Quantitative Analysis
Methods




Required data
e Calibration curve creation data and information
« Data to be quantified

 The data file can be a single file or divided into multiple files.

* Please register the target compound in advance in the

compound template. (See "Compound Template Editing
Method")



-xample data: split into multiple files

180406_Right1-2_Right1_1.25x+ Matrix_BW_AREAD1.imdhx 180406_Right1-2_Right1_1.25x+Matrix_BW_AREA02.imdx 180406_Right1-2_Right1_1.25x+Matrix_BW_AREAD3.imdbx 180406_Right1-2_Right1_1.25x-+Matrix_BW_AREAD4.imdx 180406_Right1-2_Right1_1.25x+Matrix_BW_AREADS.imdx

Slide2-2_CHCAZEFE _Sec2_5x_10um_AREAO1.imdx

180406_Right1-2_Right1_1.25x+Matrix_BW_AREADS.imdx 180406_Right1-2_Right1_1.25x+Matrix_BW_AREAO7.imdx

8 sets of data for 1 set of data to be
calibration curves quantified
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Quantitative Analysis screen: Add IMDX files
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The data files are imported
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Set ROls for each calibration curve sample
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ROls have been set
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Target compound settings 1

ccccccccccc

m/z | Compound Name

beforehand (see “How to register compound templates”)



Target compound settings 7
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+H
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A compound list that combines the selected compound template and the adduct ions displayed in Used Adduct
lons will be created.

From the compounds included in the compound template, the adduct ion combinations with only the compounds
whose Calculate Adduct lon checkbox is selected are added to the compound list.

Create Cancel

O

Select a previously-created compound
template



Target compound settings 3

Create Calibration Curve

Compound List

Used Compound Template: amiodarone

Create List
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Elements which do not overlap with the m/z range of the IMDX file are automatically deleted @

Cancel




Calibration curve settings 1
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Calibration curve settings 2

Settings will be made on the calibration curve settings screen.

Calibration Curve Setting

v v
-« Import - Export 2
Calibration Curve List G Display
Internal Standard Correction
No. myz Compound Name Formula Adduct lon Matriz Polarity
1 | 846.03096 | Amiodarone C25H2912NO3 Any Positive
ROI List
Nao. Use File Name ROl Na... Attribute Sample Type Concentration -
1 Liver_Qua... | All Group A Unknown
2 Liver_Qua... | ROID01 Group A Unknown
3 Liver Qua... | ROl0D2 Group A Unknown
4 Liver Qua... | ROIDD3 Group A Unknown
5 Liver Qua... | ROlI0D4 Group A Unknown
6 Liver_Qua... | ROIDOS Group A Unknown
— v
Apply Sample Type Setting
Calibration Curve Type Linear N Concentration Unit (o]
Weight None N Intensity Area v
Internal Standard Correction mfz 4] Torelance 02| Da (o]
Calculate Method ROl Average N

° Execute Cancel



Calibration curve settings 3

ROI List
No. Use File Name ROI Na Attribute Sample Type Concentration
1 Liver_Qua ROI001 Group A Unknown
2 Liver_Qua ROlo02 Group A
. . ~ Standard
3 Liver_Qua ROI003 Group A B
-
Standard M/A
4 Liver_Qua ROI004 Group A
T
5 Liver_ Qua ROI00S Group A O T

Set the sample type (sample type).
The sample type for calibration curve creation is 'standard’.

 Unknown: Unknown sample. Quantifiable data.

« Standard: Standard sample with known concentration for calibration curve creation.

« Not applicable: Samples among the standard that are not used for calibration curve creation.
« QC (Quality Control): Samples with known concentration for verifying the accuracy of the
calibration curve.

Multiple rows can be selected and set in bulk.



Calibration curve settings 4 T —

ROI List
Mo, Use File Name ROI Ma... Attribute Sample Type | Concentration
1 Liver_Quant_SlideZ-... | All Group A Unknown 0.00000
2 Liver_Quant_Right1-... | ROI001 Group A Standard 1.13234
3 Liver_Quant_Right1-... | ROID0D2 Group A Standard H 0.33970
4 Liver_Quant_Right1-... | ROID03 Group A Standard H
5 H Liver_Quant_Right1-... | ROI004 Group A Standard ﬂ
] H Liver_Quant_Right1-... | ROIO0S Group A Standard ﬂ
7 H Liver_Quant_Right1-... | ROIO06 Group A Standard ﬂ
8 H Liver_Quant_Right1-... | ROIOOY Group A Standard ﬂ
9| B |Lver QuantRightl-.. | ROI00S | GroupA | Standard ~ [\ 0.00000 |
| Ij Apply Sample Type Setting

Calibration Curve Type | Linear S Concentration Unit




Calibration curve settings b:0Other Settings

Calibration Curve Setting

R If an internal standard substance
is present, correction of the
mpene e intensity values is possible.

pply Sarjiple Type

Weight Mone

Calculate Method

Calibration Curve Type: Linear and logarithmic types are
selectable.

Concentration Unit: This is the string displayed as the
concentration. Any string can be entered.

Weight: This sets the weighting for calibration curve
calculations. Weighting based on signal intensity can be
configured.

Intensity: This sets the calculation method for signal
intensity. Please use the normal area value.

Internal Standard Correction: Checking the "Internal
Standard Correction" above will enable input. Set the m/z
and tolerance width for the internal standard substance.

Calculation Method: The following methods can be
selected for internal standard correction:

«Based on the average spectrum of the ROI
Calculated for each point (pixel unit)



Calibration curve settings 5: Faster settings

Calibration Curve Setting

) ) . Import Export
Calibration Curve List
Internal Standard Correction
No. m/z Compound Name Formula Adduct lon Matrix Polarity
1 | 646.03096 | Amiodarocne C25H2912NO3 Any Pasitive
ROI List
No. Use File Narme ROI Na... Attribute Sample Type Concentration -
1 Liver_Qua All Group A Unknown
2 Liver_Qua ROI001 Group A Standard 1.13234
3 Liver_Qua ROlooz2 Group A Standard W 0.33970
4 Liver_Qua ROl003 Group A StandardMN/A ~~ 0.11323
5 Liver Qua... | ROI004 Group A Qc » 0.03397
6 Liver_Qua ROIloos Group A Standard o 0.01132
-
o -
Apply Sample Type Setting
Calibration Curve Type Linear W Concentration Unit | pmol/mm2)
Weight Nen N Intensity Area
Internal Standard Correction m/z 640,37 Torelance 0001 | Da

Calculate Method

ROI Average S

Import a CSV file to

" automatically enter calibration
curve concentrations

1
4

13

646.031 Amicdarone
Slide2-2_(All
180406_RiROI001
180406_RiROI1002
180406_RiR0OI003
180406_RiROI004
180406_RiROI005
180406_RiROI006
180406_RiROI007
180406_RiR0OI008

611.0073 610
Slide2-2_(All
180406_RiROI1001

Group A
Group A
Group A
Group A
Group A
Group A
Group A
Group A
Group A

Group A
Group A

Unknown
Standard
Standard
Standard
Standard
Standard
Standard
Standard
Standard

Unknown
Standard

If there are multiple target
compounds, you can apply a
setting to them all at once.

0
1.13234
0.3397
0.11323
0.03397
0.01132
0.0034
0.00113



Calibration curve settings ©

Calibration Curve Setting

Calibration Curve List

Intemnal Standard Correction

a &
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ROl Average

v

Mo, m/z Compound Name Formula Adduct lon Matrix Polarity
1 | 646.02000 | Amiodarone C25H2312NOz Any Positive
ROI List
No. Use File Name ROI Na... Attribute Sample Type Concentration -
4 ! Liver_Qua... | ROI00O3 Group A Standard g | 0.11323 |
5 H Liver Qua... | ROloo4 Group A Standard W | 0.03397 |
6| M | Liver Qua.. | ROIOOS Group A Standard b4 | 0.01132 |
7 ! Liver_Qua... | ROI00OG Group A StandardMN/A | 0.00340 |
8| H | Lver Qua.. | ROI0O7 Group & ac w | 0.00113 |
9| M |Liver Qua.. |ROlocE GroupA | Standard v | 000000 |
N
a
Apply Sample Type Setting
Calibration Curve Type Linear N Concentration Unit o}
Weight None A Intensity Area
Internal Standard Correction m/z Torelance 0.001 | Da @

y o

o




Calibration curve results 1
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Quantitation results 2

Settings Option Extensions Help
ROI Lisy ¥
150, Use File Name RO ...
1 Liver_Quant_Right1-2_Right1_1.25x+Mat... | All
2 Liver Quant_Right1-2_Right1_1.25x+Mat... | All
3 Liver_Quant_Right1-2_Right1_1.25x+Mat... | All
4 Liver_Quant_Right1-2_Right1_1.25x+Mat... | All
5 Liver_Quant_Right1-2_Right1_1.25x+Mat... | All
6 Liver Quant_Right1-2_Right1_1.25x+Mat... | All
7 Liver Quant_Right1-2_Right1_1.25x+Mat... | All
8 Liver_Quant_Right1-2_Right1_1.25x+Mat... | All
9 v Liver_Quant_Slide2-2_CHCA_Sec2_5x_10u... | All
. pht1-2_Right1_1.25x+Mat... | ROI001
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15 v Liver_Quant_Right1-2_Right1_1.25x+Mat... | ROI0OE
16 ' Liver Quant_Right1-2_Right1_1.25x+Mat... | ROI00}
17 v Liver_Quant_Right1-2_Right1_1.25x+Mat... | ROIQS2
X >
- X

Analysis Parameters

S
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Quantitation results 2.1: Concentration calculations

Sample Type Concentration Estimated Conc. Accuracy (%) Intensity Post-normalization Intensity | (Z Post-r
0o 0.00000 0.00000 0.00 0.00000 0.00000
O 0.00000 0.00000 0.00 0.00000 0.00000
O 0.00000 0.00000 0.00 0.00000 0.00000
O 000000 0.00000 0.00 0.00000 0.00000
0o 0.00000 0.00000 0.00 0.00000 0.00000
.0 0.00000 0.00000 0.00 0.00000 0.00000
0o 0.00000 0.00000 0.00 0.00000 0.00000
.0 0.00000 0.00000 0.00 0.00000 0.00000
o | omoo| _ownss] o] smesamn e
0.0 | Standard 1.13234 1.14347 100.58 | 18489720.72438 18489720.72438
1.0 | Standard 0.33970 0.29525 86.91 5162777.52835 5162777.52835
hO | StandardM/A 0.11323 0.03888 7849 | 1628586.65549 1628586.65549
no | QC 0.03397 0.02085 6137 237806.719938 237806.719938
0.0 | Standard 0.01132 0.01488 131.48 123851.51983 123851.51983
0.0 | Standard 0.00340 001119 329.13 52964.82529 52964.82529
0.0 | Standard 0.00113 001211 1071.41 71618.98311 71618.98311
0.0 | Standard 0.00000 0.01099 = 53606.49726 53606.49726




Quantitation results 3: Calibration curve

y = 5.1030E-005x + 8.7082E-003
R*R :0.99765, Amiodarone
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You can select the types of points to
display on the graph.
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Quantitation results 3 .2:
Calibration curve options

The axes of the calibration curve graph can be swapped.
" . ’ ‘“ ’ y = 1.0581E-006x + 6.6597E-003 , R*R : 0.99932, Amiodar...
Select “Settings” then “Graph”.
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Quantitation results 4: Calibration curve conditions

H Tolerance 0.2000 | Day @ jnc Threshold Value 404028.86001 [-'j" Add to M5 Image List
Liver_Quant_Right1-2_Right1_1.25x+Matrix_BW_AREAD1.imdx Whole_Ave. -

R B D I B R R S S — m | . m— — ﬁ
£45.4 645.6 646 6d6.4 646.6
$ & - @
JE+06 é
E IC . NE

Liver_Quant_Right1-2_Right1_1.25x+Matrix_BW_AREAD2.imdx Whole_Ave.
When calculating the peak area, you can change the “Tolerance” and
“Threshold value” shown above the spectrum. If you change the value, the
calculation result will also change accordingly.




Notes

 |f the operation is heavy, reduce or turn off the spectrum
display.

 In the quantitative analysis mode, it is assumed that the
[Sampling Interval] is the same when handling multiple data.

« You can check the [Sampling Interval] in [Conversion Parameters]
by right-clicking on the [ROI List] and selecting [Show File
Parameter].
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