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Fiber photometry data were processed with house-written MATLAB (R2016b) code [https://zenodo.org/badge/latestdoi/337120575] to
transform raw photometry recordings into a dF/F, extract the area under the curve (AUC) before and after optogenetic stimulations.

GraphPad Prism v4 & v8 or Statistica v6.1 were used for all statistical comparisons except for MRI data.

Electrophysiological recording data were analyzed with Molecular Devices’ Clampfit v10.6 and Origin Pro v9.2 (OriginLab Corporation, MA,
USA).

MRI data were processed using open source software AFNI ( ver: AFNI_18.3.10, https://afni.nimh.nih.gov/), ANTs (ver: 2.2.0, http://
stnava.github.io/ANTs/), and SPM12 (ver: v7771, https://www.fil.ion.ucl.ac.uk/spm). While AFNI and ANTs were standalone, SPM was
implemented on Matlab (ver:2017b, The Math Works Inc, https://www.mathworks.com). No custom algorithms or software were developed
for this research. ROI level correlations between behavioral and imaging measures as well as descriptive statistical analysis on demographic
information such as age mean and SD were performed using SPSS (ver: 22, https://www.ibm.com/analytics/spss-statistics-software).

Data availability statement is included in the paper.

Our sample size was determined by the variability of acquired data and the magnitude of manipulation effect (i.e., signal-to-noise ratio). When
the hypothesis is to show a difference between manipulation conditions and when statistical analysis confirms the difference, then we
assumed that the sample size must have been large enough. Based on this premise, we estimate minimal sample sizes for our physiological
and behavioral experiments in animals are n = 4. The fMRI experiments in rats and humans used the minimal sizes of n = 7 rats and n = 23
humans. For neural connectivity experiments, we assumed that animals raised in the same normal laboratory condition must have essentially
the same neural connectivity. When we observed essentially the same results in n = 3 animals, we suggested reliable connections between
structures.

Data were excluded from analyses when histological results did not verify the brain regions intended for manipulation or recording. Such
experiments include those described in Figs. 3b, 6a-6e, 7a-7g, and Suppl. Figs. 3b-3f. fMRI data were excluded when significant head motions
were detected for the data described in Fig. 8 and Suppl. Fig. 11.

All experiments we performed are reported in the paper. However, some original experiments are not reported because of the following
reasons: (1) Fig. 5 and Suppl. Figs. 6-7 show data that replicated original experiments (n = 2), which were not shown in the paper due to two
reasons: extended diffusions of infused AAV and poor photomicrogram quality. (2) The data described in Fig. 6c were a replication of original
experiment in which intra-AM AAV injections appeared to have produced toxic effects in infected cells; the original data are not shown in the
paper. (3) The data described in Fig. 6d were a replication of original experiment in which retrograde expressions of AAV were observed and
appeared to have interfered with the effects of anterograde expressions of AAV.

For between-subjects designed experiments, animals were randomly assigned to experimental groups. For within-subjects designed
experiments, including Human and rat fMRI experiments, experimental conditions were delivered in a counterbalanced manner.

The animal experiments were performed without any blinding procedure. All behavioral data were automatically collected in isolated
chambers with electronic devices, which executed programed conditions in the absence of the experimenter.

Similarly, human fMRI data were automatically collected by the scanner during which the experimenter did not interact with the participants.
In addition, electronic devices delivered experimental video clips and control video clips in a counterbalanced order (i.e., a within-subjects
design).
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Methods
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ChIP-seq

Flow cytometry

MRI-based neuroimaging

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Human research participants
Policy information about studies involving human research participants

Population characteristics

Recruitment

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

Magnetic resonance imaging

Experimental design

Design type

Design specifications

Behavioral performance measures

The study used male and female mice and male rats with 2.5 - 6 months of age. All mice and rats were individually housed in a
vivarium and maintained at consistent temperature (70–74 °F) and humidity (35–55%).

The study did not involve wild animals.

The study did not involve samples collected from the field.

All procedures were approved by the Animal Care and Use Committee of the Intramural Research Program of National Institute of
Drug Abuse and were in accordance with the National Research Council Guide for the Care and Use of Laboratory Animals.

Twenty-five healthy students (M = 11; F = 14) participated in this study (age: mean (std.) = 24.1 (2.48), range = 21 and 30 yr).
All the participants had normal or corrected-to-normal vision and reported no neurological diseases.

Subjects were recruited by advertisements through Internet media including forums and social medial platforms. This is a
typical and standard procedure to recruit participants and is not expected to produce experimenter's bias in recruitment to
influence fMRI results in one way or another.

This study was approved by the local ethical committee of Zhejiang University. Written informed consents were obtained
from every participant before experiment.

Human fMRI experiment: Block designed task fMRI, resting-state fMRI.

Rat fMRI experiment: Block designed optogenetic stimulus fMRI (opto-fMRI).

Human task fMRI: The experiment adopted a block design with IVs and CVs, each type of clips was presented in 6 1-min
blocks. The two types of the 6 blocks were presented alternatively and separated by a 30-s break, during which the
participants viewed a white fixation on a black background. The order of VIs and CVs was counterbalanced between
subjects.

Rat opto-fMRI: Block-design optogenetic stimulation was delivered to the right mPFC under three conditions: 25-Hz
trains with an interval of 1s, 2s, or 4s, respectively. Each condition consisted of 5 blocks, and each block consisted of 20s
stimulus on and 40s off. Two scan sessions with the stimulus order of A) 1s-2s-4s-interval or B) 4s-2s-1s-interval were
performed. The order of scans A and B was counterbalanced between animals.

Human task fMRI: this is a passive video watching task. To minimize disruption of viewing state, no additional question
or interruption was introduced during the experimental session. Questionnaires were administrated to ask how the
subjects like the videos.

Rat fMRI: During the scanning, animals were kept anesthetized with a combination of isoflurane (0.5%) and
dexmedetomidine hydrochloride (0.015 mg/kg/hr). No behavioral measures were taken. Heart rate and blood
oxygenation levels were continuously monitored using a noninvasive pulse oximetry attached to the animal’s hind foot,
while respiration rate was monitored with a MouseOx sensor (Starr Life Sciences, Oakmont, PA, USA) beneath the
animal’s chest. Respiration rate, oxygenation and heart rate varied between 65 to 80 cycles/min, 90% - 100% and
250-320 BMP, respectively, during functional MRI (fMRI) data acquisition.
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Acquisition

Imaging type(s)

Field strength

Sequence & imaging parameters

Area of acquisition

Diffusion MRI Used Not used

Preprocessing

Preprocessing software

Normalization

Normalization template

Noise and artifact removal

Volume censoring

Functional and structural images

3T for humans and 9.4T for rats

Human structural MRI: High resolution anatomical images were acquired using a T1-weighted magnetization prepared
rapid gradient echo sequence with parameters below: TR = 2300 ms, TE = 2.32 ms, voxel size = 0.90 × 0.90 × 0.90 mm3,
flip angle = 8°, field of view = 240 mm2, voxel matrix = 256 × 256.

Human fMRI: FMRI data were collected using a T2*-weighted gradient echo planar imaging sequence with multi-bands
acceleration (TR = 1000 ms, TE = 34 ms, slice thickness = 2.50 mm, voxel size = 2.50 × 2.50 × 2.50 mm3, voxel matrix =
92 × 92, flip angle = 50 °, field of view = 230 mm2, slices number = 52, MB-factor = 4).

Rat structural MRI: High-resolution anatomical images were acquired using a Rapid Acquisition with Relaxation
Enhancement (RARE) sequence (repetition time (TR) = 2200 ms, FOV = 35×35 mm2, slice thickness = 0.5 mm, slice
number = 30).

Rat fMRI: fMRI data were acquired using a T2*-weighted EPI sequence (TE = 13 ms, TR = 1000 ms, segment = 2, FOV =
35 × 35 mm2, matrix size = 64×64, slice thickness = 1 mm, slice number = 15).

Whole brain for both humans and rats

Human fMRI: Preprocessing of fMRI data included the following steps. First, slice time correction and head motion correction
were performed using AFNI (https://afni.nimh.nih.gov/). Then, tissue segmentation was then conducted to extract brains
using SPM12 (https://www.fil.ion.ucl.ac.uk/spm/). Structural and functional images were co-registered and normalized into
the MNI space using ANTs (http://stnava.github.io/ANTs/). Finally, spatial smoothing was applied to the normalized fMRI data
with a 5 mm full-width-at-half-maximum Gaussian kernel. For resting-state data, two more preprocessing steps were
included: 1) nuisance variable regression including six-rigid head motion and their forward derivates, fame-displacement
(FD), and the first 5 principle components from white matter and cerebral spinal fluid (CSF) separately; and 2) a band-pass
filtering (0.01Hz – 0.1Hz) was applied.

Rat fMRI: FMRI data were preprocessed with slice timing correction, head motion correction, spatial normalization and
smoothing (full-width-at-half-maximum 1.25 mm). Spatial normalization was performed using ANTs (http://stnava.github.io/
ANTs/).

For both human and rat data, a two-step strategy was used to optimize the spatial normalization. High resolution structural
images were used to estimate both linear (12 degree) and nonlinear transformation parameters from anatomic space to the
template. Linear transformation parameters (6 degrees for rigid transformation) were estimated to align individual's fMRI
data (the mean image after head motion correction) to corresponding structural images. Then normalization to template
space from native fMRI space was achieved by combining these three sets of transformations 1) fMRI-to-structure rigid
matrix, 2) structure-to-tempate affine matrix, and 3) structure-to-template nonlinear parameters.

ICBM152 was used for human MRI normalization;

A previously published rat template (Lu et al., 2012) was used for rat MRI normalization.

For human task fMRI and rat opto-fMRI data, 6 motion parameters were included in the first level analysis to remove motion
induced artifact.

For human resting-state fMRI data: 1) nuisance variable regression including six-rigid head motion and their forward
derivates, famewise displacement (FD), and the first 5 principle components from white matter and cerebral spinal fluid (CSF)
separately; and 2) a band-pass filtering (0.01Hz – 0.1Hz) was applied. No global regression, no ICA was used.

Censoring was performed in human fMRI data only. Follow a previous study by Power and colleagues, framewise
displacement (FD, Eq. 1) of fMRI data was calculated for each participant as indices of head motion for task and resting-state
data separately.

Eq. 1: FDi = ∣Δdix∣ + ∣Δdiy∣ + ∣Δdiz∣ + ∣Δαi∣ + ∣Δβi∣ + ∣Δγi∣

where !dix = d(i%1)x % dix, and similarly for the other rigid body parameters [dix diy diz "i #i $i].

If FD >0.5mm, the two time point that producing FD were censored. A participant would be excluded from statistical analysis
if her/his mean FD >0.3mm, or the total number of frames censored with FD > 0.5mm is more that 10% of the total length of
the data. With these two criteria, two subjects were excluded from task fMRI data analysis, and one subject was excluded
from resting-state fMRI statistical analysis.

Censoring was not performed for rat fMRI data as the animals were kept anesthetized during fMRI scanning.




