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License: This is an open access protocol distributed under the terms of the Creative Commons Attribution License, which

permits unrestricted use, distribution, and reproduction in any medium, provided the original author and source are credited

Protocol status: Working
We use this protocol and it's working

Created: March 29, 2023
Last Modified: July 31, 2023
Protocol Integer ID: 79716

Keywords: acoustic startle reflex in rodent, prepulse inhibition, assessment of prepulse inhibition, intense acoustic stimuli,
acoustic startle reflex, important indicator of sensorimotor gating, deficits in sensorimotor gating, startling stimulus,
sensorimotor gating, dopaminergic neurotransmission, timing of the stimulus, schizophrenia, sensory information, involuntary
response, misinterpretation of sensory information, ppi in mice, individuals with schizophrenia, stimulus, sensory overload,
brain, such as loud noise, weak prepulse, alertness

Abstract

The acoustic startle reflex is an automatic and involuntary response that occurs in humans and other animals
when they are exposed to sudden and intense acoustic stimuli, such as loud noises. This response can be
influenced by several factors, including the intensity and timing of the stimulus, the individual's state of alertness,
and contextual factors. It can also be modulated by prior exposure to a weak prepulse shortly before the startling
stimulus, a phenomenon known as prepulse inhibition (PPI). PPI reflects the brain's ability to filter out irrelevant or
non-threatening sensory information, and is considered an important indicator of sensorimotor gating. In
individuals with schizophrenia, both the startle response and prepulse inhibition are disrupted, which is believed
to result from alterations in glutamatergic and dopaminergic neurotransmission. These deficits in sensorimotor
gating may lead to sensory overload and the misinterpretation of sensory information. Here we describe a
protocol to measure PPl in mice and rats using a startle chamber from Insight® (SP, Brazil).
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Materials

Software

Monitor de Sobressalto para Ratos e CamundongosNAME

Windows oS

Insight Equipamentos Ltda DEVELOPER

Equipment

EP-175 Startle Sobressalto NAME
Insight Equipamentos Ltda BRAND
N/A SKU

https://www.insightltda.com.br/produto/ep—’l75—startIe—sobressaIto/"INK

= 1

Troubleshooting

Before start
This is a step-by-step guide developed at PsychoLab to set up the software used to assess prepulse inhibition

(PPI) of the acoustic startle reflex in mice or rats using the equipment acquired from Insight Equipamentos Ltda.

= Make sure that the speakers and ventilation of the apparatus are turned on;
= |n our protocol, we did not use any light source inside the box;
= Read the entire protocol before starting.
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I Setting up the protocol

1 To create a new protocol, click on the logo in the upper left corner and select "Edit" and
then "Procedure".

‘* EE’I @ = [El b ki Insight Equipamentos - Monitor de Sobressalto - SyslabToof - = X
= ) | s

faquiva Pracedimento |

Grupos de Condicionamento

Editar  * Sessdes Anteriores

Jarelaz »

Fielatoriogzs

Fenamentas

Sobre  »

| Maova |L Relatarios HX SairJ

= To create a nhew prepulse protocol, select "Create a new procedure file starting with a
standard PPI block" and name the protocol.

-»3 Abrir um arquivo de procedimentos Esistente.

-3 Criar um nowo arquiva de procedimentos iniciando com um bloco PRI Padrao

--»» Criar um hiovo arquiva de procedimentos iniciando com um bloco “Sobreszalto Padréo

= If you already have a saved protocol file, select "Open an existent procedure file"
and then select the file (example.sbs).
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-+ Abiir um arquiveo de procedimentos Existente. .

-3» Criar um howo arquiva de procedimentos iniciando com um bloco PRI Padro”

—+ Criar um hovo arguiva de procedimentos iniciando com um bloco "Sobreszalto Padido!!

= Examples of complete procedure files can be found attached below.
E Standard PPl.sbs ﬁ Habituation.sbs

2 To calibrate the background noise, you need to first place the decibel meter inside the
equipment, just above the accelerometer.
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=
iz
i |
£
1‘»

= |t is essential to check if the decibel meter's battery is charged or new. A low battery
can impact sound detection;

= Position the decibel meter on the accelerometer and adjust the detection range as

necessary (range 30-80 dB for background noise; 80-130 dB for other
measurements);
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= |n order to see the readings of the decibel meter, remove the lid of the equipment and
close the door.
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3 Select the speaker of the equipment to calibrate the background noise.

protocols.io | https://dx.doi.org/10.17504/protocols.io.5qpvordo7v4o/vi July 31, 2023 9/34



https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.5qpvor4o7v4o/v1

@ protocols.io Part of SPRINGER NATURE

sistente de configuragdes de procedi os para e Softy

R
_§1 Hove — ~ u-i H\_SEéricp. =| g . !,|
Confirmagio de médulos - A — DP Ativo - —

Confirmacdo de Ips litivos... _ ’

— : =
[¥]10,0.0.97 Mover Adima TN

Mover Abaixg INTENSIDADE Value (G5}

llunicacio...

| Binicacdo com dispositivos

Deletar
lpclamenta. ..
| pr Aguardar Value {35)
ok I 1 I 1
o6 6% s0p6 104 £
1 i i

Certifique-ze de que todos os mddulos de sobressalto ]
6\' estejam devidamente seledonados, Cligue em "OK",

@ @

joco selecionado e festar os estinulos
ects subaividdo em um subintervalo

The button to select the speaker is pointed by the red arrow. Speaker identification will be
shown in the box "Confirmagéao de Ips" for selection.

s Assistente de configuracies de procedi para | e Softy &

%_Nwa “| E;?Histericu | .@ l?lal X_ I

CallbragaO: oér Etapa de Calibracdo Estimulo Sonoro Ruid g Fungs

|
i . o . [ ] N
" Comuricacdo com Médulos ﬁ Caixa 1-1IP: 10.0.0.87 - Q
i Calibragdo do Ruido de Funde | (b ol

Calibragio do Ruido Branco -

Calibragio do Tom Puro i Bloco 1 - Estimulo INTENSIDADE 65 (o)
Intensidade de Chogue =%
Blocos de Procedimentos 3 q

Identificacdo do Experimento Lﬂl) i
TosemRRRARRE 754 (%)

; . Calibracdio das Balancas
LW Configuracies da Sessdo
Rufdo de Fundo [ i T ¥ i
@ o #2006 05 6% 0B 1049 &
1 1 1 1
- i

¢ 1 : F . Esta tela permite: Editar Elocos, Alterar Confiouracées do bloco seledonade e festar os eséimulos

Para facilitar a programacao Czca Bloco de procedimentn ests subdividid em um subintervalo

= The number beside "intensity" does not affect the sound range, it is merely
decorative;
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4§. Etapa de Calibracdo Estimulo. Sonoro Ruwss de Sunds

L'i_.';; Bloco 1 - Estimulo Ligado IIH'I'EIS[DADE g5 {;;E_JI

d»
! -‘) ;
ﬂ ; s 7,54 (%)

Ruido de Fundo B T T ] |
& 0w 2ope a0pe wope sops 1000
Py 1 1 ' !

(- )

® © ® ®

= Adjust the intensity of the sound manually in the percentage bar and press play.
Check the decibel meter inside the equipment to see if the desired range is shown. If
it is, click on the next button. You can adjust the sound range with the buttons at the

beginning and the end of the percentage bar, or move it freely with the mouse by
sliding the bar;

qﬁt Etapa de Calibracao Estimulo. Sonoro Ruih e Suacs

L*_-}:: Bloco 1 - Estimulo Ligado INTENSIDADE &5 (&5

d»
! -"J ;
ﬂ Fronvaocanos 7,89 (%]

Ruido de Fundo T i i i i |
& v wops sope sope sope 100
| B L i 1 {

— )

® © ® ®

= You can adjust the percentage as many times as necessary. Click on the start button
to see if the range shown in the decibel meter is right. For other stimuli, just repeat

the process outlined in step 2 until you have set everything up =9 go to step #2 ;
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¢§t Etapa de Calibracdo Estimulo. Sonoro Ruwss de Sunds

L‘:ga Bloco 1 - Estimulo Licado INTENSIDADE 5 (&5

|
@ e )
7,84 (%)

Ruido de Fundo = T i ] |
&) o w ope aope sops sops 100
= 1 1 i |

(- )

o - W  ®

= We advise you to take notes of the percentages shown in each stimulus. It will
facilitate stimuli calibration.

4 After clicking next, set the percentage bar to zero in the next three parameters - pulse,
prepulse and shock, as we are first calibrating background noise. Click on the next
button until you reach the Block Procedure Settings screen.

i Assistente de configuragies de procedime jpara Hard e Soft &
%Novo v E@Histéﬂbo ¥ @ | = @‘ x !
Callbra;,aO: t§o Etapa de Calibracgo Estimulo Sonoro Are-Fulo
-mgf” Comunicacio com Madulos
-~ Calibracio do Ruido de Fundc
g Calibracio do Ruida Branco " ;
-5 Calibracio do Tom Puro (4 Bloco 1 Periodo Pré - Pulsa Estimulo INTENSIDADE 55 (&)
- Intensidade de Chogue |
FREQUENCIA 3000
< Blocos de Procedimentos q Q )
e Tdentificaciio do Experimento 1
- Calibragio das Balangas ) 1 J -
- Configuragies da Sessdo 2 ! 0,00 (%,
Tom Puro 4 i T I ¥ i %
@ r\;.-, 10!% dﬂ!% su!% 80} :m(.I 9 ‘g
1 L 1
[ ]
) ® © @
<] LA JT¥ ., Esta tela permite: Editar Blocos, Alterar Configuracdes do bloco seledonado e festar os estimulos
U Para fadilitar a programac&o Cada Bloco de procedimento ests subdividide em um subintervalp
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i Assistente de configuragdes de procedi para Hard e Soft &
E%l Nova v I% Histérica ~ @ B | é} X !
Calilbrago: | Configuragdes de Blocos de Procedimento:
" Comunicacio com Madulos
" Calibracio do Ruido de Funde :
-~ Calbracio do Ruido Branco Blocos de Procedimento

" Calibracio do Tom Puro
- Intensidade de Chogue

-2 Blocos de Procedimentos
- X Identificacdo do Experimento
- Calibracio das Balancas

Configuragio dos estimulos/Duracio Periodos|ms| para o bloco Atual
PH PP IE P& IT
Duracio (ms) il % 20 % 20 EJI 50 I(% 50 %

% Configuracdes da Sess3o Ruido de Fundo v v v v v
Neme da Bloca Ruido Branco v
Elaca 1

Tom Puro: v

Quantidade de YYezes
Chogue:

i}
Luz:
Bloco de "Traino”

B = 2= 5 =4 H

5 In the left side of Block Procedure Settings screen, you will see a list entitled Procedure
Blocks and the Stimuli Settings table at the center.

Configuragoes de Blocos de Procedimento:

Blocos de Procedimento

Confiquragio dosz estimulos/Duracio Periodoz(mz] para o bloco Atual
P FFP IE PS IT

Duracao {ms) a0 % 20 %JI 20 % 50 % 50 %
Ruido de Fundo v o o o o

MName da Bloco Ruido Branco v

i shim

Tom Puro: W

Huantidade de/ezes
Chogue:

i

Luz:

Bloca de "Treino”

@

H
H
5
m
i

= This software uses the nomenclature blocks as stimuli, so you will see in the

procedure block list the first block (stimulus) that we have already configured, the
background noise.
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= Just below this list, you can name the block (stimulus) and set how many times it
will be played. The name set here will be available when you export your data. As we

have configured background noise, it could be hamed "no stim" or "bgd noise", for
example.

Configuragoes de Blocos de Procedimento:

Blocos de Procedimento

Configuragdo dos estimulos/Duragdo Periodoz{mz] para o bloco Atual
P FFP IE PS IT

Duracao {ms) a0 % 20 %JI 20 % 50 % 50 %
Ruido de Fundo v o o o o

Mame do Bloco Ruida Branco J

i stim

Tom Puro: v

Huantidade de/ezes
Chogue:

i
Luz:
Bloca de "Treino”

() D B 5 o =

= |f the stimulus should be a training stimulus and not enter the analysis, you can go
ahead and check the "training block" at the end of this column. This is especially

relevant for protocols in which animals are acclimatized to stimuli at the beginning and
at the end of the test.
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Configuragoes de Blocos de Procedimento:

Blocos de Procedimento

Confiquragio dosz estimulos/Duracio Periodoz(mz] para o bloco Atual
P FP IE PS IT

Duracao {ms) 50 % 20 % 08 50 It% 50 It%
Ruido de Fundo v o o o o

MName da Bloco Ruido Branco v

i shim

Tom Puro: ey

Huantidade deVezes
Chogue:

1]
Luz:
I Bloca de "Treino” I

ol & = sl |« |8

6 To configure stimuli settings, go to the table and set the duration of each period in the
first line according to your protocol. Each stimulus (Block) will have its own configuration
regarding background noise, white noise, pure tone, shock and light (lines 2 through 6,

respectively).

Configuragoes de Blocos de Procedimento:

Blocos de Procedimento

Configuragdo dos estimulos/Duragdo Periodoz{mz] para o bloco Atual
P FF IE PS5 IT

Duracao {ms) a0 % 20 EJI 20 It% 50 It% a0 It%
Ruido de Fundo v v e o v

MName da Bloco Ruido Branco v

o stim

Tom Puro: v

Huantidade de Vezes
Chogue:

0
Luz:
Bloca de "Treino”

@ D D= +i & =

Duration settings
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Configuragoes de Blocos de Procedimento:

Blocos de Procedimento

Confiquragio dosz estimulos/Duracio Periodoz(mz] para o bloco Atual
P FP IE PS IT

Duracao {ms) 50 % 20 % 20 It% 50 It% 50 It%
Ruido de Fundo v o o o v

MName da Bloco Ruido Branco v

i shim

Tom Puro: ey

Huantidade deVezes
Chogue:

1]
Luz:
Bloca de "Treino”

2

H
H
5
m
i

Presentation settings

= You can find a more detailed explanation of the columns' abbreviations in the first
icon on the left corner, just below the table.

i Assistente de configuracdes de procedimentos para Hardware e Software...

%Novn 2 E@Histéricn 2| @ E |

Calibragdo: ConfiguragBes de Blocos de Procedimento:
v -
- Comi S |
1, S L das:
o Cal egendas: M
of  Cali
5_ Icnathe o | ERENDAS LITILIZADAS = Configurag&o doz estimulos/Duragio Periodos(ms] para o bloco Atual
< Bloco PN PP E PS5 IT
Iden = 50820 FloZ (0F |08
g: Call PM: Periodo Mula [Inicio da Coleta de Dados) Duracdo (ms) = = &= = =
% Confif PP: Periodo Pré-Pulso - Estimula de pré-pulso Ruido de Fundo v &' v v v
i IE: Intervalo entre E stimulos - o
PS: Periodo da Partida - Estimulo de Sobressalto Ruido Branco
IT: Intervalo Fim da Tentativa Tom Pura: v
;que:
1 [ -
® B B (- W
1 1 [3

= Background noise is typically present in all stimuli, so using it as an example, all the

boxes in the background noise line should be checked so it is played in all periods of
the trial;
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Configuragoes de Blocos de Procedimento:

Blocos de Procedimento

Confiquragio dosz estimulos/Duracio Periodoz(mz] para o bloco Atual
P FP IE PS IT

Duracao {ms) 50 % 20 % 20 It% 50 It% 50 It%
Ruido de Fundo v o o o v

MName da Bloco Ruido Branco v

i shim

Tom Puro: ey

Huantidade deVezes
Chogue:

1]
Luz:
Bloca de "Treino”

2 = o= = = I

= For a pulse stimulus, for example, in addition to background noise checked in all
periods, white noise should be checked in the PS column. For prepulse stimulus,
pure tone should be checked in the PP column. Finally, for a prepulse + pulse
stimulus, white noise should be checked in the PS column and pure tone in the PP
column.
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Configuragoes de Blocos de Procedimento:

Blocos de Procedimento

Confiquragio dosz estimulos/Duracio Periodoz(mz] para o bloco Atual
P FP IE PS IT

Duracao {ms) 50 % 20 % 20 It% 50 It% 50 It%
Ruido de Fundo v o e o v

MName da Bloco Ruido Branco v

i shim

Tom Puro: v

Huantidade deVezes
Chogue:

1]
Luz:
Bloca de "Treino”

® D T + =i =

= Important! Once you have corrected input the stimulus settings for each block, click
on the checked box icon below the table, on the left side of the floppy disc icon. This
will guarantee that your settings for that stimulus are applied and saved.

Configuragoes de Blocos de Procedimento:

Blocos de Procedimenta

Confiquragio doz estimulos/Duracio Periodoz(mz] para o bloco Atual
P FP IE PS IT

Duracao {ms) a0 % 20 %JI 20 % 50 % 50 %
Ruida de Funda v i v v v

Mame do Bloco Ruido Branco v

nio shim

Tom Puro: ey

Huantidade deVezes
Chogue:

il
Luz:
Bloca de "Treino”

o] = & s & lw
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7 To create a new stimulus (hereby called "Block"), click on the "add PPI" icon, it is the
second icon from left to right below the table, on the right side of the caption icon.

R ]

f

i Assistente de configuragoes de procedi

E‘é—' Movo = LE& Histdrico = @ E 7]

Calibragso: Configuragbes de Blocos de Procedimento:
"Af Comunicagdo com Mddulos
ﬂf Calibracdo do Ruido de Fundao )
-~ff Calibragiio do Ruido Branco B_‘UCUS de Procedimenta
"‘f Calibragsio do-Tom Puro lEcot Configuragdo dos estimulos/Duragdo Periodos(ms) para o bloco Atual
~nf” Intensidade de Choque
)( Blocos de Procedimentos PN FP IE F5 IT
. Identificacdo do Experimento Duracgo (ms) L] % 20 E: ] E} 50 E} 1] E:
. CalibracSo das Balancas
e Configuracies da Sessdo Ruido de Fundo v v v v v
Nome do Bloca Ruido Branca v
o gtim
Tom Puro: v
Quantidade de Yezes
= Chogue:
il
Luz:
Bloco da "Treino”
2 5= = o =
4 I *
Adicionar PPI
_________ =, Adiciona um novo bloco PPI para que sejam
= configurado os estimulos do mesmo,
» >

= A new block will be created and you will repeat the steps described in step 3, but this
time, pulse and prepulse intensity should be set at the desired percentage according
to your protocol. For more information on how to set a pulse or prepulse stimulus
follow the steps below;

= For a prepulse stimulus, in addition to background noise, you will also set pure tone
percentages in the prepulse period. Do not forget to adjust the decibel meter
according to the range that you are configuring; you will set background noise and
prepulse period with pure tone;
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éﬁAssistentedeco_r‘!ﬁgu@gﬁesdepmrT =ntos para Hard e Softy T M

Calibracéo:;

-ﬁn Etapa de Calibragdo Estiriulo Sonoro Fre-Pulo.

g Comunicacin com Médulos
g Calibraciio do Ruido de Funda

Calibracdio do Ruido Branco - 4 "
[ % Calibracdo do Tom Puro L‘_\;ﬁ Bloco 2 Periodo Fré - Pulso Estimulo INTENSIDADE 55 (25)
- ¥ Intensidade de Chogue -

-9 Blocos de Procedimentos | k FREG 3000 ¢z
% Tdentificacdo do Experimento q E
- Calibracio das Balangas ! 1 J e
-9 Configuragies da Sessdo E 7.84 (%)
Tom Puro . ] 1 ] i
@ ulaa___}zn]% 40p6  G0P6 BOf 4 @
1 1 1 1

& Esta tela permite: Editar Blocos, Alterar Configuractes do bloco selecionado e festar o5 estimuos
0 Para facilitar a programacéo Cada Eloco de procediments esis subdividide em um subintervale

4 10 |

= For a pulse stimulus, you will set background noise and pulse period with white
noise;

i Assistente de confi

s —
= r s Softy
iguragdes de procec para | i ﬂ

é%.mvo =7 Q—%‘H\stérm' . @ lilg‘ x - E‘

CallbragaO: ‘é“ Etapa de Calibragdo Estimulo Sonoro Fuieo

-~ Comunicacio com Médulos
-~ Calibracio do Ruido de Fundc
- 3, Calibracdo do Ruido Branco | N
-0, Calibrago do Tom Puro " Bloco 2 Perioda Pulso Estimulo
- Intensidade de Chogue e :
2 Blocos de Procedimentos 3 q k
- Identificacio do Experimento ~ 5 1
-9 Calibracdo das Balangas L L“))) 3 1

]
¢, Configuragiies da Sess3o

INTENSIDADE 110 (g8}

35,29 (%)

Ruido Branco

] et ¥ ¥ il
ﬂ Dl'ro 20!%_ :\1_@!% su!% anlpb 10(.[» @

Esta tela permite: Cditar Blocos, Altzrar Configuracies do bloco selecionado e festar os estimulbs
U Para facilitar a programacio Cada Bloco de procedimento estd subdividide em um subinferval

= For a prepulse + pulse stimulus, background noise, pulse period and prepulse period
should be set;
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Configuragoes de Blocos de Procedimento:

Blocos de Procedimento

Confiquragio dosz estimulos/Duracio Periodoz(mz] para o bloco Atual
P FP IE PS IT

Duracao {ms) 50 % 20 % 20 It% 50 It% 50 It%
Ruido de Fundo v o o o v

MName da Bloco Ruido Branco v

i shim

Tom Puro: ey

Huantidade deVezes
Chogue:

1]
Luz:
Bloca de "Treino”

() D D + = =

= Do not forget to take notes of the percentages used - you can find the right

percentage for each stimulus just once and then apply it to the rest of the
combinations;

4§t Etapa de Calibracdo Estimulo. Sonoro Srd-Frirn

k'i.-.- Bloco 2 Feriodo Fré - Pulsa Estimulo INTENSIDADE 35 (&5
|.:‘- ' FREQUENCIA 3000 (Hz)
q 7,84 (56)
Tom Puro 3 = i I i i |
@ Dw 120 40P GOPE 80PW 1009 @
= 1 I I 1 I
] J

= You should create as many stimuli as heeded, so, for example: if your protocol has 15

unique combinations of stimuli, you should create 15 blocks of PPl and calibrate them
individually.
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8 Once all stimuli are created, click on the floppy disk icon on the far right below the
table. Experiment identification window will open. The scale used by the equipment is
number one. The data entered here will be exported in the results report, available at the
end of each test.

i@ Assistente de configuracdes de procedimentos para Hardware e Software... [
= v
|2 EIE] NJ Identificagio do Experimento L] ﬁ_i_ r - @l l
Enes v WX it
- illdentificagdo: 1 v FIE

ldentificasdo do experimento Undvidual por Balansas )

oRSEZIEMSY, |

Selecionar Balanca Identificacio do experimento {Individual por Balanca)
+~Balanca 01 Pesquisador:
Balanca 02 |Jane [oe |
+ Balanga 03 Titulo Sujeito:
i-Balanga 04 T
.. .Balanca 05 |F'F'I experimert ‘ |A1 |
i--Balanca 08 Cobaia (Espéce) Droga: Pezo; Balanca:
i-Balanca 07 [ il | T [ |
~Balanca 08 Procedimento: Ohservacao:

= Always take note of the identification number, just above the experiment
identification headline. The equipment storages up to 100 subjects' data. If, for
example, you are starting your test at ID 93 and will test ten subjects, the equipment
will automatically count subsequent subjects in crescent order, but it would replace ID
100 three times since you have 10 subjects and only 7 data spots. In cases when ID
spots are insufficient, you should reset ID count.

= Resetting ID count will not erase previous data. To do that, click on "Reports" on the
main screen. The data bank window will pop up.

[/_‘; Eé] [,-_}3 = [E] o= Insight Equipamentos - Monitor de Sobressalto - SystabTool = =R 4
- Comandos Configuragties Suparte (7]
= Abrir
L—_‘ Salvar Coma...
Relatarias «
Ao |
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on the left-up corner to save and exit the window.

i Assistente de configuragées de procedimentos para Hardware e Software...

Be aware that this action will not erase previous data, but can not be undone. If you
are sure, click on the penultimate icon on the top bar and the ID count will be reset.

The data filling here works as a complement to better identify your subject, although
we advise you to at least identify yourself (researcher) and the subject, it is not
necessary to the test that you fill this part. When finished, click on the floppy disk icon

: E;_‘] Pjr]dentiﬁcagép.do Experimento it_.l_x—‘

J %NUVD 'HX

=

i |dentificag3o;

ldenuficaggo do experimento (ndvidual pot Balangas )

oedeziensiy |

Selecionar Balanca

Identificagio do experimento {Individual por Balanca)

+Balanga 01
-Balanga 02
-Balanga 03
i-Balanca 04
-Balanga 05
-Balanca 05
-Balanca 07
Balanga 03

Pesquisador:

|Jane Doe |
Titula Sujeito:

|PPI expeniment ‘ |A'I |
Cobaia (Espéde) Droga: Pezo; Balanga:

| || I |
Procedimento: Observacio:

| I |

9 Scale calibration is an important step to ensure that data collection of startle responses
is accurate. First, remove the decibel meter from the scale if it is still inside the chamber.
At the beginning of the test, you will click on the option "No, scale calibration presents

considerable errors. Repeat scale calibration process now".
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& Assistente de configuragdes de procedimentos para Hardware e Software.., &
: EI:E] Nova - ||3' Histdrico = @ | @ | x !
Calibraggo: Calibracéo das Balangas
ff Comunicacio com Médulos Walor lido das Barulagas = (g)

; -wff " Calibracio do Ruido de Funde
-wff " Calibracio do Ruida Branco

o Calibracio da Tom Pura Balanca. 1] 02 03 04 05 15} o7 08
" Intensidade de Chogue
+ Blocos de Procedimentos Yalor Lida [gl 0.0 0.0 oo 0o oo oo oo oo
-+f " Identificacin do Experimenta
i Calibracin das Balancas Eno{%}): 002 | 000 000 000 | 000 0oo ( 0ooo | oo
L9 Configuracies da Sessdo

Status de Controle des Balangas:

Cologue o pezo padido em cada balanga para certificar-se de que a calbragBo atual esta cosrente
Cazo qualguer uma das Balangas apresente um emo significativo, serd necesséro recalibrar as Balangas.
A calibragdo atual estd Satisfatdria??

Sim, a calbragio atual estd satistataria. Executar o pdwima passo.
1 m | r M3o, a calibragio atual spresenta erros consideraveis. Flepetir o processo de calbragio Agora.

Follow the process shown in the new window. It is recommended to use clean and dry
gloves when handling the 50-gram weight. The scale calibration weight can be found
within the apparatus;

After completing the process, check whether the scale accurately displays the weight
of 50g and if it resets to zero when the weight is removed,;

You can calibrate the scale at the beginning of the tests and then watch carefully in
every session if the measuring is consistently accurate (i.e, resetting to zero without
fluctuations). If it is, you do not need to calibrate the scale again;

After finishing scale calibration, you should click on "Yes, current scale calibration is
satisfactory. Execute the next step".

10  Session configuration is where you will create stimuli presentation order, which will be
exactly the same in all sessions. In the procedure blocks column, you will see the
previously created blocks (stimuli) just above the "Habituation with background noise
on" box.
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Configuracées da Sessao

Biocos de Procedimentos Sequencia de Execucan Conliguracoes da Sessao
1 . F
2 = | Tempo de Habituacdo
i H = 00:02:00
5 M Intervalo entre Tentativas
7 00:00:15
g Desvio Padrdo
g - = Sk R
= 00:00:05
Hahituacio com RF Ligado Qtd. Tentativas: = Randomizar intervalo:
33;333 e
+ = = r:
2llslzils 2 T sl e
¢ ATEMCAD:
@ 0z Bloco: de procedimentos serfo executados pelo software obedecendo rigorosamente a
ordern que aparecen liztado: na "Sequéncia de Execugdo’’ de Procedimentos”

= |f you want the habituation period to have background noise on (standard
background noise, not configurable) check the box below the first column. If you do
not have a habituation period foreseen in your protocol or prefer silence, you should

leave the box unchecked;

Configuracdes da Sessao

Blocos de Procedimentos Sequencia de Execugao Lonliguracoes da Sessao
1 - ciibE ”
2 i i 18 (| Tempo de Habituaco
i ‘E | 19 = 00:02:00
5 i > Intervalo entre Tentativas
G ' 00:00:15
8 Desvio Padréo
g - - —= = <

= 00:00:05

38

I Habitl.larjocmnRFngadoI Qtd. Tentativas:
S = B e
@ ATEMCAD:

Randomizar intervalo:
33,333 B

0z Blocos de procedimentos serfo executados pelo software obedecendo ngorozaments a
ordern que aparecen listado: na "Sequéncia de Execucdo” de Procedimentos”
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= To configure the session, you will transfer the blocks (stimuli) from the procedure
blocks column to the execution session column. To do that, you can select the
block(s) and press "Export selected blocks", which is the fourth icon below the first
column. This will transfer blocks in the same order as they are seen in the first
column. To transfer a single block to the second column you can use the third icon,
and to delete a block from the second column, press the second icon below the first

column;
Configuragoes da Sessao
Blocos de Procedimentos Sequencia de Execugao Lonliguracoes da Sessao
1 e F
2 '—l | Tempo de Habituacdo
3 =l = 00:02:00
5 1 Intervalo entre Tentativas
= 00:00:15
2 J Desvio Padrdn
g = 00:00e05
Hahituacio com RE Ligado Qtd. Tentativas: < Randomizar intervalo:
33,333 o
i - -
B ofirilsld B F o+ ¢ W
q ATEMCAD:
@ 0z Blocos de procedimentos serdo executados pelo software obedecendo ngorozamente a
ordemn gue aparecem listado: na "Sequéncia de Execucdo’ de Procedimentos"

= You can also transfer blocks randomly, using "Export blocks randomly", the fifth icon
below the first column;
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Configuracoes da Sessao

Biocos de Procedimentos Sequencia de Execucan Conliguracoes da Sessao
1 . F
2 _l | Tempo de Habituacdo
i =l = 00:02:00
5 T Intervalo entre Tentativas
7 00:00:15
g Desvio Padrdo
g = =
= 00:00:05
Hahituacio com RF Ligado Qtd. Tentativas: = Randomizar intervalo:
33;333 e

+ = = d
HEERE G

¢ ATEMCAD:

@ 0z Bloco: de procedimentos serfo executados pelo software obedecendo rigorosamente a

ordern que aparecen liztado: na "Sequéncia de Execugdo’’ de Procedimentos”

= Please note that blocks will be exported accordingly to the configuration performed in
step5 =9 goto step #5 , SO if the block was set to be repeated 10 times, it will be

exported 10 times (orderly or randomly, depending on which exporting icon you
choose);

= To move blocks in the second column, use the arrows below the execution session
column, as necessary. To delete selected blocks in the second column, use the icon
on the left side of the up arrow. To delete all blocks in the second column, use the
first icon below the column.
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Configuracées da Sessao

Biocos de Procedimentos Sequencia de Execucan Conliguracoes da Sessao
1 . F
2 —l | Tempo de Habituacdo
i =l = 00:02:00
5 M Intervalo entre Tentativas
7 00:00:15
g Desvio Padrdo
g - = Sk R
= 00:00:05
Hahituacio com RF Ligado Qtd. Tentativas: = Randomizar intervalo:
33;333 e
+ = = r:
2lslzils =2 EE )l ]e
¢ ATEMCAD:
@ 0z Bloco: de procedimentos serfo executados pelo software obedecendo rigorosamente a
ordern que aparecen liztado: na "Sequéncia de Execugdo’’ de Procedimentos”

= Lastly, to conclude the session configuration, are the parameters shown in the far
right column - habituation period, time between trials and standard deviation. You
should fill in these parameters accordingly to your protocol. To finish the session
configuration, click on the floppy disk icon and click on the "Execute procedure file

now" in the new window that will pop up.

Configuracées da Sessao

Biocos de Procedimentos Sequencia de Execucan Conliguracoes da Sessao
1 . F
2 —l | Tempo de Habituacdo
i =l = 00:02:00
5 M Intervalo entre Tentativas
7 00:00:15
g Desvio Padrdo
g - = Sk R
= 00:00:05
Hahituacio com RF Ligado Qtd. Tentativas: = Randomizar intervalo:
33;333 e
+ = = r:
2llslizils 2 T sl e
¢ ATEMCAD:
@ 0z Bloco: de procedimentos serfo executados pelo sofare obedecendo rigorosamente a
ordern que aparecen liztado: na "Sequéncia de Execugan’’ de Procedimentos”
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Status da Calibragao:

~»» Ewecutar Arquivo omitindo todas a: etapas de Calibragdo
~»» Salvar Configuragtes atuaiz em um novo arquivo de procedimentos

~»» Ewecutar o arquivo de procedimentos agora...

—== Converter Para Planilha - Excel

11 Adjust scale gain by clicking on the left inferior tab of the main screen. Accordingly to
the manufacturer, scale gain should be as described below.

Opgoes de Hardware (Ajuste Fino) ~n

| Ganhos das Balancas

Balanca 1| Balanga 2 Balanga 3 Balanca 4 Balanca 5 Balanga 6 Balanca 7 Balanga 8
1 =l = g

3] 3]

) ) ]

=1 1 81 51 &1 3

¢

Propriedades da Sessdo  Opgles de Hardware (Ajuste Fino)  Visualizac3o da Sessio

= For mice, scale gain should be setto 1;
= For rats weighing up to 200 g, scale gain should be set to 2;
= For rats over 200 g, scale gain should be set to 3.

I Running the protocol

12 To start the test, put the subject in the apparatus and place it just above the scale. Make
sure the lid is on and close the door. Then, click on the play icon tab, on the upper left
side of the screen. A new window will open so you can choose where the summary
results should be saved. After choosing where the summary results should be saved the
test will start automatically.
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= |f you set a habituation period, a new window will open and you should see the
habituation countdown;

Irisight Equipamentos - Monitor de Sobressalto - SystabTool

)

= When the habituation period is finished or if your protocol does not have habituation,
the test will start;
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i Visualizaco da Sessdo +
Status Experimento

Tentativa: wig Intervalo entre Tentativas Q00U 18 Tempo Festante [Intereala] 0000

Status [Tentatival  None Status [Experimental, Ativo Statuz [Bloca] Intervalo

Propriedades da Sessdo  Opcoes de Hardware (Ajuste Fino) Visualizacio da Sessso

= After all trials run, the session will be finished and a window will pop up notifying you.
During the test, you can click on any tabs on the main window to see the parameters
collected.

I'::*\ % @ [ [E W 'w Insight Equipamentos - Monitor de Sobressalto - SysLabTool = =R

I}‘?} Histérico = iE - H @ [+ % & @ Apresentar giupos de Condicianamenta

Iniciar Segdo

Inicia a secdo atual obedecendo as configuragdes
de protocolo bem como as configuragdes de
grupo de condicionamento caso existam,

& Pressione "F1" para mais Informacdes...

19) 55 saqsods_aa_l | odwa] ap eu.le.lﬁelaﬂ

| 0]|EssaUqos Sejsodsay  sO|nWigsy s0p opjejuasaidy | e

[sonmia oo [o2ue

13 When the procedure is finished, a new window will pop up. Click on "OK".

= To start a new test, place a new subject in the apparatus and click on the play button;

= There is no need to configure the protocol again, as the previous configurations are
already saved;

= |f the software displays an error message, close it and open it again. Open the
protocol previously calibrated. There is no need to redo the calibration steps, you can
use the same calibration parameters already saved. To do that, click next in the steps
until you reach the last screen displayed on step 10. Click on the play button and start
your test.

protocols.io | https://dx.doi.org/10.17504/protocols.io.5qpvordo7v4o/vi July 31, 2023 31/34



https://www.protocols.io/
https://www.protocols.io/
https://dx.doi.org/10.17504/protocols.io.5qpvor4o7v4o/v1

€3 protocols.io Part of SPRINGERNATURE

I Retrieving the data

14 When the test s finished or at any given moment that there is not a session in
course, you can export full reports by clicking on "Reports" on the main screen. A new
window will open, and you will see numerous data filters available.
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[/_‘; E%] [,-_}3 = [E] o= Insight Equipamentos - Monitor de Sobressalto - SysLabTool = =R 4
Comandos Configuragtes Suporte [7]
= Abrir
H Salvar Coma...
Relatdrios
A

» You can use the parameters input in step 8 =95 go to step #8 to filter your data. We

find date filters to be the more reliable parameters, but feel free to use as many filters
as you find necessary;

Interfaceamento d acesso a0 Banco de Dados... ||
(wiEle w000 08 X !
g { Filtrar Pesguisa A x

g : - 7 = 7 ;
= Filros de Pesguisa - - -= 2> Filros em branco séo automaticamente ignorados pelo software
=
2
E_ Balanca: Datas: Hora: Outros... Adidionar os seguintes Campos no relatdrio:
] = Observacan -
Valor Inicial Valor Tnicial Vialor Tricial Progas; Tdentificacio =
- b3/os/2023] Sisita: - Balanca Nimera =
= - =] b 8 Amplitude Pico Posttva |
Valor Final: 03/05/2023 Valor Final: Pesquisadores: il Amplitude Pico Megativo
2 . = Amplitude Pico 3 Pico
Identificacdio: i Amplitude Pico Positivo Médio
Amplitude Pico Negativo Média o
e R i
¥ Organizar pesquisa par tentativas Organsizar pesquisa por blocos de procedimentos  ad Y = 4 3 W pesqusar —>>

= Once the desired data is displayed in the bottom half of the screen, you should click
on one of the three icons in the top left of the screen - you can export data in .xls,
.doc or .txt. This is the raw data.
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Interfaceamento de acesso a0 Banco de Dados... |

wlxle s -0 eelela x e !

 Filtrar Pesquisa q %

Filros de Pesquisa - - -= 2> Filros em branco s8o autormaticamente ignorados pelo software

SOpESUE &Y SOLENST]

Balanga: Datas: Hora: Qutros... Adicanar os seguintes Campos no relatdrio:
Observacao -

Identificacio -]
Balanca Nomero |
Amplitude Pico Positive |
Amplitude Pico Megative ‘

Drogas:

Valor Inidal Valor Inicial Valor Tnicial

- Sujeito:

Valar Final: Valor Final: Pesquisadores:

hd - -

RS RN

Amplitude Pico & Pico
Amplitude Pico Positivo Médio
Amplitude Pico Negativo Médio

Identificacdo:

" Organizar pesquisa par tentativas O garizer pesciisa por blocos de procedimentos. 5 & "= & & [ pesquisar 55

I Data analysis

15 Data will be presented as arbitrary units. Important outcomes to be analyzed are the
reactivity (startle) to all pulse and prepulse intensities and then prepulse inhibition for
each combination, calculated as follow:

= For pulse and prepulse reactivity, use the mean value of each stimulus. For example,
if pulse 100 dB was presented 10 times, you should use these 10 stimuli presentation
values to discover pulse 100 dB reactivity value;

» For prepulse inhibition for each combination, use
(pulsealone — prepulse + pulse) /pulsealone * 100. For example, if you want to
calculate the PPI percentage for prepulse 71 dB combined with pulse 100 dB
(pp71p100), you would use (p700 - pp71p100)/p100 * 100;

= Finally, for % mean PPI, use the mean value of all %PPI calculated for each
combination of stimulus.

Protocol references

For an example of a publication that followed this protocol see:

Franciele Kich Giongo, MSc, Matheus Gallas-Lopes, Radharani Benvenutti, PhD, Adrieli Sachett, PhD, Leonardo
Marensi Bastos, Adriane Ribeiro Rosa, PhD, Ana Paula Herrmann, PhD, Effects of Taurine in Mice and Zebrafish
Behavioral Assays With Translational Relevance to Schizophrenia,/nternational Journal of
Neuropsychopharmacology, Volume 26, Issue 2, February 2023, Pages 125-
136,https://doi.org/10.1093/ijnp/pyac073
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