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GLC Fabrication

For proper GLC sealing, the layers of graphene should come in touch so that they tightly wrap
around the sample.! Although this could be achieved using a single graphene sheet, we adopted
the two-layer GLC fabrication technique to avoid further chemical functionalization of the
graphene layers.>* In this method, a 100ul droplet of DI water is squeezed between two sheets of
graphene, as described below. The strong Van der Waals forces between the dry graphene layers,
seal around the liquid sample to form nano- to micro-sized pockets of water on the TEM grid.
Leaving the sample in vacuum overnight further assists to bring the two graphene sheets closer by
purging the excess amount of water, thus resulting in more robust GLCs. Studies have shown that
heating the sample to the melting point of the TEM grid (~1000°C) has the same effect.*

The steps for fabricating a typical GLC are as follows (Figure S1):
1. Cut graphene-suspending copper substrate to small pieces (~cm?).

2. Float the graphene-contained copper substrate on the etchant solution ((NH4),S,04 or
FeCls) for several hours.

3. Locate the free-standing graphene on the etchant solution.
4. Lift the graphene layer using a clean glass slide or an etchant-resistant loop.?

5. Transfer the graphene layer on DI water to remove etchant remnants from the surface of
graphene.

6. Harvest free-standing graphene with TEM grid to form graphene-coated grids.
7. Load the hydrated specimen on the graphene side of a graphene-covered TEM grid.

8. Harvest second graphene layer with specimen-loaded TEM grid to entrap a thin film of
liquid specimen between two graphene layers.

9. Leave the fabricated GLC in desiccator overnight to evaporate the excess amount of liquid.
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Figure S1. Fabrication of GLC specimen: Graphene/copper substrate stays afloat on the
ammonium persulfate etchant solution to remove copper. Free-floating graphene is then washed
with DI water (not shown) and transferred onto a TEM grid (b). After the deposition of the hydrated
sample on the graphene-coated grid (¢), a second graphene layered is deposited on the grid to form
GLCs (d). A successful GLC fabrication results in numerous graphene-encased liquid pockets on
the TEM grid with various sizes and thicknesses (e).

Beam Heating

The beam-induced temperature rise of the specimen is estimated by®’
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where I}, is the beam current (100pA), the rate of energy-loss per electron £ is around 0.04 % K

is the thermal conductivity of water (0.5 %) and a, d are field-of-view dimensions (a~d).® Thus,
AT is estimated to be about 0.1K, which is negligible.



Mitigating Radiolysis Defect in GLC

While the content of the GLC is always susceptible to radiolysis, reducing the electron beam
current mitigates the defects of dissolved electrons and radicals on the fluid specimen. Herein,
after identifying the subject GLC in the Ronchigram mode, STEM mode was performed with SpA
beam-current and 40um objective aperture, which reduced the current further down to 100pA.3
The electron beam intensity was estimated to be around 0.3 e A =25 ~! on the specimen, which is
well below the critical intensity threshold.® Figure S2 depicts a specimen after three successive
EELS spot measurements; the stability of the liquid-free portion (bubble) in the GLC confirms the
resilience of the sample in the low-dose electron beam. The electron current density was kept the
same on the specimen at cryogenic temperature to minimize the radiation damage.
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Figure S2. Snapshots of a typical GLC (green-dashed boundary) during multi-spot EELS
examination. The stability of a bubble (blue-dashed boundary) inside the GLC shows that
radiolysis had no detectable effect at the low-dose condition of this experiment. Scale bar denotes
500nm.

Oxygen Core-Loss Electron Energy-Loss Spectroscopy of Dry and Wet Graphene Cells

A comparison between the EELS data for dry and wet graphene cells indicates negligible
contribution of graphene to the oxygen K-edge core-loss peak of GLC (Figure S3). While the pre-
and post-edges of oxygen core-loss in water oscillates with GLC temperature and wall-spacing
variation, the oxygen core-loss of graphene remains unchanged.
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Figure S3. The oxygen K-edge core-loss peak in wet and dry graphene enclosures before
background subtraction. While water makes a significant enhancement in the oxygen core-loss

peak intensity of the GLC, graphene sheets make a negligible contribution.

Low-Loss EELS of Water GLC at -165°C

Confinement thickness of the designated spots in Fig. 1 were derived using low-loss spectra across
GLC samples at room and cryogenic temperatures. While all the low-loss spectra of GLC at room
temperature were shown in Fig. 1, the spectra for cryogenic temperature are shown in Fig. S4.
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Figure S4. Low-loss EELS spectra of water encased in GLC at - 165°C. Low-loss EELS spectra
were used to estimate the confinement thickness of the sample.



Core-Loss EELS of Water GLC at -165°C

The oxygen core-loss spectra of GLCs at room and cryogenic temperatures were used to derive
the structural index of graphene-encapsulated water. While all the oxygen core-loss spectra of
GLC at room temperature were shown in Fig. 3, the spectra at cryogenic temperature are shown
in Fig. S5.
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Figure S5. Core-Loss EELS of water encased in GLC at -165°C. Low-loss EELS spectra were
used to estimate the structural index of tightly-encapsulated water.

Core-Loss EELS Curve Fitting

OriginPro™ data analysis and graphing software was used to fit the EELS curves in Fig. 3. The
peak position, peak intensity and baseline positions were determined freely by the software without
specification of any particular peaks. The total number of peaks in each curve was fixed at 4 in
Fig. 3a and 5 in Fig 3b with the resulting R? above 0.99 in all cases. Gaussian curve fitting in Fig.
3 was used to attain the position of different peaks in the oxygen core-loss spectra. The positions
of fitted peaks are in good agreement with previously-reported soft X-ray spectra of water
molecules.!® The changes in relative heights of the oxygen peaks reflect the population ratio of
different hydrogen bonding structures in our EELS spectra.!' In order to minimize the systematic
error introduced by the EELS energy resolution (0.7 eV), the area under each peak + 1 eV was
used to calculate these ratios.



EELS Energy Resolution

The energy resolution of EELS measurements were derived based on Full Width at Half Maximum
(FWHM) of the zero-loss peak in Digital Micrograph™ suit.!> The energy resolution was
estimated to be 0.7 eV.
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Figure S6. Estimation of the EELS energy resolution using FWHM technique. The sub-eV energy
resolution of EELS makes in-situ study of encapsulated water in GLC pockets feasible.

Entropy of Q2D vs. 3D Regime

Studies have shown how reducing the wall spacing of entrapped water from 3D to Q2D, will
replicate flat hexagonal bi-layers of water molecules (a.k.a Nebraska ice).!3 Figure S7 sketches the
entropy of these two ice regimes (S) against the isotropic volume of the cell. The transition from
3D to Q2D takes place at '~0.08 nm? (£, ~ 0.4 nm), which is comparable to 0.37 nm of ice bi-layer
separation. Following the trend of changes in structural index attained by EELS shows that upon
reducing the wall spacing below 1 nm, hydrogen bonding saturates. This finding is in good
agreement with previously reported MD simulations, where it was shown that in the Q2D regime,
ice bilayers form with saturated hydrogen bonding.'4

Figure S7. Entropy of entrapped ice inside
GLC nanovessels. S = kgln 2 , where the

N
partition function (Q) is 2 /4 in Q2D

amorphous ice and 1.5" in hexagonal ice.!5
18 By moving from the Q2D area towards
the center of the GLC nanovessel (3D), the
hexagonal ice structure becomes more
energetically favored (red) compared to flat
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while the hexagonal ice forms at the less-confined regions.
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