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Figure S1. TOF to m/z conversion curve plotted using 10 samples that
encompasses an m/z range from 750 to 970,000 Da. All the TOF data were
acquired using an initial acceleration voltage (target plate voltage) of 25 kV.
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Figure S2. Distribution of pixel cluster area (in pixels) of LC!*, IgG3*, IgG?* and
IgG!* ions, and corresponds to the data shown in Figure 2. A time-bin size of 500
ns was used for the generation of the histogram. pu is the average pixel cluster size
Zi'{:1(ixNi)
TR LN
ion events with pixel cluster size of 'i’, and k= maximum pixel cluster size (in
pixels).

that is calculated by , Where i=pixel cluster size (in pixels), Ni=number of
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Figure S3. TOT distribution of the TPX3 pixels triggered by IgG ions (m/z range:

25-150 kDa), and corresponds to the data shown in Figure 2. A time-bin size of 25
ns was used for the generation of the histogram.
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Figure S4. Distribution of pixel cluster area (in pixels) of IgM 1+-5% ions, and

corresponds to the data shown in Figure 3. A time-bin size of 500 ns was used for

the generation of the histogram. p is the average pixel cluster size that is

calculated as previously described (Figure S2).
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Figure S5. Distribution of pixel cluster area (in pixels) of the ions generated from
Bruker peptide calibration standard II (m/z range: 700-3200 Da), and corresponds
to data shown in Figure 4a and b. A time-bin size of 500 ns was used for the
generation of the histogram. p is the average pixel cluster size that is calculated
as previously described (Figure S2).

S-8



cpp cpp cpp cpp
400 miz = 44613 60 miz = 66527 Srs

m/z = 11992

200 59

w1
o

I
S

Pixel number

0o 250 0 250 0 250 0
50 150 250 50 150 250

Pixel number

N
%3
(=}

50 150 250

59 150 250
Pixel number

Pixel number Pixel number

Figure S6. m/z resolved TPX3 images of Trypsinogen®t (m/z=11,992),
Trypsinogen'* (m/z=23,983), Protein A'* (m/z=44,613) and BSA!'* (m/z=66,527)
from Bruker protein calibration standard II, and generated from data shown in
Figure 4e and f by the accumulation of 1000 laser shots (cpp=counts per pixel).
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Figure S7. Distribution of pixel cluster area (in pixels) of metastable neutrals
formed in between the source and deflector (a) and precursor insulin chain B
[M+H]** ions (b), and corresponds to data shown in Figure 5b, e and h (Scenario
2). A time-bin size of 500 ns was used for the generation of the histogram. p is
the average pixel cluster size that is calculated as previously described (Figure
S2).
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Figure S8. TOF spectra correspond to the intact insulin chain B [M+H]!*ions (red
trace) and metastable neutrals formed prior to the deflector (blue trace). Data was
acquired with deflector voltage on and reflectron voltage off (Scenario 2 in Figure
5). Note that the intensities in both cases are normalized to their respective
maximum for the better comparison and visualization of the TOF spectra.
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Figure S9. Evolution of the (a) total ion TPX3 images and (b) linear TPX3 detector
TOF spectra with an increase in the reflectron voltage (a deflection voltage is also
applied). Note that the intensities are normalized to their respective maximum for
all the TOF spectra. The data acquisition parameters are listed in Table S1.
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