/2 [45].

The requirement of low microwave power is of practi-
cal importance for quantum-sensing applications in vivo,
because microwave radiation is absorbed by biological tis-
sues, which may lead to heating and subsequent damage
or denaturing of protein molecules. To demonstrate the
performance of CCDD aimed at biosensing, we use the
scheme to protect the spin coherence of N-V centers in nan-
odiamonds taken up by living cells. We use NIH/3T3 cells,
which are adherent to the upper surface of the cover glass.
To avoid the strong fluorescence of the nutrient solution,
we replace it with phosphate-buffered saline (PBS), which
has almost no fluorescence, and wash the cells 3 times to
remove nanodiamonds not internalized by the cells. Figure
3(a) shows a confocal-scan image of the cell sample where
fluorescence is gated around the N-V emission spectrum.
With membrane labeling and depth-scan tomography, we
clearly identify nanodiamonds that are taken up by the
cells and located in the cell cytosol. We perform ODMR
measurements [Fig. 3(b)] and spin-echo measurements
[Fig. 3(c)] to characterize the properties of those nanodi-
amond N-V centers in cells. We compare the performance
of CCDD with XY8 pulsed dynamical decoupling for the
protection of N-V spin coherence in cells. Figures 3(c) and
3(d) show the measurement data obtained by our applying
microwaves of power that corresponds to a Rabi frequency
of 9.6 MHz in XY8 pulsed dynamical decoupling and 4.6
MHz in the CCDD scheme. The N-V spin coherence time
is increased up to 29.4 ± 3.6 μs by the CCDD scheme,
while XY8 pulsed scheme achieves only 17.49 ± 1.43 μs.
The advantage of CCDD scheme becomes more promi-
nent as the available microwave power is reduced and T1 is
increased by nanodiamond-material design. To character-
ize the damage caused by microwave radiation, we apply
the experimental sequences and monitor the temperature
increase of the sample. The results suggest that the tem-
perature increase due to the pulse sequences is about 10 ◦C
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FIG. 3. Protecting quantum spin coherence
in living cells. (a) Confocal image of a cell
with uptake of fluorescent nanodiamonds. The
red curve indicates the cell boundary. The nan-
odiamonds in the dashed rectangle are located
in the cytoplasm. The photon counts are in
the unit of 1000 counts/s. (b) ODMR measure-
ment of a nanodiamond N-V center in a cell
with applied magnetic field B‖ = 25 G. (c) N-
V coherence time in a living cell is extended
by spin-echo and XY8 pulse sequences (XY8-
N ) with the number of pulses up to 96. The
Rabi frequency of the π pulse is 9.6 MHz.
(d) The CCDD signal indicates a spin coher-
ence time of 29.4 ± 3.6 μs with Rabi fre-
quency �1 = 4.6 MHz and �2 = �1/10. P.L.,
Photoluminescence.

more than that due to CCDD for the achievement of similar
coherence times; see Appendixes A–F. Such a difference in
the temperature increase is expected to have a significant
effect on biological tissue [46,47].

Apart from avoiding the damaging effect on biologi-
cal tissues (which is dependent mainly on the average
microwave power), the constraint of microwave power on
pulsed-dynamical-decoupling efficiency when combined
with (in vivo) quantum sensing may arise from another ori-
gin. The maximal microwave power, which determines the
achievable Rabi frequency, may be limited by, for exam-
ple, the relatively large distance between the microwave
antenna and the nanodiamond especially when compared
with bulk-diamond experiments. We perform CCDD mea-
surements using different peak microwave powers and
compare the results with the longest possible coherence
times that are achieved by XY8 pulsed dynamical decou-
pling. Our results as shown in Fig. 4(a) demonstrate that
given the same effective Rabi frequency (i.e., the same
average microwave power), the CCDD scheme clearly
outperforms the XY8 dynamical decoupling sequences in
extending the spin coherence time. Unlike the XY8 pulsed
scheme, where the decoupling efficiency in our experi-
ments is limited by the constraint of microwave power,
the coherence time achieved by CCDD is predominantly
limited by the T1 time of nanodiamonds, which can be
increased by material design.

III. APPLICATION IN QUANTUM SENSING

For sensing applications inside living cells, one has
to take the constraint of microwave power arising from
both origins discussed above into account. We consider

a typical scenario of detecting an oscillating magnetic
field with frequency ωs. The underlying principle is essen-
tially similar to the detection of electron (nuclear) spin,
where the characteristic frequency is the Larmor frequency
of the target spins. One potential interesting example is
the detection of the emergence or disappearance of rad-
icals and functional-molecule groups of nuclear spins.
The pulsed scheme detects the field by engineering the
time interval τp between pulses to match the field fre-
quency; namely, τc = k(π/ωs). For ideal instantaneous π
pulses (requiring infinite microwave power), the estimated
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FIG. 4. (a) Extended coherence times as achieved by the
CCDD scheme ( ) and XY8 pulsed dynamical decoupling ( )
as a function of the effective Rabi frequency. The number
of XY8 cycles (up to 12) that achieve the longest possible
coherence time is given in Table II. (b) Estimated sensitivity
for the measurement of an oscillating field using the CCDD
scheme ( ) and the XY8 scheme ( ). The achievable Rabi fre-
quency is � = 8.5 MHz, and the coherence time is assumed
to be T2 = 15.22 μs for the XY8 scheme and 31.22 μs for
the CCDD scheme. The oscillating field strength γ b = 2π ×
100 kHz. The other experimental parameters are the same as for
Fig. 2.
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measurement sensitivity ηc = kπ/4γ
√

T2, where γ is the
electronic gyromagnetic ratio and for simplicity we assume
a unit detection efficiency. However, the limited achiev-
able pulse peak Rabi frequency � (in comparison with
the field frequency ωs) leads to a constraint on the res-
onant condition k ≥ ωs/� and will decrease the signal
contrast. This restricts pulsed schemes to work only for
frequencies below approximately 10 MHz when the pulse
repetition rate and microwave power are limited, which
is quite likely in biological systems. The present CCDD
scheme can detect the field on resonance when �1 = ωs
and ω0 − ωs = ±�1 with estimated measurement sensi-
tivity ηc = 1/γ

√
Tc and 2/γ

√
Tc, respectively [37]. The

resonance condition can be satisfied by tuning ω0 (via the
external magnetic field); thus, if one can flexibly choose
�1 and �2 following the principle to optimize the increase
of the coherence time. Therefore, the advantage of the
CCDD scheme as compared with the pulsed scheme in
quantum sensing is not only the increase of the coherence
time but also its capability to increase sensitivity in the
presence of the constraint of limited average microwave
power. In Fig. 4(b), we compare the estimated measure-
ment sensitivity for the CCDD scheme and the pulsed
scheme under the same average-power constraint. It can
be seen that CCDD shows superior performance for signal
frequencies above 10 MHz. Potentially interesting exam-
ples include the detection of molecules (containing nuclear
spins) in high-field magnetic resonance spectroscopy and
electron (radicals). Besides the sensitivity enhancement,
the CCDD scheme may avoid the misidentification of fre-
quency components in classical fields or single-molecule
spectroscopy [48–50] due to the relatively long pulse dura-
tion (as the microwave power is not sufficiently high). The
present scheme (with both the sensitivity and the linewidth
limited by the increased T2) would thus advance the appli-
cation of N-V-based quantum sensing in vivo using nanodi-
amonds, offering a method complementary to continuous-
wave ESR measurement (the sensitivity of which is limited
by the small T∗

2) and relaxation spectroscopy (the linewidth
of which is limited by T∗

2) [18].

IV. CONCLUSION AND DISCUSSION

To conclude, we implement a concatenated-continuous-
dynamical-decoupling strategy to prolong the quantum
spin coherence time of N-V centers in nanodiamonds
even inside living cells. We demonstrate significantly
increased performance with a less-stringent requirement
with regard to microwave power in comparison with
pulsed schemes, thus causing less-severe damage to living
cells. The concatenated-continuous-dynamical-decoupling
strategy thus provides a valuable tool for achieving long-
spin-coherence-time quantum sensors when the available
and feasible microwave power is low or has to be lim-
ited (e.g., to avoid damage to biological tissue). It also

enables relatively-high-frequency magnetic field sensing
with a substantial enhancement in the measurement sensi-
tivity. The ability to extend spin coherence times in living
cells along with enhanced measurement sensitivity raises
new possibilities for the application of nanodiamond-
based quantum sensing in the intracellular environment
and related biological events.
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APPENDIX A: PRINCIPLE OF CONCATENATED
CONTINUOUS DYNAMICAL DECOUPLING

To suppress the effect from both environmental noise
and microwave fluctuation, we implement concate-
nated continuous dynamical decoupling by introducing
a microwave driving field with time-dependent phase
modulation [37]. We repeat here the derivation for self-
consistency. We start with the Hamiltonian:

H = ω0

2
σz + (�1 + δx) cos

[
ω0t + 2

(
�2

�1

)
sin�1t

]
σx.

(A1)

By moving to the interaction picture with respect to

H =
(ω0

2
+�2 cos�1t

)
σz, (A2)

we get

H1 =
(
�1 + δx

2

)
σx −�2 cos(�1t)σz. (A3)

Moving again to the interaction picture with respect to
�1σx, we get

H2 = δxσx − (�2/2) σz. (A4)
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FIG. 5. (a) Dependence of T∗
2 on the strength of the magnetic

field. (b),(c) Ramsey-measurement data obtained with magnetic
field B = 5 G (b) and B = 25 G (c).

As �2 is generated by the time-dependent phase, we
assume that the noise is negligible. As �2 � δx and we
assume that the amount of �2 in the power spectrum of
δx is negligible, the deleterious effect of the noise will
manifest itself only in second order; that is,

Hnoise = (
δ2

x/�2
)
σz. (A5)

As �2/�1 is kept at 0.1 and δx is on the order of 1% of
�1, the effect of the noise is on the order of 10−3�1. It is
noteworthy that this effect could be further suppressed by

adding a higher drive by an extra time-dependent-phase
term. In our experiment, we first apply a (π/2)y pulse
to prepare the N-V-center spin in a superposition state
|ψ(0)〉 = (1/

√
2)(|0〉 + |1〉). After evolution for time t,

the N-V-center spin state evolves to

|ψ(t)〉 = exp [(−it�1/2)σx] exp [(−it�2/2)σz] |ψ(0)〉 .
(A6)

The fluorescence measurement after another (π/2)y pulse
gives the state population:

P|0〉 = |〈ψ(0)|ψ(t)〉|2 = 1
2

[1 + cos(�1t) cos(�2t)] .

(A7)

Two frequency components �1 and �2, in addition to the
effect of unpolarized nitrogen nuclear spin, lead to the beat-
ing pattern in the oscillating signal, which explains our
experimental observation and is also verified by numerical
simulation. The extended coherence time can be inferred
from the decay of the envelope.

APPENDIX B: CHARACTERISTICS OF
NANODIAMONDS

The nanodiamonds are spin-coated on a mica plate
and scanned after drying. We choose different areas to
perform an AFM scan and count the distribution of nan-
odiamond size. Considering the broadening effect of the
AFM, we measure the height of nanodiamonds to estimate
their sizes. The nanodiamond size distribution is shown
in Fig. 1(b). The average nanodiamond size is about 43
nm, with the diameters predominantly within 25–60 nm
(43 ± 18 nm), and the nanodiamond concentration is about
50 per 100 μm2.

To characterize the properties of spin noise, we perform
a Ramsey measurement by applying magnetic fields of dif-
ferent strength along the N-V axis. The dependence of T∗

2
on the applied magnetic field is shown in Fig. 5. It can be
seen that T∗

2 increases with a larger magnetic field, which
suggests that electric noise may be a dominant source of
spin dephasing in the present sample [41]. We also per-
form spin-echo measurement of N-V centers in several
nanodiamonds. Owing to the different environments for
different nanodiamond N-V centers, they exhibit differ-
ent coherence times. The experimental data are normal-
ized through Rabi oscillation, and are then fitted with the

TABLE I. Spin-echo measurement for nanodiamond N-V centers. The normalized experimental data are fitted with the function
P|0〉(t) = (1/2)

(
1 + e−(t/TSE)

α )
. The estimated values of TSE and α for eight nanodimonad N-V centers are listed.

1 2 3 4 5 6 7 8

T2 (μs) 4.840 ± 0.009 4.300 ± 0.069 2.142 ± 0.018 1.30 ± 0.24 4.292 ± 0.133 8.710 ± 0.203 2.990 ± 0.083 2.711 ± 0.078
α 1.082 ± 0.045 1.542 ± 0.056 1.448 ± 0.026 1.447 ± 0.295 1.47 ± 0.10 1.392 ± 0.068 1.576 ± 0.101 1.740 ± 0.113
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ized experimental data are fitted with the function P|0〉(t) =
(1/2)

(
1 + e−(t/T1)

)
. The applied magnetic field B‖ = 508 G. The

relaxation time T1 is estimated to be 87.35 ± 7.50 μs.

function P|0〉(t) = (1/2) {1 + exp[−(t/TSE)
α]}. The results

show that α ∈ [1.08, 1.74] and that TSE for the average
spin-echo coherence time is around 3 μs; see Table I. In
Fig. 6, we plot the experimental data for the relaxation-
time measurement of the N-V center shown in Fig. 2.
The normalized experimental data are fitted with the func-
tion P|0〉(t) = (1/2) {1 + exp [−(t/T1)]}, which gives an
estimation of T1 = 87.35 ± 7.50 μs.

In the main text, we present experiments in which we
apply XY8-N pulse sequences to extend the coherence
time of N-V centers using a train of (8 × N ) π pulses.
The extended coherence time T2 under pulsed dynami-
cal decoupling increases as the number of XY8 cycles
increases, and reaches a saturated value. For Fig. 4(a),
we apply π pulses with different peak Rabi frequencies
and measure the achievable saturated coherence time. The
average microwave power can be quantified by the average
effective Rabi frequency, which is defined as follows

�̄ =
(

1
T

∫ T

0
�2(t)dt

)1/2

. (B1)

In Table II, we list the peak Rabi frequency, the average
effective Rabi frequency, and the number of XY8 cycles
of the pulse sequences that achieve the longest coherence
time as shown in Fig. 4(a).

APPENDIX C: CELL CULTURE AND SAMPLE
PREPARATION

NIH/3T3 cells are cultured in Dulbecco’s modified
Eagle’s medium (DMEM) supplemented with fetal bovine
serum and penicillin-streptomycin. Nanodiamonds are
diluted in DMEM. Then cells are seeded on coverslips
and incubated with the DMEM-nanodiamond suspension
(37 ◦C, 5% CO2) for 20 h, which allows cells to adhere to
the surface of the cover glass. After treatment, the medium
is removed and the cover glass is washed 3 times with
PBS. The cultured NIH/3T3 cells are immersed in PBS
throughout the measurement, and the temperature is kept at
around 22 ◦C. The confocal imaging is performed through
the cover glass, with an oil-immersion lens. The N-V cen-
ter measured in this work is located about 2.5 μm above
the cover glass. Quantum measurements are performed on
the N-V centers by our applying a microwave signal along
a copper wire (with a diameter of approximately 20 μm)
that is about 30 μm from the N-V center.

APPENDIX D: CELL-MEMBRANE STAINING
AND IDENTIFICATION OF NANODIAMONDS IN

CELLS

To identify those nanodiamonds that were taken up cells,
we first use 1,1′-Dioctadecyl-3,3,3′,3′-tetramethylindocar
bocyanine perchlorate [DiIC18(3)], which is a lipophilic
fluorescent dye, to label the cytomembrane. After cellular
uptake, the cell culture medium is removed, and the cells
are then incubated with 200 μl of DiIC18(3) (0.0486 μM )
solution for about 1 h (37 ◦C, 5% CO2). The sample is
washed 5 times with PBS before it is imaged with a
homebuilt confocal setup. Stained-cell images with a clear
profile are shown in Figs. 7(a) and 7(c), which demonstrate
clearly the cytomembrane labeled by DiIC18(3) and the
cell nucleus. Figure 7(b) shows an enlarged area where we
identify three nanodiamonds in the cell, which is further
confirmed by our X -Z confocal scan; see Figs. 7(d)–7(f).

APPENDIX E: INFLUENCE OF MICROWAVE
RADIATION ON LIVING CELLS

The main influence of microwave radiation on living
cells arises from the heating effect. We perform measure-
ments to clarify the following two issues: (i) the depen-
dence of the heating effect on the microwave power; (ii)
whether the difference in the microwave power required

TABLE II. Detailed information on the XY8 pulse sequences that achieve the coherence time of N-V centers in nanodiamond as
shown in Fig. 4(a).

1 2 3 4 5

Peak Rabi frequency (MHz) 1.98 5.10 7.14 8.50 16.20
Average effective Rabi frequency (MHz) 1.94 4.13 4.89 5.19 8.25
XY8 cycles 6 12 12 12 14
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FIG. 7. (a) Confocal scan of a living cell with cytomembrane labeled with a lipophilic fluorescent dye. The enlarged area in the
dashed rectangle is shown in (b). Three nanodiamonds are identified in the cell, which is confirmed by X -Z scan as shown in (c)–(f).
The photon count is in the unit of 1000 counts/s.

to achieve the same coherence times under the pulsed and
CCDD schemes matters (i.e., whether it may lead to a
non-negligible difference in the heating of the sample).
The role of microwave power in the manipulation of N-
V centers is manifested by the observed Rabi frequency. In
Fig. 8, we calibrate the dependence of the Rabi frequency
on the amplitude of the AWG output by measuring Rabi
frequencies for several N-V centers in nanodiamond when
applying magnetic fields of different strengths. The mea-
surements show that the Rabi frequencies are proportional
to the amplitude of the AWG output, which is quanti-
fied by the peak-to-peak voltage. The results also provide
information on the microwave power required to achieve a
certain Rabi frequency. For example, the Rabi frequency is
increased by 3–6 MHz with an increase of the AWG out-
put amplitude of 100 mV for typical nanodiamonds that
locate within a distance of 5–15 μm to the microwave
wire. For the measurements in Fig. 4, a Rabi frequency
of 9.6 MHz (4.6 MHz) is achieved with an AWG output of
400 mV (200 mV) and 30% (25%) amplification percent-
age. As�2  �1, one can easily verify that the microwave
radiation power is determined by the amplitude �1.

It has been shown that the main damage from
microwave radiation applied to cells is caused by the

heating effect. The viability of cells may be influenced
substantially as the temperature increases by 10 ◦C; see,
for example, Refs. [46,47]. In our experiments, we apply
microwaves with the pulsed and CCDD schemes and

FIG. 8. Dependence of the Rabi frequency on the peak-to-peak
voltage of the AWG output for several N-V centers in nan-
odiamond. Rabi measurements are performed at frequencies as
shown when different magnetic fields are applied along the N-
V axis. The amplification percentage of the amplifier is fixed
at 45%.
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monitor the temperature of the sample under similar con-
ditions in the experiments as presented in the main text.
We glue a coverslip (2.4 × 2.4 cm2), to which cells adhere
and grow, on a printed circuit board in contact with a
copper wire that delivers microwaves. A thermistor (Thor-
labs TH10K) attached to the coverslip allows us measure
the temperature of the sample when applying microwave
sequences. We add 1 ml PBS, which is used to maintain
gentle conditions for living cells.

We denote the peak-to-peak voltage of the AWG out-
put as A (millivolts), which quantifies the peak power of
microwave radiation. We first apply the CCDD scheme
with the following parameters: the duration of continuous
microwave driving Ton is 30 μs (which is similar to the
extended coherence time as observed in our experiment;
the combination of the laser pulse and idle time Toff is set
as 3.8 μs (which is similar to the corresponding time in our
experiments). As there is time during which microwave
radiation is switched off, we define the average amplitude
of microwave radiation as follows:

〈A〉 = A

√
Ton

Ton + Toff
. (E1)

We monitor the temperature of the sample every 60 s and
record the stable temperature, which is usually reached in
approximately 15 min. The results are shown in Fig. 9 as
blue circles. For comparison, we also apply the XY8-12
scheme (i.e., the total number of pulses N is 96) with the
following parameters: the π -pulse duration τπ is 50 ns; the
time between pulses (i.e., no microwaves) τf is 100 or (4)
ns; the combination of laser pulse and idle time Toff is set
as 3.8 μs. In this case, the average amplitude of microwave
radiation is given by

〈A〉 = A

√
Nτπ

Nτπ + Nτf + Toff
. (E2)

The results are shown in Fig. 9 (red squares for τf = 100
ns and red diamonds for τf = 4 ns). Although we choose
certain specific parameters for the pulses (which are close
to those parameters used in our experiments), we find that
the heating effect is determined mainly by the average
microwave power [as quantified by the average amplitude
of the AWG output defined in Eqs. (E1) and (E2)] for
both the pulsed scheme and the CCDD scheme, while is
weakly dependent on the details of the microwave pulses.
The sample temperature increases by approximately 12 ◦C
when the average amplitude of the AWG output increases
by 100 mV (which corresponds to an increase in the Rabi
frequency of approximately 3–5 MHz). The exact dif-
ference in the heating effect may also depend on other
factors, such as the distance from the microwave wire to
the N-V center; nevertheless, our measurement strongly

FIG. 9. Increase of sample temperature as a function of the
average amplitude of the AWG output. The amplification per-
centage of the amplifier is fixed at 45%. The results for the
CCDD scheme are shown in blue circles, and those for the pulsed
scheme are shown in red squares and diamonds.

suggests that the more-stringent requirement with regard
to the microwave power in pulsed schemes will result in
a severer heating effect on biological tissues. For exam-
ple, we compare the data in Fig. 4. The average microwave
power for CCDD to achieve a coherence time of approx-
imately 15 μs is less than 1 MHz, while 4–5 MHz is
required for the pulsed scheme. Therefore, according to
the observed characteristics of the heating effect due to
microwave radiation, the temperature increase due to the
pulsed sequences will be about 10 ◦C more than that due
to the CCDD scheme, which can be expected to have a
significant effect on biological tissues [46,47].

APPENDIX F: SENSITIVITY COMPARISON
UNDER THE CONSTRAINT OF MICROWAVE

POWER

We consider a typical scenario of quantum sensing;
namely, the detection of a weak oscillating magnetic field
b(t) = b cosωst with frequency ωs and amplitude b. The
underlying principle is similar to the detection of electron
(nuclear) spin, where the characteristic frequency is the
Larmor frequency of the target spins. One possible inter-
esting example is the detection of radicals inside cells. In
N-V-spin-sensor-based magnetic spectroscopy, the Larmor
frequency of the target spins will usually exceed approx-
imately 10 MHz (e.g., for electron spin or nuclear spin
in high-field magnetic resonance spectroscopy). Depend-
ing on the relative orientation of the magnetic field with
respect to the N-V axis (denoted as the ẑ axis that con-
nects the nitrogen atom and the vacancy site) and the field
frequency ωs, the N-V-center spin sensor may be sensi-
tive to the field components along either the ẑ direction or
the x̂ direction. To investigate the achievable measurement
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sensitivity under the constraint of microwave power, we
denote the available (maximum) Rabi frequency as �max.

We first consider quantum sensing in combination with
the present CCDD scheme. In the first case of ωs ≤ �max,
we can choose to measure the field along the ẑ direction
by tuning the orientation of the N-V axis in parallel with
the polarization of the magnetic field. In the interaction
picture, when we set �1 = ωs, the effective Hamiltonian
becomes

H2 = (�2/2)σz + (γ b/2)σz, (F1)

where γ is the electronic gyromagnetic ratio [37]. The field
parameter b can be determined via a Ramsey experiment,
and the measurement sensitivity with interrogation time
t = Tc is estimated to be given by

ηc =
√
2p

C(∂p/∂b)
√

1/Tc
� 1/γC

√
Tc, (F2)

where Tc is the extended coherence time, p = (1/2)
(1 + cos γ bTc) is the signal in the Ramsey experiment, and
C represents the detection efficiency [4]. As ωs ≤ �max,
it is always feasible to choose Rabi frequency �1 = ωs.
In the second case of ωs > �max, we choose to measure
the field along the x̂ direction by tuning the orientation
of the N-V axis perpendicular to the polarization of the
magnetic field. In the interaction picture, when we set
�1 = ω0 − ωs, the effective Hamiltonian becomes [37]

H3 = −(γ b/4)σz. (F3)

The measurement sensitivity via a Ramsey experiment
with interrogation time t = Tc is estimated to be given by

ηc =
√
2p

C(∂p/∂b)
√

1/Tc
� 2/γC

√
Tc, (F4)

where the signal in the Ramsey experiment is given by p =
(1/2) [1 + cos(γ bTc/2)].

The pulsed scheme detects an oscillating field by engi-
neering the time interval τc between pulses (see Fig. 10)
to match the field frequency; namely, τc = k(π/ωs) [14].
For ideal instantaneous π pulses (i.e., requiring infinite
microwave power), τc = τf , where τf is the free evolution
between pulses. In our experiment, we first apply a (π/2)y
pulse to prepare the N-V-center spin in a superposition
state |ψ(0)〉 = (1/

√
2)(|0〉 + |1〉). After interrogation for

time t, the N-V-center spin state evolves to the following
state as

|ψ(t)〉 = exp [−iγ b(2/π)tσz] |ψ(0)〉 . (F5)

The factor 2/π comes from the average of the modulated
oscillating field. The state population measurement after

FIG. 10. Pulsed scheme with noninstantaneous π pulses. The
π -pulse duration is denoted as τπ = π/�, where � is the Rabi
frequency of the pulses. The interpulse free evolution time is
τf . The time interval τc = τπ + τf between pulses should match
the oscillating field frequency; namely, τc = k(π/ωs), where k =
1, 3, 5, . . . . The role of π pulses is to change the sign of the mag-
netic field acting on the N-V-center spin so that its effect can be
accumulated constructively.

another (π/2)y pulse leads to the signal in the Ramsey
experiment as follows:

p = |〈ψ(0)|ψ(t)〉|2 = 1
2

+ 1
2

cos [γ b(4/π)t] . (F6)

The estimated measurement sensitivity with interrogation
time T2 is

ηp =
√
2p

C(∂p/∂b)
√

1/T2
� kπ/4γC

√
T2. (F7)

Given a field with frequency ωs, the required power is
�2 for the CCDD scheme with � = ωs. For the pulsed
scheme, the pulse repetition rate should be π/ωs; namely,
the time interval between two pulses τc = k(π/ωs). The
pulse duration τπ should be much smaller than τc (see
Fig. 10); namely, the ratio a = τπ/τc  1. Thus, one can
estimate that the power required for the pulsed scheme is
�2/a. It can be seen that the power required for the CCDD
scheme is less than that required for the pulsed scheme by
a factor of a = τπ/τc  1.

For noninstantaneous π pulses realized by finite
microwave power, τp = τπ + τf , where τπ = π/� is the
pulse duration and τf is the free evolution between pulses;
see Fig. 10. As we are considering the pulsed scheme,
we require τf > 0, otherwise the pulsed scheme would
become continuous. However, the limited pulse Rabi fre-
quency � (in comparison with the field frequency ωs)
leads to a constraint on the resonant condition k ≥ ωs/�

and will decrease the signal contrast. In Fig. 11, we show
the signal contrast for the measurement of an oscillating
magnetic field with different frequencies using pulses of
the same duration (namely, the same available Rabi fre-
quency). It can be seen that the signal contrast decreases
with increasing field frequency; see Fig. 11(a). This is also
confirmed by the less-steep signal slope (∂p/∂b) for an
oscillating field with a higher frequency ωs; see Fig. 11(b).
In Fig. 4, we compare the estimated measurement sen-
sitivities for the CCDD and pulsed schemes according
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(a) (b)

FIG. 11. Quantum sensing using the pulsed scheme with noninstantaneous π pulses. (a) Signal as a function of the time interval
close to the resonant condition τc = 3(π/ωs) for an oscillating magnetic field with different frequencies ωs = 10, 15, and 20 MHz. The
field strength γ b = 2π × 100 kHz. (b) The signal p as a function of the oscillating field strength b. In (a),(b), the interrogation time T2
is set as 15.22 μs. The pulse Rabi frequency � = 8.5 MHz.

to the coherence time achieved. The enhanced sensitivity
of the present CCDD scheme arises from both the pro-
longed coherence time and the limit of microwave-power
constraint in the pulsed scheme.
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[42] J. Medford, Ł. Cywiński, C. Barthel, C. M. Marcus, M.
P. Hanson, and A. C. Gossard, Scaling of Dynamical
Decoupling for Spin Qubits, Phys. Rev. Lett. 108, 086802
(2012).

[43] M. A. Ali Ahmed, G. A. Álvarez, and D. Suter, Robust-
ness of dynamical decoupling sequences, Phys. Rev. A 87,
042309 (2013).

[44] N. Aharon, I. Cohen, F. Jelezko, and A. Retzker, Fully
robust qubit in atomic and molecular three-level systems,
New J. Phys. 18, 123012 (2016).

[45] N. Bar-Gill, L. M. Pham, A. Jarmola, D. Budker, and R.
L. Walsworth, Solid-state electronic spin coherence time
approaching one second, Nat. Commun. 4, 1743 (2013).

[46] Im-Sun Woo, In-Koo Rhee, and Heui-Dong Park, Differ-
ential damage in bacterial cells by microwave radiation on

024021-12

https://doi.org/10.1038/ncomms10211
https://doi.org/10.1038/s41467-017-01158-3
https://doi.org/10.1038/s41467-017-01159-2
https://doi.org/10.1126/science.aam5532
https://doi.org/10.1126/science.aam7009
https://doi.org/10.1103/PhysRevLett.118.200402
https://doi.org/10.1126/science.aaw4352
https://doi.org/10.1126/science.aaw4278
https://doi.org/10.1126/science.aaw4329
https://doi.org/10.1038/nmat2420
https://doi.org/10.1126/science.1192739
https://doi.org/10.1103/PhysRevB.83.081201
https://doi.org/10.1038/nmat3805
https://doi.org/10.1038/nnano.2011.64
https://doi.org/10.1038/nature12072
https://doi.org/10.1016/j.cbpa.2014.04.014
https://doi.org/10.1002/anie.201506556
https://doi.org/10.1103/PhysRevLett.101.010403
https://doi.org/10.1088/1367-2630/14/11/113023
https://doi.org/10.1103/PhysRevA.96.013850
https://doi.org/10.1103/PhysRevLett.121.210501
https://doi.org/10.1093/nsr/nwz193
https://doi.org/10.1103/PhysRevB.93.024305
https://doi.org/10.1103/PhysRevLett.108.086802
https://doi.org/10.1103/PhysRevA.87.042309
https://doi.org/10.1088/1367-2630/aa4fd3
https://doi.org/10.1038/ncomms2771


PROTECTING QUANTUM SPIN COHERENCE... PHYS. REV. APPLIED 13, 024021 (2020)

the basis of cell wall structure, Appl. Environ. Microbiol.
66, 2243 (2000).

[47] Y. Shamis, R. Croft, A. Taube, R. J. Crawford, and E. P.
Ivanova, Review of the specific effects of microwave radia-
tion on bacterial cells, Appl. Microbiol. Biotechnol. 96, 319
(2012).

[48] M. Loretz, J. M. Boss, T. Rosskopf, H. J. Mamin, D. Rugar,
and C. L. Degen, Spurious Harmonic Response of Multi-
pulse Quantum Sensing Sequences, Phys. Rev. X 5, 021009
(2015).

[49] J. F. Haase, Z.-Y. Wang, J. Casanova, and M. B. Ple-
nio, Pulse-phase control for spectral disambiguation in
quantum sensing protocols, Phys. Rev. A 94, 032322
(2016).

[50] Z.-J. Shu, Z.-D. Zhang, Q.-Y. Cao, P.-C. Yang, M.
B. Plenio, C. Müller, J. Lang, N. Tomek, B. Nay-
denov, L. P. McGuinness, F. Jelezko, and J.-M. Cai,
Unambiguous nuclear spin detection using an engineered
quantum sensing sequence, Phys. Rev. A 96, 051402
(2017).

024021-13

https://doi.org/10.1128/AEM.66.5.2243-2247.2000
https://doi.org/10.1007/s00253-012-4339-y
https://doi.org/10.1103/PhysRevX.5.021009
https://doi.org/10.1103/PhysRevA.94.032322
https://doi.org/10.1103/PhysRevA.96.051402

	I. INTRODUCTION
	II. PROTECTING COHERENCE OF N-V SPIN IN NANODIAMOND
	III. APPLICATION IN QUANTUM SENSING
	IV. CONCLUSION AND DISCUSSION
	ACKNOWLEDGMENTS
	A. APPENDIX A: PRINCIPLE OF CONCATENATED CONTINUOUS DYNAMICAL DECOUPLING
	B. APPENDIX B: CHARACTERISTICS OF NANODIAMONDS
	C. APPENDIX C: CELL CULTURE AND SAMPLE PREPARATION
	D. APPENDIX D: CELL-MEMBRANE STAINING AND IDENTIFICATION OF NANODIAMONDS IN CELLS
	E. APPENDIX E: INFLUENCE OF MICROWAVE RADIATION ON LIVING CELLS
	F. APPENDIX F: SENSITIVITY COMPARISON UNDER THE CONSTRAINT OF MICROWAVE POWER
	. References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /All
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile ()
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Warning
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.0000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails false
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams false
  /MaxSubsetPct 5
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness false
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages false
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Average
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages false
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Average
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages false
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Average
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /PDFX1a:2003
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError false
  /PDFXTrimBoxToMediaBoxOffset [
    33.84000
    33.84000
    33.84000
    33.84000
  ]
  /PDFXSetBleedBoxToMediaBox false
  /PDFXBleedBoxToTrimBoxOffset [
    9.00000
    9.00000
    9.00000
    9.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames false
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks true
      /AddColorBars false
      /AddCropMarks true
      /AddPageInfo true
      /AddRegMarks false
      /BleedOffset [
        9
        9
        9
        9
      ]
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks true
      /IncludeHyperlinks true
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles false
      /MarksOffset 6
      /MarksWeight 0.250000
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PageMarksFile /RomanDefault
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
    <<
      /AllowImageBreaks true
      /AllowTableBreaks true
      /ExpandPage false
      /HonorBaseURL true
      /HonorRolloverEffect false
      /IgnoreHTMLPageBreaks false
      /IncludeHeaderFooter false
      /MarginOffset [
        0
        0
        0
        0
      ]
      /MetadataAuthor ()
      /MetadataKeywords ()
      /MetadataSubject ()
      /MetadataTitle ()
      /MetricPageSize [
        0
        0
      ]
      /MetricUnit /inch
      /MobileCompatible 0
      /Namespace [
        (Adobe)
        (GoLive)
        (8.0)
      ]
      /OpenZoomToHTMLFontSize false
      /PageOrientation /Portrait
      /RemoveBackground false
      /ShrinkContent true
      /TreatColorsAs /MainMonitorColors
      /UseEmbeddedProfiles false
      /UseHTMLTitleAsMetadata true
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [612.000 792.000]
>> setpagedevice


