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Nomenclature

General Maths

arctan2(y, )

Sets
r€eS

SNnT

>0

>1

y is defined to be equal to x.
The nearest integer to x € R such that |z| < x.
The nearest integer to € R such that [z] > x.
The nearest integer to x € R.

The angle between the positive z-axis, and the line which passes through the origin

and the point (z,y).

xz is an element of the set S.

Intersection of the sets S and T, i.e. the set of all elements which occur in both S
and 7.

Set of real numbers.

Set of real numbers greater than 0.

Set of real numbers greater than 1.

Set of complex numbers.

Set of integers.

Set of natural numbers, with 0 included.

Closed interval of a and b:
[a,b] ;= {x € Rla <z < b}.
Half-open interval of a and b:
(a,b] :={x € Rla < x < b}.
Discrete interval of a and b:
[[a,b]] :=[a,b]NZ
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Vectors and Matrices

a, A7 Am,n

(a,b), (A, B)

lall, |A]

AOB

a®b

Vectors are denoted by bold lower-case letters. Matrices are denoted by bold upper-
case letters. Individual vector/matrix elements are denoted with lower-case letters,
with subscript indices. For example the element of matrix A located at the 2" row

and 3™ column is denoted a, 5.

Euclidian inner product between two vectors a,b € C or matrices A, B € CM*V:

M M N
(@)=Y ayb, (AB):=> > a, b,

m=1 m=1n=1

The norm, defined as:
lal = +/{a,a)  [A]:=+/(A,A).

The Hadamard (element-wise) product of A, B, two matrices with the same shape.

The outer product of @ € F™ and b € [", yielding the matrix C' € F"*", with

¢i,j = a;b;

Vi € [[1,m]], Vj € [[1,n]].

Other Symbols

Dimension index. d = 1 refers to the indirect dimension of the 2DJ experi-

ment/dataset, while d = 2 refers to the direct dimension.

Number of points in dimension d.

Spectral width in dimension d (Hz).

Transmitter offset of the 'H channel (Hz).

Transmitter frequency of the 'H channel (MHz).

Parameter estimate at the k-th iteration of numerical optimisation.
Initial parameter estimate.

Parameter estimate at convergence.
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S1 Theory Overview

S1.1 The 2DJ Signal

2DJ NMR experiments generate complex FIDs Y € CN"XN® which are assumed to obey the

following form:
Y =X(0)+W, (1a)

M
xn(l),n(2>(0) = Z Ay eXp(i¢7n) exXp [(27(1-](7(71) - 775%)) (TL(1> - 1) T<1)]
m=1
xexp [(2mi (fiY) — fop) — ni3)) (n'®) — 1) 73],

RV 50 =[ay — ay ¢ ~ dp fIV - fY — f2 ) @ @] T (10

(1b)

where W is a matrix of experimental noise, n(1/?) € [[1, N/2]], and 7(//2) := 1/f{1/?) is the dwell

time in dimension (1/2).

The parameter vector @ comprises the following elements, which describe the FID’s M constituent

signals:

o Amplitude a,, € R_,

e Phase ¢,, € (—m, 7],

« Frequency in the indirect dimension f\1) € [—fL) /2, f1)/2],

o Frequency in the direct dimension f(?) € [f.q — f2/2, f.q + £2/2]

« Damping factor in each dimension n{/? € R_,

S1.2 Newton’s Method

The method used in NMR-ESPY to estimate @ closely resembles the 1D method that has been
presented previously [1, Chapter 2; 2]. In brief, a parsimonious set of parameters is sought which

minimises the cost function F(0]Y) : CNV'"*N® x ROM 5 R defined as
FOY) =Y — X(6)| + Var(¢) = (Y — X(0),Y — X(6)) + Var(¢h). (2)

Var(¢) denotes the circular variance of signal phases (vide infra). The cost function is minimised
using numerical optimisation; specifically, the method adopted here is a trust-region algorithm,

using a truncated conjugate-gradient approach commonly called the Steihaug-Toint method [3,
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Chapters 4 & 7] (see also Algorithms S1 and S2, Pages S36 and S37). The routine approximates
the cost function as quadratic about the parameter estimate at each iteration k, and therefore the
gradient VF (8¥|Y") € R and Hessian V27 (80|Y") € RSM*6M of the cost function are required:

Fo0lY) =F(OP|Y) +h'vVF(0F|Y) + %hTV%f(B(’“) Y)h, (3a)
[VF(0]Y)], = —2Re <Y — X (), agca(ie)> + ngi(‘p), (3b)
[v2?(eyY)]i’j =2Re (<8§9@7 8)3(;,9)> - <Y - X(6), %9);(:)» + 9 Var(@) 8\9@;9@, (3¢)

Vi, j € [[1,6M]], with h = 8 — 8*) and

B ax]_’l 8[13172 axl’N@) T
a0, 90, a0,
8X(9) 8$271 8562’2 axQJV(Q)
= 0, 0, 0,
50 a: ;oo '. 9 |, (4a)
8:1:N<1>71 8&:]\,(1)’2 axN(l),N(QJ
L 96, 06, 86, |
i 8233171 62$1,2 anLN(z) ]
90,00, 00,00, 90,00,
82X(0) 821'271 82:1:272 82$27N(2)
= | 00,00, 00,00, 00,00, |.
90,00, B S L )
821‘1\7(1)71 anN(1>,2 82581\[(1)71\7(2)
| 90,00, 0,00, 06,00,

S1.2.1 Model Derivatives

The complete set of expressions for all first and second derivatives of the model elements 1) 2
are as follows Vn(1/2) € [[1, NV/2]], vm € [[1, M]], Vi,j € [[1,6M]], Vd,d’ € {1,2}:

First derivatives

81'"(1)7“(2) . axnu)’n(z) .fn(nmm) 5
2, _  0Oa,  a, (52)
m m m
8.’En(1)’n(2) N al‘n(l)m@) .
89 = 8¢ = lxn(l),n@j? (5b)
m+M m
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afﬁn(l),n(zu

0x,,01) p2
— n ,n — 2 . (d) (d) ,
90,1 (ar1ym dfid T ),
0z,,0) pe2) 0T, 1) p
) - 4, — _+(d),(d) .
69m+(d+3)M 8’]’]%) T xn(l)’n@)

Second Derivatives

8233”(1)771(2) B 82$n(1)7n(2) ~0
02, daZ, ’
Pryw po 0Ty e i, 0
aem,aem,+M B aam8¢m B Ay, ’
821’”(1)7”(2) . 8295”(1;),”(2) 27Ti7'(d)n(d)$n(1)7n(2>
89m89m+(d+1)M B aa’maf?(#) B Ay 7
8233”( 1) n(z 82$n(1) n 2) —T(d)n(d)l‘nu)’n(z)
80,00, a3 00, Onid a,, ’
82xn< ), n(2) 8 Ty ), n(2)
962 .. a¢2 = ) iz,
m+
82$ (1) 5 (2) 8 T n@
roon i —271'7'(d>n<d)xn[; ) n(2)s
00,1 0100 asyns | 0Dy OF D Y
2 .
8 :E n(2) 8 :I: n(2) _ iiT<d)n(d)xn(1) o),
89m+M80m+ d+3)M ~ 09y, a77 ’
8 X (1) n(2 6 T (1) ) n(2) ’ /
— 42 (7DD (7 @)y g ) o,
0y (@ 1)M sy OSSP OS @ - "
0? Tp1) pn2) 6 Lp1) p@)
' / = —2mi (T(d>n< )(T(d >)£L‘ (1) (2)y
00 (a1 M89m+(d’+3)M ofihonid) e
62.%“(1) n(2 0? L) p(2 ’ ’
" 7= (7DD (7@ @)y g o) o
00+ (a43) MO (@ +3) M1 37777?87773 '
82.%”(1)7”(2) 8 Tp) ,n(2
06,00, 96,00,
823:”(1)’”(2) 0 if not fiod ab
W = 1I nOt Speciiied above.
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S1.2.2 Variance of Phases

Oscillator phases are an example of a circular variable, since all values are periodic within the
interval (—m, 7). It is necessary that a definition of variance which accounts for this periodicity is

used. The circular variance is defined as [4, Chapter 3]

[0,1] 5 Var(¢p) =1 — ]\Ljf’ (7a)
R =\/c% + s, (7b)
M
o =) 08, (7c)
m=1
M
Sy = Z sin ¢,,,. (7d)
m=1
The first and second derivatives of the circular variance are given by
OVar(¢) S M <i<2M
g, N (82)
@ 0 otherwise
1 (& _ - .
o ﬁ—l—cosgbi_Mcz%—smgbi_MsE—l M<i,j<2M,i=j
0% Var(¢) _ 1 (& - o (8b)
89180] RTW R2 — COos (qssz - ¢ij) M < 1] < 2M7Z # J’
0 otherwise
§ =sing; pcCx —CosP; psy. (8¢)

S1.2.3 Approximating the Hessian

Computation of the Hessian matrix (Equation 3c) is expensive, with one of the most demanding
aspects being generating all the 21LM N N®2) second derivatives required [1, Section 2.4.2]. The
default behaviour in NMR-EsPY is to approximate the Hessian matrix by neglecting the term

involving model second derivatives, i.e.

(V27 (6]Y)] ,:2Re<aX<0) "’X<9>> | P Var(e) o

While more iterations are typically necessary for the optimiser to reach convergence when this
approximation is invoked, each iteration is considerably faster than its exact counterpart. The total

time required to converge is often far shorter for this reason.
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S1.2.4 Standard Errors

The standard errors associated with each parameter in the final result 8*) can be estimated using [1,
Section A.2.2; 5, Section 2.7]

" F(0WY) diag ([V2F (6)Y)] )
€(0") = NON®@ — 1 '

S1.3 Generating an Initial Guess

Numerical optimisation requires the specification of an initial parameter guess 8*) which is suffi-
ciently close to a (local) minimum of the cost function for successful application. In NMR-EsPy,
the MMEMPM —an extension of the 1D MPM [6] for 2D data—is employed [1, Section 2.2.2; 7;
8] (see Algorithm S3). One of the central steps in the MMEMPM is the application of SVD on a
block-Hankel matrix featuring the points in Y (Lines 2 to 7 in Algorithm S3). Applying a complete
SVD on such a large matrix — with approximate size N'"'N'?/4 x NWN® /,—ig extremely computa-
tionally expensive. Given that it is only necessary to determine the M most significant components
of the SVD (for typical 2DJ datasets, M <« N'N'®/4) it is more efficient to compute the truncated
SVD of the block-Hankel matrix, by using an iterative approach such as the Arnoldi iteration [9].
This is provided by the scipy.sparse.linalg.svds function present in the SCIPY library [10].

Prior to applying the MMEMPM, an estimate of the number of constituent signals M in the 2DJ
FID is required. It is desirable to predict M using an unbiased criterion that doesn’t rely on user
intervention. The MDL criterion has found wide favour for use in signal processing applications [11;
12; 13]. It would be ideal to apply the MDL on the entire 2DJ dataset. However, this would require
a complete SVD to be performed on the large block-Hankel matrix (vide supra). As an inferior
though more efficient alternative, an estimate of M can be obtained by applying the MDL on the
first direct-dimension FID in the dataset, as outlined in Algorithm S4. This 1D FID is equivalent
to an FID produced using a simple pulse-acquire experiment (consider Equation 1b with n(Y) = 1).
Signals with very similar frequencies in the direct dimension —regardless of the extent of their
separation in the indirect dimension—will be heavily overlapping and hard to resolve when the
MDL is applied on the 1D FID. In cases where the 2DJ dataset is so densely populated with signals
that applying this approach is ineffectual (the 173-estradiol example an example) the user is able
to provide a hard-coded prediction of M as a fallback.

One serendipitous feature in using the first direct-dimension FID for model order prediction relates
to the impact on strong coupling artefacts. In pulse-acquire datasets, the effect of strong coupling
is to augment particular signals; this phenomenon is commonly referred to as “roofing”. Crucially,
distinct signals do not manifest in pulse-acquire datasets on account of strong coupling effects, as
they do in 2DJ datasets. As a result, the MDL often returns predictions of M which agree with
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the number of first-order™ signals in the 2DJ dataset, rather than the combined total of first-order
signals and strong coupling artefacts. Since strong coupling artefacts tend to be lower in intensity,
application of the MMEMPM — which provides a prediction of the M most significant components
in the data— often leads to these being neglected from the final parameter estimate, such that their
influence is suppressed in the final pure shift spectrum. It should be appreciated that this concept
is not infallible; there are results presented here where strong coupling artefacts were incorporated

into the final parameter estimate.

S1.4 Frequency Filtration

N.B. The filtering procedure described in this section was used in the generation of all results presen-
ted in this work. However in retrospect, a more straightforward method of applying a rectangular
filter, and slicing the filtered spectrum exactly at the filter boundaries would likely yield sub-FIDs
with the same information content, without the requirement to incorporate synthetic noise into the
filtered dataset. See Algorithm S6 for details.

Application of the described method on complete 2DJ signals is very computationally expensive.
The features which have the greatest influence on computational cost are the number of datapoints
the FID comprises (N @) and N <2)), and the number of oscillators being used to parameterise the
FID (M); a detailed illustration of this is provided in [1, Section 2.4]. These can both be reduced
considerably by breaking the full FID into a series frequency-filtered sub-FIDs, comprising the
regions that are of interest to the user. For 2DJ datasets, filtering is only applied in the direct
dimension, as the indirect dimension tends to be densely populated. The filtration procedure used

in NMR-ESPY involves the following steps:

1) N @

1. Formation of a virtual echo Y € CV along the direct dimension[15; 16]:

Ypo) = [Re (Z/nﬂn) Ynm2 = Yo ne O Ypo ne Ypo neg o yZm,z] (11)
2. FT of Yin the direct dimension, to yield S e RN x2N® By design, the FT of a virtual echo
yields a spectrum with an imaginary component of zeros, which is discarded.

3. Application of a super-Gaussian filter, and the addition of Gaussian White noise, whose

variance is dependent on the magntiude of the filter at each point (see Figure S3):

S=S0G+W,.0(1-G), (12a)
(2) _ onp
- _opt1 (M TC
Gn(1) p(2) = €XP ( 2 ( b ) ) , (12b)

*The term first-order is used here to refer to signals that are expected to be present in a 2DJ dataset when the
weak-coupling approximation is invoked [14, Sections 14.5.1 & 17.6].
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vn e [[1, NW]], va® € [[1,2N?)]]. W,. € RN"x2N® ig o matrix of independent random
samples from a normal distribution of mean 0 and variance 02, with 02 being the noise variance
of S. The noise variance is obtained by extracting the variance of a region in S in which no
discernible signals exist. ¢ € [[1,2N?)]] is the index of the center of the region to be filtered.
b € [[1,2N?)]] is the bandwidth of the filter (i.e. the number of points the filter region spans).
p € R is a factor which dictates the steepness of the filter’s edges; larger values of p make
the super-Gaussian more box-like. This has been set to 40 for all results in this paper, and it

is the default in NMR-EsPy.

c and b need to be derived from the left and right bounds of the spectral region of interest which

will typically be given in ppm: (I, "ppm). Conversion from ppm (f,,,,) to the corresponding

spectrum index (fi4,) is achieved through

fo | WD (R 2 o = o)) |y [ S = R/ S+ (52/2)
e fs(\72v> ppm fsfo 7 fsfo
(13)
Assuming rp,, < l,.,, c and b are given by
o = liax F Tiax (14a)
2
b= Tidx — lidx' (14b)

. Removal of regions either side of the region of interest. This reduces the number of data points
the sub-FID comprises while retaining the same information about the region of interest. Using

the parameter v > 1, spectral indices at which slicing is set to take place are given by

b ;
\— {c— L7J if >1 (15a)

1 otherwise

c+ [ 2] if <2N®@
o= [ 2W . (15Db)
2N (2 otherwise

NOx(p—X

A truncated spectrum S € R ) is then created from $ according to

S0 n(® = Sp1) @ s (16)
vl € [[1, NW]], v € [[1,p — A]].
. IFT of S, followed by scaling to account for the slicing in Item 4. The IFT on a real spectrum

produces a conjugate symmetric time-domain signal; this is truncated to the first half of points
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to yield the final sub-FID ¥ € CN"'xL(o=2/2],

gnu),n«z) - u [IFT (S_>]

N2 ) (17)

Tl(l)7’l’L<2)
vl e [[1, NWJ], v € [[1, [(p — A)/2]]).
This filtering procedure is outlined in Algorithm S5. It is important to note that for accurate

determination of the sub-FID’s parameters, the effective spectral width and transmitter offset must

be determined (these feature in Equation 1b):

; &, _p=2

for =T + 51— 5y ) (18a)
= p—A—1
= mfs(\%)' (18b)

S1.5 The -45° Signal

As described in the main text, CUPID yields a pure shift spectrum from the result of 2DJ estimation

by constructing the —45° signal y~4°° € CN®.
;- (2) (1) (2)
Y, 4%°(0) = Z a,, exp (i¢,,, ) exp ((27ri (fm e foﬂ) — i ) (n— 1)7(2)) ’ (19)
m=1

Vn € [[1, N®]]. FT of y° then leads to the pure shift spectrum. The reasoning behind the name
is illustrated by Figure S4, Page S22. A pure shift spectrum can be generated by back-propagating
a hypothetical 2DJ FID with f(1) = f2) and N = N into negative 7(!), and extracting the
main diagonal. There is a slight discrepancy between this signal and y~%°°, in that the contribution

from damping in the indirect dimension, {n{!)}, is neglected in Equation 19.

S2 Methods

S2.1 Data acquisition
S2.1.1 2DJ experiments

Four experimental 2DJ datasets are presented in this work, with two in the main text (quinine, es-
tradiol), and two in the SI, of camphor and 39 mM dexamethasone, both dissolved in DMSO-dg. The
datasets were acquired on various BRUKER spectrometers. In each case, jresqf, part of BRUKER’s

standard pulse sequence library, was used. This comprises: 90°(®;) — t'V/2 — 180°(®y) — tV/2 —
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t2)(&_ ), with the EXORCYCLE phase-cycling scheme [17]:

d: 00 00 00 0°
d,: 0° 90° 180° 270°
®.: 0° 180° 0°  180°

rxX

Noteworthy experimental parameters are provided in Table S1, Page S30.

Spectra were formed by applying sine-bell apodisation, FT in both dimensions, and finally comput-
ing the absolute value (magnitude) of each complex point. 45°tilt spectra of quinine (Figure 2.a
of the main text) and camphor (Figure S9.a) were produced by applying a right circular shift to
the points in the 2DJ spectra; the tilted spectrum T € RN*N® g related to the 2DJ spectrum
S e RNY*N? a5 follows:

L) (2 = Sp) p2)7 (20a)
LN N
@ _ (2 4 | fsw Y @)
n (n + Lfs@N(l) ( 5 n >J) mod N4, (20Db)

S2.1.2 PSYCHE experiments

The pulse sequence used for acquisition of the estradiol PSYCHE spectrum (Figure 3.a of the main
paper) is presented in Figure S1, Page S19, where pulses, gradients, and delays are described in
detail. A pure shift spectrum was also acquired to accompany the dexamethasone example, using
the TSE-PSYCHE experiment [18]. A description of the pulse sequence is provided in Figure S2,
Page S20.

The 2D PSYCHE interferograms were transformed to 1D pure shift FIDs using the PYTHON script
shown in Code Listing S2, Page S46.

S2.1.3 Simulated datasets

Results formed by considering simulated 2DJ datasets are also presented here. All 2DJ simulations
were performed using the SPINACH MATLAB library [19]. Many standard NMR experiments can
be simulated out-of-the-box in SPINACH using one of the functions provided in the experiments/
directory. There isn’t one provided for the 2DJ experiment however, so an in-house function was

written for it, which is shown in Code Listing S1, Page S45.
Four Multiplets

A series of 5 2DJ datasets were simulated such that part of the spectrum comprised four heavily

overlapping ddd multiplet structures. Spin systems with 7 spins were constructed, with the spins
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separated into two different categories: 4 estimated spins (A) — (D) and 3 coupling spins (E) —
(G). The estimated spins were assigned resonance frequencies sampled randomly from a uniform
distribution with bounds —15Hz to 15 Hz. Each of the estimated spins was coupled to each of the
coupling spins, with the J-values randomly sampled from a uniform distribution with bounds 1 Hz

to 10 Hz. Restrictions were placed on the shifts and couplings to ensure that

1. no two estimated spin resonance frequencies were separated by less than f(2) /N2 Hz,

2. each multiplet structure did not comprise any resonances separated by less than fs%,) /N (1) Hz.

The coupling spins were given resonance frequencies such that they lay far from the estimated spins
in the spectrum, to prevent the presence of strong coupling artefacts. The resonance frequencies and
couplings associated with the estimated spins are listed in Table S2, Page S31. Spin relaxation was
simulated by employing Redfield theory, assuming spherical isotropic motion with autocorrelation
time 7, = 200 ps. Relevant experimental parameters provided to the simulations include: fg, =
500 MHz; f) = 40Hz; f2) = 1000Hz (2ppm); f.q = 0Hz; NV = 128; N? = 1024. Prior

to estimation, each FID was filtered using the process described in Section S1.4, using bounds of
35Hz to — 35Hz.

Strychnine

The chemical shifts and scalar couplings associated with strychnine, defined in SPINACH in the file
etc/strychnine.m were used to generate another simulated 2DJ dataset. See Table S2 for a outline
of the chemical shifts and scalar couplings which contribute. Again, relaxation was simulated by
applying Redfield theory and assuming spherical isotropic motion, with 7, = 200ps. Relevant
experimental parameters provided to the simulation include: f,;, = 500 MHz; 1) = 50 Hz; fév%) =
5000 Hz (10 ppm); f.q = 2500 Hz; NV = 128; N(?) = 8192.

S2.2 Result generation

All the results generated in this work used the NMR-ESPY PyTHON package (version 2.1.0). Useful
links related to the package include:

Source code https://github.com/foroozandehgroup/NMR-EsPy

Documentation homepage https://foroozandehgroup.github.io/NMR-EsPy/
Installation instructions https://foroozandehgroup.github.io/NMR-EsPy/install.html
Tutorial https://foroozandehgroup.github.io/NMR-EsPy/walkthroughs/estimator2dj.html

API https://foroozandehgroup.github.io/NMR-EsPy/references/estimator2dj.html
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All results were produced using Jupyter Notebooks, which can be found within the code/ directory
at the DOI 10.5281/zenodo.17087135. The results were generated on a workstation with an Intel®
Core™ i9-7920CPU @ 2.9 GHz. Useful metrics for each result, including timings, are presented in
Table S3.

S3 Extra Results

S3.1 Four multiplets

The result of applying CUPID to the four multiplets datasets is presented in Figure S6, Page S24.
These datasets are examples of cases where the direct-dimension is too crowded for reasonable
estimates of model order to be made using the MDL, so a value was manually provided; for each
dataset, M = 36 was set. In all cases except one, the final number of model oscillators was 32,
corresponding to the true number of signals in the region considered. For the first example (LHS
of Figure S6), the final model order was 33. The position of the extraneous signal is denoted as
a purple star in panel d. This signal was removed using the multiplet assignment process, as it

violated the first-order signal criteria.

S3.2 Strychnine

The application of CUPID to the simulated strychnine dataset is presented in Figure S8, Page S26.
The first-order signals were faithfully quantified, with some signals correspinding to strong coupling
artefacts being incorporated into model after optimisation as well. With the execption of a pair
of signals located between 7.2ppm and 7.1ppm (colured grey in panels ¢ & d), all extraneous
signals were removed based on the first-order criteria. The presence of the two grey signals, which
correspond to strong coupling artefacts betweeen spins (C) and (D), resulted in a small artefact in
the final pure shift spectrum. Since all the coloured multiplets in panel ¢ are derived from only
first-order signals, the notable roofing effects present in the conventional 1D spectrum (panel b) are
absent. Multiplets corresponding to spins (B), (C), (D), (G) and (H) illustrate this most clearly.

S3.3 Camphor

Figure S9, Page S27 shows the result of applying CUPID to the camphor dataset. The 45°-tilt
spectrum (panel a) features peaks with broad lines due to the influence of dispersive character in
the 2DJ spectra, as well as numerous additional peaks which arise from strong coupling artefacts.
For all but one region, the estimation routine accurately quantified the first order signals, with

strong coupling artefacts being either neglected entirely or removed by applying the first order
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criteria. In the most shielded region, coupling between spins (F) and (G) yield particularly intense
artefacts. Estimated signals corresponding to these are denoted in grey in panels ¢ & d. Inclusion
of these in the final pure shift spectrum leads to 3 low-intensity peaks, plotted in grey in panel
b (note that these also appear in the 45°tilt spectrum). It is possible to manually remove these
signals; the result is the black spectrum in panel b. This process is analogous to the removal of the
water signal in the quinine example (Figure S5, Page S23). Such manual edits to the final result

should be clearly documented and rationalised.

S3.4 Dexamethasone

Finally, Figure S10, Page S28 shows the result of applying CUPID to the dexamethasone dataset.
For spins (A) and (G), two separate multiplet structures, split only in the direct dimension, could
be resolved. These exist due to heteronuclear couplings between these spins and F. A number of
extraneous signals are present in the final result, which are coloured grey in panels d & e. These

are as follows:

e 4.1ppm: a pair of strong coupling artefacts which lie along the same 45° line.

e 2.1ppm: A weak signal with an indirect-dimension frequency of 0 Hz. This likely airses from a
13C satellite.

e 1.6ppm and 1.4ppm: a pair of weak signals which also have indirect-dimension frequencies of
0Hz. These correspond to '3C satellites derived from the intense singlet peak associated with
the C(K)5 methyl group.

The influence of these signals on the final pure shift spectrum (panel b) is denoted by asterisks.

Similar artefacts are also identifiable in the PSYCHE spectrum (panel a).
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Figure S1: PSYCHE pulse sequence applied to the estradiol sample. All delays are included, though they
are not to scale. Delays: d; (relaxation delay): 1s, dyq: (gradient recovery delay): 200ns, dyg: 200 ps,
dig: 1ms, 7,: 1.3ms, 74: 18.9ms. The PSYCHE element featured two saltire chirp pulses with a WURST
amplitude envelope, with a target flip angle g = 20°.
duration of 25 ms, and a power of 280 pW. Hard pulses had a power of 31.537 W, with the duration of the 7/2
pulse being 15s. G; and G, were gradients for coherence order selection. Each comprised a 100-point sine
shape profile, and lasted 1ms. G5 was a rectangular weak gradient applied during the PSYCHE element,
with a duration of 52ms. The gradeint strengths as a percentage of the maximum permissible z-gradient
were, respectively 31%, 47%, 1.6%. The phase cycling scheme used was: @; : 2 x (0°,180°); @, : 4 x 0%
ds:2x%x0°2x%x90% @, :0°180°, 180°, 0°.
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Figure S2: TSE-PSYCHE pulse sequence applied to the dexamethasone sample. Delays: d; (relaxation
delay): 2s, dj4: (gradient recovery delay): 200ps, 7,: 5ms (= Y/45{)). The hard =/2 pulse had a duration of
12 ps, and a power of 24 W. The two 7 pulses were unidirectional frequency-swept (chirped) pulses, with the
first pulse sweeping from low to high frequencies, and the second pulse sweeping from high to low. These
each had a WURST amplitude envelope, lasted a duration of 40ms, and had a power of 11.05 mW. The
PSYCHE element had a target flip angle § = 15°, and featured two saltire chirp pulses. Both saltire pulses
had a WURST amplitude envelope, a duration of 15ms, and a power of 1.28mW. G, G5 and G5 were
gradients for coherence order selection. Each comprised a 100-point sine profile, and lasted 1ms. G,, G,
and G4z were weak rectangular gradients which were applied at the same time as the chirped pulses. The
magnitudes of gradients G; to Gy as a percentage of the maximum permitted gradient were, respectively:
49%, 2%, 35%, 3%, 77%, 2%. The phase cycling scheme used was: @, : 8 x 0°% P, : 2 x (2 x 0°,2 x 180°);
d4:2x(0°,90°),2 x (180°,270°); &, : 8 x 0% &, : 4 x (0°,180°).
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Figure S3: An overview of the frequency-filtration method applied to J-Resolved data. For each panel
(a-d), a heat map denotes the entire 2D array, while underneath is a plot of the first slice in the direct
dimension. a. .§, generated via construction of a virtual echo followed by FT in the direct dimension. b. G,
the super-Gaussian filter used for extracting the spectral region of interest. c. W_. © (1 — G), a noise array

added to ensure regions outside the filter maintain the original noise variance. d. ,57, the resulting filtered
spectral data. This subsequently undergoes IFT, and slicing in half in the direct dimension to generate the

filtered sub-FID Y.
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Figure S4: An illustration of the reasoning behind the name “—45° signal”. A typical 2DJ FID is denoted in
pale red. Note that the rate of sampling in the indirect dimension is far lower relative to the direct dimension
(fl) < £2)) and there are far fewer points in the indirect dimension (N} « N®)). The bright red signal
comprises a typical 1D FID, in which contributions from chemical shifts and scalar couplings both feature.
The pale blue points denote a hypothetical signal generated by back propagating the 2DJ FID in negative
t(M | with the same rate of sampling as in the direct dimension. The main diagonal of this signal, in bright
blue, makes a —45° angle with the ¢ axis; the FT of this is a pure-shift spectrum.
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Figure S5: Zoomed-in depiction of the quinine estimation result, focusing on the signals arising from proton
(D) and water. a. Pure shift spectra generated by CUPID, for cases where the contribution from the water
signal was either included (solid) or removed (dashed). b. 1D spectrum of the dataset. c. Multiplet
structures determined with CUPID. d. Contour plot of the 2DJ spectrum, with the positions of estimated
peaks marked. Dashed vertical blue and grey lines denote the estimated central frequency of the (D) multiplet
and the position of the water signal, respectively. Dashed diagonal lines denote the 45° lines along which
the multiplet structures lie in the 2DJ spectrum. The (D) multiplet and water signal were determined to be
separated by 1.272 Hz. N.B. the threshold used for multiplet prediction was 0.92 Hz.
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Figure S6: Application of CUPID on 5 simulated 2DJ datasets comprising four heavily overlapping ddd multiplet structures. a. Black:
pure-shift spectra generated using CUPID. b. Spectra produced from the first direct-dimension FIDs in the 2DJ datasets. c. Plots of multiplet
structures determined (e = fS(V2V> /N ) ~0.98 Hz). d. Contour plots of the magnitude-mode 2DJ spectra, with coloured points denoting the peak
positions of estimated signals. The purple star denotes a signal which was removed using the first-order criteria.



Figure S7: The structures of a. strychnine, b. camphor, and c. dexamethasone.
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Figure S8: Application of CUPID on the simulated strychnine dataset. a. Pure shift spectrum generated. The influence of the estimated
strong coupling artefacts is labelled with an asterisk. b. Spectrum of the first direct-dimension FID in the 2DJ dataset. c. Plots of predicted
multiplet structures. d. A contour plot of the magnitude-mode 2DJ spectrum. Coloured points locate the frequencies of estimated signals.
Purple stars denote estimated signals which were automatically purged based on the first-order criteria, while grey points denote estimated

strong coupling artefacts which were not purged.
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Figure S9: Application of CUPID on the camphor dataset. a. Pure shift spectrum generated using the 45°-
tilt approach. b. Grey: pure shift spectrum generated using CUPID. N.B. outside the 1.33 ppm to 1.27 ppm
region, this is indistinguishable from the black spectrum. Black: spectrum after manually neglecting signals
related to strong coupling artefacts. c. Spectrum produced from the first direct-dimension FID in the 2DJ
dataset. d. Multiplet structures assigned (e = 2f(2) /N ~ 1.23Hz). e. A contour plot of the magnitude-
mode 2DJ spectrum. Coloured points denote the positions of estimated signals. Grey points denote those
signals which correspond to strong coupling artefacts. The purple star denotes a signal which corresponds to
a strong coupling artefact, which was automatically removed based on the first order criteria.
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Figure S10: Application of CUPID on dexamethasone dataset. a. TSE-PSYCHE spectrum. b. Pure shift spectrum generated using CUPID.
Asterisks denote features in the spectrum that have been caused by in the incorporation of strong coupling artefacts and 3C satellites. c.
Spectrum produced from the first direct-dimension FID in the 2DJ dataset. d. Multiplet structures assigned (¢ = fI)/N ~ 1.79Hz). All
the 1D spectra plotted in panels a—d were subjected to 1.12 Hz exponential line-broadening. e. A contour plot of the magnitude-mode 2DJ
spectrum. Coloured points locate the frequencies of estimated signals in the parameter estimate. Gray points denote estimated signals which
do not correspond to first-order multiplet structures; these either derive from strong coupling artefacts (4.1 ppm), or *C satellites (2.1 ppm,
1.6 ppm and 1.4ppm). Purple stars denote the positions of estimated signals which were automatically removed using the first-order criteria.
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Figure S11: Screenshots of the NMR-EsPy GUI. The exact appearance of the GUI will vary based on
the operating system used; these screenshots were obtained on a system running Ubuntu 22.04. a. Setup
window, used to specify regions of interest (these are highlighted in the 2DJ spectrum), along with other
features of the estimation routine. b. Result window, where a summary of the result generated by CUPID
is provided.
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S5 Tables

Quinine Estradiol Camphor Dexamethasone

SFO1 500.13 500.30 500.13 600.18
01 2500.0 2501.5 1000.0 2815.4
SW_h[1] 50 100 50 50
Sw_h[2]  7500.0 5000.0 5000.0 7211.5
Ssw2] 15.00 9.99 10.00 12.02
TD[1] 128 128 128 64
TD[2] 16384 16384 16384 8192
NS 4 4 4 2
DS 4 2 4 8
PLW1 20.893 31.537 20.893 24
P1 10 15 10 12
D1 2 1 2 1.5
TE 298 298 298 298
Time 37:51 28:20 42:33 6:12

Table S1: Noteworthy experiment parameters for the 2DJ and PSYCHE experiments run. The dimension
number (1/2) is indicated in square brackets for applicable parameters. SFO1: Transmitter frequency of 'H
channel (MHz); 01: Transmitter offset of *H channel (Hz); SW/SW_h: Sweep width (ppm/Hz); TD: Number of
points acquired (N.B. the number of complex points in the direct-dimension is half of TD[21); NS: Number of
scans acquired; DS: Number of dummy scans; PLW1: Hard pulse power (W); P1: Duration of 90° pulse (ps);
D1: Duration of relaxation delay (s); TE: Experiment temperature; Time: Estimated experiment time (min),
calculated as Nj,., X t,.o, Where Ny .. = DS + NS x TD[1] and t,,, = D1 + 30ms + 0.5 x TD[1]1/SwW_h[1] +
0.5xTD[2]1/sw_h[2]. All experiments used Bruker type BBO Probes with a nominal maximum z gradient of
53.5Gcm'. For further experimental details specific to the PSYCHE experiments, see Figures S1 and S2.
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Table S2: The isotropic chemical shifts, corresponding resonance frequencies, and scalar couplings associ-
ated with spin systems used in SPINACH simulations.

Spin d (ppm) w/2m (Hz) J (Hz)
Four Multiplets - Fxample 1
(A)  6.398 x 1073 3.199 (E): 5.893, (F): 9.416, (G): 8.343
(B) 1.377 x 1072 6.885 (E): 7.567, (F): 2.581, (G): 8.769
(C) 1.880 x 1072 9.398 (E): 5.873, (F): 3.697, (G): 4.804
(D)  2.477 x 1072 12.383 (E): 1.255, (F): 2.119, (G): 7.036
Four Multiplets - Example 2
(A)  —2.189 x 1072 -10.947 (E): 5.728, (F): 3.792, (G): 5.372
(B) —6.665 x 1073 -3.332 (E): 9.005, (F): 9.406, (G): 4.220
(C) 1.131 x 1072 5.653 (E): 4.041, (F): 4.525, (G): 9.012
(D) 1.329 x 1072 6.645 (E): 3.044, (F): 6.609, (G): 1.756
Four Multiplets - Example 3
(A)  —2.649 x 1072 -13.243 (E): 1.468, (F): 4.641, (G): 2.787
(B) —2.098 x 1072 -10.492 (E): 1.817, (F): 6.223, (G): 3.688
(C) —9.833x 1073 -4.917 (E): 7.048, (F): 2.796, (G): 9.479
(D)  2.259 x 1072 11.294 (E): 4.286, (F): 1.950, (G): 6.662
Four Multiplets - Example 4
(A)  —4.486 x 1073 -2.243 (E): 9.540, (F): 5.140, (G): 7.820
(B) —6.200 x 1076 -0.003 (E): 9.347, (F): 9.711, (G): 1.132
(C) 7.213 x 1073 3.606 (E): 2.339, (F): 9.754, (G): 9.009
(D) 2971 x 1072 14.853 (E): 8.217, (F): 9.312, (G): 3.395
Four Multiplets - FExample 5
(A)  —2.904 x 1072 -14.520 (E): 9.362, (F): 1.595, (G): 8.572
(B) 7.656 x 1074 0.383 (E): 1.600, (F): 4.099, (G): 4.873
(C) 1.315 x 1072 6.577 (E): 2.121, (F): 3.595, (G): 6.275
(D) 1.548 x 1072 7.739 (E): 6.639, (F): 9.632, (G): 4.325
Strychnine
(A) 8.092 4044.9 (B): 7.90, (C): 0.23, (D): 0.98
(B) 7.255 3626.5 (A): 7.90, (C): 1.08, (D): 7.44
(C) 7.167 3582.5 (A): 0.23, (B): 1.08, (D): 7.49
(D) 7.098 3548.0 (A): 0.98, (B): 7.44, (C): 7.49
(E) 5.915 2956.7 (G): 7.00, (H): 6.10, (K): 1.79, (M): 0.47
(F) 4.288 2143.4 (N): 3.34, (Q): 8.47, (V): 3.30
(G) 4.148 2073.4 (E): 7.00, (H): -13.80

Continues on next page...
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Spin d (ppm) w/2m (Hz) J (Hz)

(H) 4.066 2032.4 (E): 6.10, (G): -13.80

(1) 3.963 1981.0 (R): 4.33, (U): 2.42

(J) 3.860 1929.5 (V): 10.41

(K) 3.716 1857.5 (B): 1.79, (M): 1.61, (P): -14.80
(L) 3.219 1609.1 (0): -13.90, (S): 5.50, (T): 3.20
(M) 3.150 15746 (E): 0.47, (K): 1.61, (R): 4.1, (U): 1.96, (V): 3.29
(N) 3.132 1565.6 (F): 3.34, (Q): -17.34

(0) 2.878 1438.6 (L): -13.90, (S): 7.20, (T): 10.70
(P) 2.745 1372.1 (K): -14.80

Q) 2.670 1334.6 (F): 8.47, (N): -17.34

(R) 2.360 1179.7 (I): 4.33, (M): 4.11, (U)- -14.35
(S) 1.890 944.7 (L): 5.50, (0): 7.20, (T): -13.90
(T) 1.890 944.7 (L): 3.20, (0): 10.70, (S ) -13.90
(U) 1.462 730.8 (I): 2.42, (M): 1.96, (R): -14.35
(V) 1.276 637.8 (F): 3.30, (J): 10.41, (M): 3.29

532



€es

Table S3: Metrics related to the results generated in this work. Initial M: the number of oscillators that were used to construct an initial guess
with the MMEMPM. Values marked with an asterisk were manually hard-coded, as opposed to applying the MDL on the first direct-dimension
FID. M after MMEMPM: the number of oscillators present in 8(°). This differs from Initial M in cases where oscillators possessing negative
damping factors were generated by the MMEMPM. MMEMPM time: the time taken to generate the initial guess 8%). Opt. iterations: the
number of iterations performed during the optimisation routine. M after opt.: the number of oscillators present in 8%, which differs from
M after MMEMPM, in cases where oscillators acquire negative amplitudes during the routine. Opt. time: the time taken to perform the
optimisation routine. Spurious oscs: the number of oscillators removed from 8*), based on the first-order signal criteria.

Region (ppm) Initial M M after MMEMPM MMEMPM time (s) Opt. iterations M after opt. Opt. time (s) Spurious oscs.

Quinine
5.8 — 5.55 18 18 6.67 154 10 4.64 0
5.0 - 4.85 17 17 3.94 15 17 0.55 0
3.75 — 3.63 14 14 3.10 109 13 1.81 0
3.17 - 3.06 15 15 4.55 182 11 2.31 0
2.8 2.6 20 20 4.74 161 18 5.28 0
2.0 1.7 36" 36 10.86 145 33 14.14 0
1.64 — 1.52 16 16 3.59 192 15 4.39 0
1.52 1.4 18 18 6.72 528 16 9.39 2
FEstradiol
2.29 — 2.17 20" 18 19.09 125 12 2.99 1
2.12 - 2.0 15" 15 16.52 78 7 1.48 0
1.95 — 1.72 40" 40 29.95 125 33 18.57 1
1.65 — 1.52 20" 19 15.77 125 16 4.13 0
1.45 — 1.02 90" 89 31.47 150 84 92.21 3
Four Multiplets
Example 1 36" 36 8.93 270 34 11.97 2
Example 2 36" 36 9.16 33 32 1.65 0

Continues on next page...




Region (ppm) Initial M M after MMEMPM MMEMPM time (s) Opt. iterations M after opt. Opt. time (s) Spurious oscs.

*

PE€S

Example 3 36 36 8.76 41 32 2.07 0
Example 4 36" 36 8.05 31 32 1.55 0
Example 5 36" 36 8.60 46 32 2.28 0
Strychnine
8.14 — 8.05 8 8 2.02 19 8 0.29 0
7.3 -7.05 22 22 8.25 44 22 3.75 0
5.96 — 5.87 8 8 2.44 80 8 0.76 0
4.35 - 4.0 15 15 6.13 10 15 1.12 1
4.0 - 3.64 13 13 6.47 18 13 1.70 1
3.3 - 3.05 20 20 6.39 44 19 3.58 2
3.0 — 2.56 15 15 6.32 24 14 2.69 2
2.45 -2.25 7 7 4.25 16 6 0.44 0
2.0 - 1.74 5 5 5.79 31 4 0.60 0
1.55 - 1.35 7 7 3.55 41 7 0.86 0
1.35 - 1.2 8 8 3.44 24 7 0.50 1
Camphor
2.35 —2.23 18 18 5.46 82 18 2.37 0
2.09 - 2.025 7 7 3.03 47 3 0.32 0
1.95 - 1.75 35 32 11.15 550 31 45.60 0
1.7 -1.61 21 21 6.28 72 21 2.75 1
1.375 - 1.215 29 29 6.86 102 22 5.33 0
Dezamethasone

7.45 - 7.15 8 8 3.29 59 2 0.35 0
6.4 -5.9 15 15 6.80 225 8 2.56 1

Continues on next page...




Region (ppm) Initial M M after MMEMPM MMEMPM time (s) Opt. iterations M after opt. Opt. time (s) Spurious oscs.

5.5~ 4.8 20 19 8.08 268 6 4.37 1
4.8 -4.3 11 11 4.13 50 9 0.72 2
4.25 - 3.97 22" 20 5.43 48 18 1.05 0
3.0 - 2.87 13 11 3.46 18 11 0.22 0
2.68 — 2.565 13 12 3.52 54 12 0.41 0
2.413 — 2.26 17 17 4.04 28 17 0.49 0
2.2 -2.03 16 16 4.37 75 15 1.28 0
1.85 - 1.7 12 11 7.07 48 9 0.32 0
1.7 -1.25 29 29 7.11 250 25 8.41 2
1.14 - 1.0 12 10 5.41 110 9 0.62 2
1.0 - 0.65 3" 3 1.79 9 3 0.14 0
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S6 Algorithms

Algorithm S1 The numerical optimisation routine employed in NMR-EsSPY, and used for all
results generated in this work. This makes use of Algorithms 4.1 & 7.2 in [3], with an extra check
inserted to deal with any negative-amplitude oscillators which may be generated as the routine
evolves (lines 19 — 22).

1:
2
3:
4
5

6:

T

8:

9:
10:
11:
12:
13:
14:
15:
16:
17:
18:
19:
20:
21:
22:
23:
24:
25:
26:
27:
28:

procedure NLP(Y, (%)
A0 1/10 ||V5"~(9(k> ’Y) H, Initial trust region radius
Aax — 16A(0); Mazimum permitted trust region radius
for k ={0,1,--} do

p*) « STEIHAUGTOINT (Y, 0% AF)); Algorithm S2
® FORY)—FOF +pPY)
Fo(OP[Y) = F o (0F + ph[y)’
if p*) < 1/4 then
Akt 1/4 A(k>; QA performing badly, reduce trust region radius
else if p® >3/4 and [p| = A® then
AR« min (QA(k) A ); QA performing well, increase trust region radius

’ max

Measure of efficacy of quadratic approximation (QA)

else

AR AlR).
end if
if p*) > 3/20 then

k)  gk) -+ p(k>; QA performing sufficiently well to update parameter vector
else

k1) G(k); QA performing too poorly to justify updating parameter vector
end if
if £ mod 25 = 0 and 6%tV contains negative amplitudes then

09 « k1) with negative amplitudes removed;

0" <« NLP (Y,0);
end if
if [VF (0 )|Y)| < 1078 then

0 «— glk+1).

break; Convergence achieved; break from loop
end if

end for

return 0%);

29: end procedure
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Algorithm S2 The Steihaug-Toint method for computing an appropriate update of the parameter
guess during numerical optimisation. This algorithm is equivalent to Algorithm 7.2 in [3].

1:
2
3:
4

10:
11:
12:
13:
14:
15:

16:

17:
18:
19:
20:
21:
22:
23:
24:
25:

26:

27:
28:
29:

procedure STEIHAUGTOINT(Y, %), AK))
g < V?(G(k)’Y); Equation 3b
H + V2.9‘~(9(k)’Y); Equation 9
¥ min (112, /g1 ) g}
210« 0 € ROM,;
0 g;
d®  —p0).
if |79 < ¢®) then
return z(o);
end if
for j=0,1,--- do
if d9THdY < 0 then
Find 7 such that p®* = z*) + 7d®) minimises ?Q(O(k) +pR|Y), s.t. ||p(k>|| = Ak,
return p(k);
end if
)T p()
© dOTHAD
20D 20) 4 @) gl
if |20 < €® then
Find 7 € R, such that p*) = 209 + 7dV) satisfies [p*| = A®);
return p(k>;
end if
D) ) 4 ) HAW),
if |r0 )| < €®) then
J+1)

ali

return z(
end if
Gty T T
B« — TG
dUtY)  _plit) 4 gl gl

end for

)

(1) T (1)

I

end procedure
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Algorithm S3 The MMEMPM. TRUNCATEDSVD(A, n) returns the n most significant left singular
vectors (matrix U), singular values (vector o), and right singular vectors (matrix V1) of matrix A.
EIGENDECOMPOSITION(A) returns the eigenvalues and eigenvectors of matrix A. EIGENVALUES(A)
returns the eigenvalues of matrix A. e(i) denotes a vector of length LW L) where every element
is 0 except the i-th which is 1. N.B. Any two frequencies f{!), fj(1> e f1) are deemed to be distinct
if |0 — f0] > fQ/NO,

1
2
3:
4

10:
11:
12:
13:

: procedure MMEMPM(Y, M)

LY « [N f2);
L@  [N® j2];
for nM =1,...,ND do

Yn 1 Ynw 2 Yn) N@_L@ 41
Yp) 2 Ynp) 3 t Yp() N2 42
Hn(l) <— n: ’ n: ’ . L . +
Yn) L2 Yp) p@41 Yn1) N(2)
direct-dimension FID
end for;
Hl H2 ce HN(l)fL(1)+1
H, H, - H ~
2 3 NO—L1)42
HE A : : . : )
HL(l) HL(1)+1 HN(l)

U,o,V' < TRUNCATEDSVD (H,, M);

U, + U with last L'® rows removed;

U, < U with first L® rows removed;

21, W « EigENDECOMPOSITION (U, U,);
FU — (£8/27) Im (In 21);

0 —f11 Re (In 2(0);

Hankel matriz of points in nY)-th

Enhanced Hankel matrix

zW: signal poles of indirect dimension

Continues on next page...
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14:

15:
16:
17:
18:
19:
20:
21:
22:
23:
24:
25:
26:
27:
28:
29:
30:
31:
32:
33:
34:

P+ ) ; Permutation Matriz

U, +~ PU
Up, + Up with last L(Y) rows removed;
Up, <+ Up with first L(Y) rows removed;
G — (WO U, Up, W
if all values in f!) are distinct then
212 « diag(G);
else
22 —o0ecM
R <+ number unique frequencies in f(1); N.B.R< M
RE 5 x) « set of unique frequencies in f);
for r=1,---,R do
W, < positions in fU which match with Xi”;
h, < number of elements in u,;
Ri-xhr 5 @, < sub-matrix of G comprising the rows and columns given by g,
2{?) + EIGENVALUES(G,);
assign values of z§?> to z?), according to indices u,.;
end for;
end if;
£2  (Ffam) Im (In 22) + fop
n® « —f Re (In 2);

Continues on next page...
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1 1 1
22 22 T
35 L2 [Zf>]2 [zg)]Q [25\?)]2

)T R
M1 222) [Z§2)]2 [Z§2>]N(:7Lij
b o e

_i 2'2 [ZS\?F [zﬁ]N'QLL(Q)

36: R(z) —

Y

A0 0
37: DO 0 Zél) -0 :
L0 0 - Z%})
L2
L@ pt
38: Le — ) :

L® [D<1>]K*1
3: R, [R® DVL® .. [Du)]N“”K L®;
40: a « diag (LYH_ RY);
41: a <+ |af
42: ¢ < arctan2 (Im(a), Re(av))
44: return 6

45: end procedure
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Algorithm S4 The MDL for approximating the model order M of a 2DJ FID.

1: procedure MDL(Y € (]:NUJxN(Zl)

2:

9:
10:
11:
12:
13:
14:

L) [N@)/3);
Y11 Y12
H1 — y1:’2 3/1:,3

Yi,N@—L2 Y1 N@—L@41 "

U,o,V' <« SVD (H,);
Vpin < 003

M +— —1;

for k=0,1,--,L% —1 do

©Y1,0241
©Y1,0242

I

Y1,N®

(LR —k)N®2)

L® 1/(L? k)

v+ —In ( Hi:k“ il =
L2)

/(L@ — k)3

g
i=k+1

then
Vinin < V5
M + k;

end if

end for;

ifvr<v

min

return M;

15: end procedure

)

Pencil parameter

Hankel matrixz of first direct-dimension FID

+ $k(2L? — k) In N2,
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Algorithm S5 Frequency-filtration procedure. RANDOMGAUSSIAN(y, 02, m, n) generates a matrix
of shape m x n, where each element has been randomly sampled from a Normal (Gaussian) distribu-

tion with mean p and variance o~°.

2

r comprises the indices of the left and right bounds of the region

of interest, while n comprises the analogous bounds for the noise region. Typically, these will be
provided in units of ppm by the user; conversion to array indices is achieved through Equation 13,
Page S13.

1% N
1: procedure FILTER( Y € CV N7 p

10:
11:

12:

13:
14:
15:

16:

17:

)

Y

Re(yna) 1) YN " YN NE) 0 Yna ),N(2) y?\ﬂl‘),

)

S« FT® (v);

N
He<= N (n2_n1 Z E Sp) n2);
=1n2=n,
N(lj Ny

o o 2 2 Baaae —w)%

(ne—na) 57 1n@=n,

W < RANDOMGAUSSIAN(y1, 02, N 2N (2));

¢ (ro+71)/2
b+ ry—rg;
gV «—1¢ RN
g? 0 RN,
for n® =1,...,2N® do
ot = exp (241 ("2))
end for;
G+ gV ®g?
S—SOG+Wo(1eRN2NY _q),
A pec—p—bJ c—i—{ ]

51,>\ 31,>\+1 31

_ 3 3 U

S 2,0 2241 ' 20 |,
SN X SN A1 T SN p

e [[1,2N@])?,
Re(ym) Y12 Yi,N®2 0 le

€ [[1,2N®]]?, v e R,y )

*
Yi,2

)

*
N@-1 Ynm 2

Mean of points in noise region

Variance of points in noise region

Center of super-Gaussian filter

Width of super-Gaussian filter

p =40 by default

See Figure S8

Continues on next page...
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18 Y 21T (S);

~A
19: € [%J;
Yo Y Yie
20: v | Y21 Yoo 7 Yoo ;
Ynwr Ynvwg 7 Unoe
21: return Y

22: end procedure

Algorithm S6 Proposed simplified frequency-filtration procedure which wasn’t used in this work
(see the remark at the beginning of Section S1.4).

1: procedure FILTER( Y € CN'*N® ' c [[1,2N2)])2))

* *
Re(ym) Y12 = Yine 0 Y1,n@ Y1,N@ -1 Y1,2

2: i}% ;

Re(me,l) Ynw 2 - YN N@) 0 y*N(ll,N@) y}‘v(;l)7N(2;>,1 y}(\](l‘),z
3 S« FI?(Y);

Si,r, Stry+1 7 Sip,
4 S | f2m Szrmr T S2y :
SNW,py SN 41 7 SNy,
. S T2—T1 (2) Q).
5: Y« e IFT S);
. o7y |.
6: e |5
?{1 1 ?{1,2 gl,e
. v y2.71 Y2 2¢ |
Inuvg Ynwo " Yno e
8: return Y

9: end procedure
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Algorithm S7 Procedure for grouping estimated signals which belong to the same multiplet struc-
ture. HASHMAP(K, V')() generates an empty hashmap, which will comprise key-value pairs of types
K and V] respectively. ARRAY(V)() generates an empty array, which will comprise entries of type
V. APPEND(A, z) increases the size of array A by 1 and adds x to the end of it. ADD(H, K,V) adds
the key-value pair (K,V') to hashmap H. REMOVE(H, K) removes the key-value pair with key K

from the hashmap H.

procedure AsSIGNMULTIPLETS( 8% € ROM ¢ € R, )

1:
9. H + HasHMAP(N, ARRAY(N))();
3 for m=1,---,M do
4: b < FALSE;
5: P IR 08 0531
6 foe [ = 135
7 for f,Ain H do
8 if |f. — f!| < e then;
9 b < TRUE;
10: fold — fc/7
11: S < S1ZE(A);
192: new < (Sfold + fc)/(S + 1);
13: APPEND(A, m);
14: REMOVE(H, fq);
15: ADD(H, foou, A);
16: break;
17 end if
18: end for
19: if not b then
20: A + ARRAY(N)();
21: APPEND(A, m);
22: ADD(H, f., A);
23: end if
24: end for
25: return H,

26: end procedure

Flag indicating whether the signal falls into an existing group

Compute the new mean frequency of the group

Replace the new frequency with the old one
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S7 Code Listings

Code Listing S1: 2DJ pulse sequence for use in SPINACH.

1
2
3
A
5
6
7
8
9

10
11
12
13
14
15
16
17
18
19
20
21
22
23
24
25
26
27
28
29
30
31
32
33
34
35 end

% Compose Liouvillian
L=H+ 1i » R + 1i %= K; clear('H", 'R",

dl = 1 / parameters.sweep(1);

d2 = 2 / parameters.sweep(2)

% N1

N1 = parameters.npoints(1);

% N2

N2 = parameters.npoints(2);

% Targeted nucleus (always 'H)

nuc = parameters.spins{1}

% Initial state

rho = state(spin_system, 'Lz', nuc);

% Detection state

coil = state(spin_system, 'L+', nuc);

% Get the pulse operators

Lp = operator(spin_system, 'L+', nuc);
Lx = (Lp + Lp') / 2;

% First pulse: 90° about x

rho = step(spin_system, Lx, rho, pi / 2);
% First half of t1 evolution

rho = evolution(spin_system, L, [], rho,
% Select "-1" coherence

rho = coherence(spin_system, rho, {{nuc,
% Second pulse: 180° about x

rho = step(spin_system, Lx, rho, pi);

% Select "+1" coherence

rho = coherence(spin_system, rho, {{nuc,
% Second half of tl evolution

rho = evolution(spin_system, L, [], rho,

% Run the F2 evolution

fid = evolution(spin_system, L, coil, rho, d2, N2 -

"K'

di / 2,

-111);

+1}}1);

di / 2,

function fid = jres_seq(spin_system, parameters, H, R, K)

N1 - 1,

N1 - 1,

"trajectory');

'refocus');

1, 'observable');
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Code Listing S2: Python function used to transform a PSYCHE interferogram into a 1D FID.

1 from nmrespy.sig import convdta

2 import numpy as np

3
4

O 00 N O U,

10
11
12
13
14
15
16
17
18
19
20
21
22
23
24
25
26
27
28
29
30
31

def process_psyche(ser: np.ndarray, grpdly: float, swl: float, sw2: float) ->

Y

np.ndarray:

Process a raw PSYCHE ser array to form a 1D pure shift FID.

Parameters

ser

2D PSYCHE interferogram, i.e. the contents of a Bruker ser file.

grpdly
Group delay.

swl

Sweep width in the indirect dimension (Hz).
sw2

Sweep width the direct dimension (Hz).
drop_pts = 4

chunk_pts = sw2 // swil

# “convdta® mimics Bruker's function of the same name, which performs
# digital to analogue conversion

fid = convdta(ser, grpdly)

# Slice to retain the initial points of each direct-dimension signal.
fid = fid[:, drop_pts : drop_pts + chunk_pts]

# Flatten into a 1D FID

fid = fid.flatten()

return fid
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